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Abstract

In this research, a pill-sized robotic capsule was developed that can collect gut mi-
crobiota both from the gut lumen (capsule surroundings) and intestinal wall (mucosa
layer). Initially, the peristaltic forces exerted on the robotic capsule inside the gut were
quantified so the working environment of the capsule could be understood. Secondly, a
unique sampling mechanism was developed that could gently scrape the content from
the gut lining and could provide a full length assessment of microbiota after capsule
retrieval. Thirdly, the design of shape memory alloy (SMA) spring actuator was re-
alised that could apply sufficient force to overcome peristaltic and frictional forces for
sample collection at the target-site. Furthermore, an actuation system was devised by
tackling the high-drain current requirement of SMAs. Fourthly, a sealing mechanism
was developed to secure the collected sample from cross contamination and to assure
successful encapsulation. Fifthly, the robotic capsule was rigorously tested in various
in vitro simulators replicating the gut environment and a dedicated gut simulator that
mimicked the in-vivo environment to ensure successful and safe travel of the capsule
along the gastrointestinal tract. Finally, an in vitro experimental setup that kept an
intestine alive for 6 hours was used to optimise the sample collection process. The
robotic capsule collected sufficient quantities of sample (more than 100 uL) for micro-
biota analysis from living intestines of three animal species (pig, sheep and cow) during
the trials.

The study of gut microbiota is gaining increasing attention due to its direct impact
on human health. Gut microbiota can provide comprehensive information about the
health of a host, and it can help in the early diagnosis of diseases like cancer, diabetes,
obesity, etc. The robotic capsule prototype, developed in this work, has a potential to
become a vital apparatus for clinicians and scientists to sample human and animal gut

in the future.



Author’s Declaration

This thesis is produced with five journal publications and compiled according to the
Massey University’s guidelines for 'Doctoral Thesis with Publications’. This thesis is
based on research that has either been published or currently in preparation. Three
articles are published in IEEE journals, and one in a Wiley journal. One article is in
preparation and will be submitted to BMJ journal.

In accordance with IEEE’s copyright policy, author and third parties, including
funder websites, may post, share, and use the final published article without permis-
sion as they are published under a Creative Commons Attribution-NonCommercial-
NoDerivatives 4.0 International License (CC BY-NC-ND 4.0). Similarly, in accordance
with IEEE’s copyright policy for articles that are not published under an open access
license and that use the standard IEEE Copyright Form, the author may use the fi-
nal published article without permission in their own thesis or dissertation, provided
that they include the IEEE copyright notice in the references. Furthermore, as per
Wiley’s policy, the author of a published Wiley article has the right to reuse the full
text of published article as part of a thesis or dissertation, and do not need to request
permission from Wiley for this use.

While the content is identical to the published versions, there may be stylistic
differences between the enclosed work, and the published versions. Furthermore, some
of the submitted chapters are relatively succinct, there is some repetition (particularly
in the literature review of some chapters), and there are stylistic differences between

the chapters themselves.

xi



Acknowledgements

”Praise be to Allah for guiding us to this. We would have never been guided if Allah
had not guided us” (Qur’an 7:43).

Foremost praises, thanks and gratitude to Allah who has guided me to this point
where I can write this thesis to finish my PhD. It was not possible without my belief
and trust on Allah that helped me to complete my thesis, Alhumdulillah (all praises to
Allah alone).

I extend my sincere gratitude to my supervisor cum mentor, Ebu who has constantly
helped me throughout my PhD. This journey includes various challenging times and
Ebu was always there to support me which kept me moving. Ebu encouraged me to
grow as an independent researcher and provided co-funding opportunities to further
establish myself as an academic. I like to equally thank my other supervisor, Ibrahim
Al-Bahadly, who has always extended his kind support throughout my PhD and his
continued support helped me to achieve my both spiritual and intellectual goals. I
cannot forgot to mention the kind support from Dave, my third supervisor, who has
significantly helped me with experiments and my writing. I'm humbled to have an
excellent supervisory team that allowed me to achieve a few good milestones in my
PhD, so thank you Ebu, Ibrahim and Dave for your amazing support. And this thesis
will not be an end, as I'll be looking forward for your continued support in future too!

I am blessed to have a caring and lovely wife who motivated me to start the PhD and
continued her support throughout this journey. She helped me manage the long working
hours and stressful times, and her support cannot be expressed in words. My kids,
Abeera 7, Khizer 4 and Areesha 1, are the source of meditation who helped me to remain
motivated throughout these years. The kids excitement about the ”tummy robot” to
catch bugs, kept me motivated too and helped me enhance my science communication
skills.

Special thanks to my parents for continuously praying for me which made this long
journey less difficult. My parents’ prayers were the blessings in all the trying times and
I wish to have their prayers with me forever. Thanks to my siblings who feel proud in
my work, kept me motivated and supported me with their helpful prayers. I'm equally

thankful to my parents-in-law who also favored me with their kind prayers. Thank you

xii



everyone in my family for your well wishes and prayers.

I have been very well looked after by the School of Food and Advanced Technology
(SFAT) specially Glenda, Dilantha and Karen from administration and Tim, Mark and
Peter from the I'TS team. Many thanks to all of you for helping throughout my PhD. I
specially thank Tracy, Julia and Aniek from the Graduate Research School (GRS) for
extending their wonderful support whenever and where-ever needed, this really made
the difference in my experience as a research student. I greatly admire the support of
microrobotics team - Matthew, Taimoor, Kate, Ben Lewis, Andrew (the senior), Nick,
Sid, Susav, Jack, Brian, Andrew Kemp, Hamish, Martin, Ben and Victor - you all have
been amazing. Thanks for all the discussion, suggestions, support and help that not
just allowed me to finish the PhD but helped me gather some beautiful memories. I
also extend my thank to fellow PhD students Syahmeer, Suchima, Gerald, Merit, Alex
and Lilly.

A Dbig thanks to my friends - Uzair, Haroon, Rafay, Asad, Hamid, Waseem, Waqar,
Saad, Hammed, Moayad, Abdulquadri, Abdelhamid and Saiful - who provided nec-
essary support during my PhD. The short gatherings after the daily prayers were a
key to relieve the stress and improved the productivity which was not possible without
these friends. Thanks to Massey Muslim Society (on-campus) and Manawatu Muslims
Association (off-campus) for their assistance in facilitating the religious needs, which
was a key in completing my PhD successfully. Also, thank is extended to PakNZ -
Pakistani community at Palmy - for their encouragement and support. I am obliged to
thank the people - Faraz Hasan, Zulfiqar Butt, Imran Muhammad, Ajmal Khan, Syed
Ahmer, Wajid Hussain, Hanif Quazi, Syed Qazafi, Asif Javed, Shahnawaz Ahmed, Riaz
Rehman, Mufti Saleem, Muhammad Shah and Bilal Alvi - who I admire and discussion
with them helped me to achieve my PhD goals.

Finally, I again give thanks to Allah, through whom all things are possible. I
pray, may Allah bestow His peace and blessings upon all His messengers, and His final

messenger Prophet Muhammad, Peace be Upon Them all, both in here and hereafter.

xiii



Funding

I gratefully acknowledge the contribution of following funding organisations for their

support towards the research in this thesis.

e Higher Education Commission (HEC), Pakistan for providing the scholarship for
full duration of my PhD under grant 5-1/HRD/UESTPI(Batch-V)/2421/2018 /HEC.

e Sir Syed University of Engineering & Technology, Pakistan for support during
this PhD.

e Massey University for funding support through Massey University Research Fund
(MURF) 2019 and Strategic Research Excellence Fund (SREF) 2022.

e KiwiNet for funding support through grant 2020/2021.

e Palmerston North Medical Research Foundation (PNMRF) for funding support
through general grant 2021-2022.

e Massey ecentre for funding support through Grand Ideas Competition 2022.

Xiv



Chapter 1

Introduction

1.1 Background and significance of this research

The human gastrointestinal (GI) tract is a 7-9 metre long passage that includes four
main segments namely the esophagus, stomach, small intestine and large intestine. In
an average lifetime of a human, around 60 tonnes of food passes through this passage
[1]. The food is digested and absorbed by host intestinal secretions and transport
mechanisms and a huge community of microorganisms (bacteria, archaea and fungi)
that live inside the gut, play a major role in fibre fermentation and the synthesis of
short-chain fatty acids (SCFAs), and some nutrients (e.g. vitamins) and which are
collectively known as microbiota [2]. The microbiota weigh around 1.5 - 2 kilograms
in a human adult and include 10'3 to 10'* microorganisms which are spread along the
full length of the gut and are packed within the digesta and gut lining [3]. The main
segments of the gut along with the quantity of microbiota present at each segment is
shown in Fig. 1.1.

This community of microorganisms has been intensively studied since the 1980s and
various studies on the relationship between microbiota and human health reveal that
the microbiota can act as a bio-marker for human health [4]. The gut microbiota can be
informative of health status over the life of the host and can help in early diagnosis of
diseases like cancer, obesity and diabetes [5-7]. Furthermore, the analysis of microbiota
can help in better treatment of diseases such as coeliac disease, Crohn’s disease and
irritable bowel syndrome [8]. In addition, the microbiota can also help to study the
relationship or interaction between nutrition and human health [8, 9]. Comprehensively,
it can be inferred that the human gut microbiota is full of information related to human
health.

Recent research studies suggest that the microbiota can potentially influence the
mood, behaviour and several other characteristics of the host [10]. The gut microbiota

have been shown to impact brain functions and behaviour, and play a role in anxiety,
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depression and stress disorders [11-13]. Studies investigating the impact of microbiota
on mood, have revealed that the microbiota regulates emotions and cognition because
it maintains the two-way communication with the brain [14]. This growing body of
evidence suggests that gut microbiota are a vital source of information on human health

and well-being.
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Figure 1.1: Segment-wise view of the GI tract showing the main sections of the gut.
Representation of the microbial community in each section along with the major type of
bacteria colonizing the mucus layer and the common metabolites are shown. (Reprinted
by permission from (€)2014 Nature Publishing Group [15].)

Based on the importance of analysing gut microbiota, it is critical to explore its
ecology. Though greater communities of microbiota live in the colon, the small intestine
is a home to a unique community of microbiota that has a potential to reveal several
important linkages about human health. An abundance of nutrients are present in the
small intestine and are absorbed in this region and the level of nutrients present in
the digesta reduces significantly as you move in a longitudinal direction towards the
colon as shown in Fig. 1.2. The opposite is true with the bacterial, archaea and fungal
communities which are maximal in the colon and significantly less by comparison in

the small intestinal region. Despite this, the small intestine remains a region of interest
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as it is less explored in comparison to any other regions of the gut and it is a home to

a significant and unique community of microbiota.
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Figure 1.2: Representation of the bacterial and microbial communities across the longi-
tudinal length of the GI tract. The circular structure shows the layers of the intestinal
wall depicting the presence of microbial community at various levels. (Reproduced
from [16] licensed under CC BY 4.0.)

Interestingly, the cross sectional structures of the small intestine and colon differ
in various ways as depicted in Fig. 1.3. The small intestine is characterised by an
additional layer of villi that significantly increases the surface area of this region which
helps in nutrients absorption and also secretes digestive enzymes to support the diges-
tion process. In addition, the small intestine has one mucus layer while the colon has
two mucus layers (i.e., an inner mucus layer and outer mucus layer), and the function
of the mucus layers differs in both regions. The mucus layer in the small intestine is
formed by continuous secretion from goblet cells (shown in a green color in Fig. 1.3)
which acts as an intestinal barrier against foreign microorganisms (pathogens) while
still allowing the absorption of nutrients. This mucus layer slowly mixes with the lu-

minal content as it moves towards the colon along with the digesta. In contrast, the
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inner mucus layer of the colon is firmly attached to the surface and restricts any inter-
action between luminal content and the epithelium layer. The outer mucus layer in the
colon is more similar to the small intestinal mucus layer, and it lubricates the left over
content from small intestine and allows smooth transition of luminal content through

colon which is finally moved out of body via faeces.
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Figure 1.3: Representation of microbial community across lumen and mucosa layer in
the small intestine and colon. The villi structure is only present in the small intestine
along with mucus content whereas the colon contains two mucus layers. (Reproduced
from [17] licensed under CC BY 4.0.)

The following facts are therefore evident from the above discussion. First, it is
increasingly evident that the microbiota is pivotal in understanding human health as
it can act as a bio-marker. Second, microbiota is present in various quantities longi-
tudinally along the full length of the GI tract. Third, microbiota is packed across a
cross section of the intestine, colonising the mucous layer which covers the columnar
epithelium of the GI tract and the digesta within the intestinal lumen [18]. Therefore,
it is critical to perform systematic longitudinal and cross sectional studies to examine
the diversity of microbiota and its functions. These studies can be enabled by collect-
ing samples of microbiota from distinct locations within the GI tract that will help
establish better relationships between human health and disease.

The most common samples used as a proxy for intestinal microbiota are faecal sam-

ples, as they are non-invasive, relatively easy to collect and can be collected repeatedly.
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However, faecal samples are collected at the end of the 9-metre long gut that restricts
the extraction of spatial and temporal information from them as they are not collected
from the actual site of digestion [19]. Furthermore, the samples are exposed to different
environments throughout the gut, before collection, so they are highly contaminated
[20, 21]. The faeces also mainly represent the non digested luminal content from the
colon and contain no information about the microbiota living inside the mucosa layer
(mucus). Another method to study gut microbiota is by the use of a flexible endoscopy
with biopsy tools; however, this is a tethered method which limits its reach into the
small intestine, and the section of small intestine closest to the colon (ileum) is a home
to a different community of microbiota to the hind gut [22]. The method also involves a
high risk of gut perforation and bleeding, and the procedure is invasive and unpleasant
for a patient [23-25]. The biopsy tools utilised collect a tissue sample but the tech-
nique is unable to fully capture microbial content. Another approach to look at the
gut microbiota is by euthanasia of the animal and dissection to allow localisation of the
sample collected and avoid the cross contamination. This approach provides full access
to examine in detail the diversity of microbial community along the full length of the
GI tract but the findings from animal models cannot be directly applied to humans.
Additionally, it is considered that the behaviour of the microbes might change after
the death of an animal (host), so the findings may not be accurate. Hence, the cur-
rent conventional tools available to collect microbial samples from the small intestine
without contamination all have limitations.

Considering the limitations of existing tools, a minimally invasive method that could
collect microbial content from any location of the gut, and store or fix it to avoid cross
contamination (mixing of contents from other parts of the gut), would be of great help

in understanding the role of the microbiota in humans.

1.2 Motivation

The human gut microbiota is not fully explored yet. The major problem is the lack of
tools to collect the microbiota from the full length of the human gut. The current gold
standard for obtaining the human gut microbiota is faecal sampling but this approach
has certain limitations in terms of localisation uncertainty, time constraint and carrying
contamination. Likewise, flexible endoscopy with biopsy tools for sampling the GI
tract is currently inadequate as its use is mainly restricted to the large intestine, poses
significant risk of damaging the GI tract and is not designed to collect microbiota
samples.

Hence, development of a minimally invasive tool to collect the microbial content
from the small intestine would help understand a range of human health conditions.

The sampling device should be small enough to completely pass through the entire gut
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without damaging it. The device needs to collect sample(s) from specific location(s) of
the gut and secure it from downstream contamination further down the gut. Addition-
ally, the device should collect sample from both the intestinal lumen and mucosa layer
to ensure full assessment of gut microbiota as a significant community of microbiota
lives on the mucosa layer (intestinal wall).

The collected sample (microbiota) would then allow health practitioners to analyse
markers for a range of human health conditions with better accuracy, insight and per-
spective. The assessment of gut microbiota from the full length of the GI tract will
allow clinicians to perform in-depth health analysis and consequently develop better
treatment methods. Furthermore, the evaluation of collected samples from different
segments of the GI tract would help study the relationship of nutrition with human
health. This will allow nutritionists to develop personalise diet plans that will be best

suited to the host based on the requirements of host’s microbes.

1.3 Problem Statement

Gut microbiota is helpful in understanding the health of the host and it can act as a
bio-marker for early diagnosis of cancer, diabetes, obesity, inflammatory bowel diseases,
etc. The microbiota are beginning to reveal significant information that is important
for human health conditions; however, tools for collecting a sample of microbiota from
the human gut without contamination are not available to date.

The mucus is the fundamental element to study microbiota, and is secreted from the
mucosa layer and forms a protective layer just above the epithelium layer to safeguard
the epithelium layer from intestinal bacteria. The mucus in humans is not fully explored
yet, due to the unavailability of relevant tools. It is believed that the mucus would be
a few hundred microns in-depth above the epithelium layer [26]. Capturing the mucus,
which includes microbiota, from living object requires a compact and efficient sampling
mechanism which can collect and safeguard the sample from contamination. Some of

the challenges in collecting the mucus from the GI tract are detailed below:

1. Design and development of entire capsule in swallow-able size, including sampling

mechanism (sampler and storage chamber) and actuation mechanism.

2. Avoiding contamination, i.e. the collected sample should not be mixed with any

content apart from the sampled location.

3. Devising a smart actuation mechanism which requires low power and takes up

minimal space.

4. Fabrication of a minimally invasive capsule, which includes all the mechanical

and electronic parts, with acceptable precision and tolerance.
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5. Communication with the capsule to trigger the actuation of the sampling mech-

anism, when the capsule reaches its target site.

6. Localisation of the capsule, i.e. Position recognition inside the GI tract so that

the sample can be reliably collected from a specific site.

It is not possible to capture the microbiota from the GI tract with existing tools
and methods. Design and development of a minimally invasive sampling device, in-
cluding actuation mechanism (actuator, on-board battery and electronic circuitry) and
sampling mechanism (to collect and store microbiota - sampler and storage chamber
respectively), which can go through the entire GI tract is an arduous task. Hence,
the development of an efficient sampling device or a robotic capsule (which can resolve

most of the mentioned challenges) is desired.

1.4 Research Goal

The main goal of this research is to design and develop a robotic capsule that has
the potential to collect a microbiota sample from the GI tract without contamination.
To achieve this goal, a minimally invasive robotic capsule that includes actuation and
sampling mechanisms, is desired. The actuation mechanism should incorporate an actu-
ator, an on-board battery and electronic circuitry to operate the sampling mechanism.
The sampling mechanism should include a sampler to collect the microbiota from the
gut lining (intestinal wall) of the small intestine and a storage chamber to secure the
sample from downstream contamination. Lastly, the size of the storage chamber should
include enough space to store at least 100 pL of sample so that the collected sample

can be used for laboratory analysis.

1.5 Scope and limitations

The development of a mm-scale sampling device is an arduous task based on a range
of challenges as laid down in problem statement section. The aim of this PhD the-
sis is to contribute towards the development of sampling devices that can aid in gut
sample collection. The focus is to collect microbiota from the gut lining and lumen to
facilitate the assessment of gut microbiota for full length of the GI tract. Emphasis
is given to the design itself and then on to the development of a sampling mechanism
(sampler and storage chamber) that can potentially collect a sample from the mucosa
layer. Furthermore, space for a dedicated storage chamber is reserved to assure sample
protection from both upstream (i.e., before sample collection) and downstream (i.e.,

after sample collection) contamination. The actuation system that can assist in the
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sample collection process is given adequate attention specially the design of mm-scale
actuator for robotic capsule or similar sized devices.
The challenges for the development of such a device can be divided in two major

problem domains as follows,
e Fabrication, Instrumentation, Communication and Miniaturisation

1. Design and development of a smart actuation system including a mm-scale
actuator that can fit in the device and be capable of producing enough output

force to collect a sample.

2. A wireless communication link with the capsule to trigger the actuator for

sample collection at the target-site.
3. The capability of the sampling device to avoid contamination.
4. The fabrication of a device with all mechanical and electronic parts.

5. Miniaturisation of all internal components and hence the entire capsule to
reduce the final product to a swallow-able size so it can transit through the

entire gut.
e Localisation, Locomotion, Anchoring and Fixation of sample

1. Localisation of the capsule, i.e., tracking of the device to determine the

target-site for sample collection.
2. Locomotion system for the capsule to manoeuvre inside the gut.

3. Anchoring mechanism to support the capsule to stay at the target location

during sample collection (if needed).

4. Fixation (preservation) of sample from the time the sample is collected till

its recovery from the faeces.

The thesis concentrates on the fabrication, instrumentation, communication and
miniaturisation aspects of the capsule development while localisation, locomotion, an-
choring and fixation of sample, aspects are utilised from already developed methods.
The development of a commercial prototype is out of the scope of this work; how-
ever, this work will facilitate the development of such devices by reducing the research

challenges.

1.6 Research contributions

This thesis has addressed several challenges as detailed earlier, and contributed in var-
ious ways towards the development of a gut sampling device. The major contributions

of this thesis are detailed below.
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Quantification of Peristaltic forces: The development of an analytical model
and then simulation in COMSOL Multiphysics to measure the impact of peristaltic
forces on the robotic capsule. Consequently, peristaltic forces were measured from
living small intestines using a robotic capsule with force sensor through an embedded
system. This allowed me to determine the amount of peristaltic forces applied by
intestinal tissue on the robotic capsule. This further allowed the development of a
smart actuation system that could overcome the intestinal forces to collect a sample
from living tissue.

Design of a smart actuation system using SMA spring: Initially, two shape
memory alloy (SMA) springs in an antagonistic configuration were used to produce to
and fro linear motion for the proposed actuator design. Later, to reduce the design
complexity and power requirements for the actuator, a novel two-way SMA spring was
utilised that could produce both upward and downward movements required for sample
collection. A dedicated battery with high current drain output was utilised to tackle
the SMA requirement and a miniaturised wireless transceiver was used to activate the
sampling process remotely.

Development of a sampling mechanism to collect gut microbiota: A unique
design was fabricated that collected and stored microbiota from both the intestinal
lumen and gut lining (intestinal wall). The unique design was optimised for sample
collection and during experimental evaluation, it collected more than 100 pL from living
intestinal tissue from three different animal species (cow, sheep and pig). Furthermore,
laboratory analysis of the samples collected confirmed that the design of sampling
mechanism has a potential to collect gut microbiota, mucus and digesta that will allow
to perform the assessment of gut microbiota throughout the length of the GI tract.

Development of a sealing mechanism to avoid cross contamination: A
purpose-built sealing mechanism was developed after extensive testing for the proposed
design of robotic capsule. The robotic capsule with sealing mechanism was intensively
tested in various in-vitro gut simulators to ensure the safety of the robotic capsule and
ensure that the collected sample would remain secure from cross contamination. The
rigorous testing of the robotic capsule allowed to provide a proof of concept case for

in-vivo trials in the future.

1.7 Related publications and awards

This thesis has resulted in following journal publications. The research recognition and

awards obtained by the work in this thesis are shown in appendix B.

1. Rehan, M., Al-Bahadly, I., Thomas, D. G., & Avci, E. (2020). Capsule robot

for gut microbiota sampling using shape memory alloy spring. The International
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Journal of Medical Robotics and Computer Assisted Surgery, 16(5), 1-14. doi:
10.1002/rcs.2140.

2. Rehan, M., Al-Bahadly, I., Thomas, D. G., & Avci, E. (2021). Measurement of
Peristaltic Forces Exerted by Living Intestine on Robotic Capsule. IEEE/ASME
Transactions on Mechatronics, 26(4), 1803 — 1811. doi: 10.1109/TMECH.2021.3078139.

3. Rehan, M., Al-Bahadly, 1., Thomas, D. G., & Avci, E. (2021). Towards Gut
Microbiota Sampling Using an Untethered Sampling Device. IEEFE Access, 9,
127175-127184. doi: 10.1109/ACCESS.2021.3111086.

4. Rehan, M., Al-Bahadly, I., Thomas, D. G., & Avci, E. (2022). Development of
a Robotic Capsule for in-vivo Sampling of Gut Microbiota. IEEE Robotics and
Automation Letters, 7(4), 9517-9524. doi: 10.1109/LRA.2022.3191177.

5. Rehan, M., Al-Bahadly, I., Thomas, D. G., & Avci, E. (2022). Smart Capsules
for Sampling the Gut: Status, Challenges, and Prospects. Gut. (in preparation).

1.8 Thesis structure and outline

This thesis is compiled according to Massey University’s Guidelines for "Doctoral Thesis
with Publications’. The subsequent chapters are based on published journal articles
(four chapters) and a publishable article which is in preparation for submission to a
journal. The chapter wise break-up of this thesis is organised as follows.

Chapter 2: This chapter presents an in-depth literature review of the relevant
and related smart capsules developed for sampling the gut. Initially, the significance
of microbiota in relation with health and disease is explained. Secondly, the benefits
of collecting gut microbiota from live animals or humans are highlighted to assure
that microbiota has various uses other than acting as a bio-marker to identify health
problems. Lastly, the current state of the art in sampling devices and their major
challenges are detailed to fully review the field of sampling devices or robotic capsules
for gut microbiota sampling. This chapter discussed the existing literature on collecting
gut microbiota.

Chapter 3: The small intestine moves the food in distal direction with the help of
peristaltic forces and a robotic capsule needs to overcome these forces to collect a sample
from the gut lining (intestinal wall). This chapter is focused on the quantification of
peristaltic forces that would act on a capsule during its passage along the gut. Initially,
an analytical model is presented to study the peristaltic movement of the small intestine.
For the first time, finite element simulations were conducted in COMSOL Multiphysics
to generate intestinal peristaltic forces, and analyse their impact on a robotic capsule.

Later, a capsule prototype was developed to measure the peristaltic forces from living
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small intestinal tissue, while an embedded system was used simultaneously to record
the live data from the capsule - (small) intestine interaction. This chapter has provided
a basis to develop a small scale (mm-size) actuator that can overcome the peristaltic
forces to collect a sample from live intestinal tissue.

Chapter 4: In this chapter a unique sampling mechanism is devised to gently
scrape the mucus content from the intestinal wall (mucosa layer). This design was
thoroughly tested using ex-vivo intestinal tissue to optimise the capability of the sample
collection mechanism without compromising the safety or damaging the GI tract of
animal or human. The learnings from Chapter 3 were utilised to develop an actuation
mechanism based on a unique combination of concentric SMA springs to act as an axial
actuator. The developed actuator occupied a small space and produced sufficient output
force to operate the sampling mechanism and overcome the intestinal peristaltic forces.
A minimally invasive robotic capsule was tested ez-vivo on animal intestinal tissue, and
it captured sufficient quantity of mucus and digesta for microbiota assessment. The
laboratory testing of the collected samples identified an amino acid signature indicative
of microbiota, mucus and digesta, which provided a proof of concept for the proposed
design.

Chapter 5: This chapter presented the modeling of a unique two-way SMA spring
actuator that has not been utilised before in any sampling device or robotic capsule.
The temperature gap between the martensite and austenite states (hysteresis loop)
was significantly reduced with the aid of a commercial manufacturer that allowed a
reduction in the complexity of a previously proposed design while greatly reducing
the power requirements. A specialised experimental setup that can keep the freshly
dissected small intestine alive was utilised to test the robotic capsule in a realistic en-
vironment (in terms of peristaltic movements) as opposed to earlier tests with ez-vivo
animal small intestines. The robotic capsule prototype collected sufficient quantity of
sample from living porcine duodenal and ileal tissues (i.e. in the presence of peristaltic
forces). The robotic capsule was also tested on living post-mortem tissues (small in-
testine) of other species including cow and sheep. The collected sample size for all of
the species was feasible to analyse the microbiota through next generation sequencing
techniques. However, the power source remain a challenge as the capsule prototype in
this chapter was powered by a AAA battery that is 45 mm x ¢ 10.5 mm in size which
is unsuitable for in-vivo ingestion.

Chapter 6: In this chapter the limitations of the power source were resolved
by developing an actuation system tackling the high-drain current requirement of the
two-way SMA spring actuator. Another challenge of cross contamination for assuring
effective sample collection was resolved by successfully encapsulating the collection

chamber which was realised by testing 3 main sealing materials. Rigorous testing of the
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robotic capsule prototype was performed in a gut simulator that mimicked the in-vivo
environment to ensure successful and safe travel of the capsule along the gastrointestinal
tract. In addition, the capsule is also tested under the ez-vivo experimental setup
to assure successful sample collection and its protection afterwards. The prototype
presented in this chapter is the final prototype of this thesis and has the potential to
become a vital apparatus for clinicians to sample human and animal gut in the future.

Chapter 7: This is the final chapter of this thesis and summarises the contributions
of this research work. Furthermore, it provides key research dimensions that require

subsequent research to further develop devices for clinical purposes.
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Chapter 2

Smart Capsules for Sampling the
Gut: Status, Challenges, and

Prospects

2.1 Abstract

Smart capsules are emerging at a tremendous pace with a promise to become effective
clinical tools for the diagnosis and monitoring of gut health. This field emerged in
the early 2000s with a successful translation of endoscopic capsule from laboratory
prototype to a commercially viable clinical device. Recently, this field has accelerated
and expanded into various domains beyond imaging, including sampling devices for
better insight into gut health. The study of gut microbiota is gaining massive attention
due to its significant impact on human health. Gut microbiota can be informative
of health status over the life of the host, and it can act as a bio-marker for early
diagnosis of diseases like diabetes, cancer, and obesity. Gut microbiota can also assist in
better identification of inflammatory bowel diseases, ulceration, coeliac disease, Crohn’s
disease, and irritable bowel syndrome. In this review, the status of sampling devices
is presented to highlight the broad picture of state-of-the-art devices while focusing
on the technical and clinical challenges these devices need to overcome to demonstrate
their value in clinical settings. The expansion of smart capsules to robotic capsules for
gut microbiota collection has opened new avenues of research with great promise to

revolutionise human health diagnosis, monitoring, and intervention.
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2.2 Introduction

The human gastrointestinal (GI) tract is a 7-9 metre long passage and in an average
lifetime of a human, around 60 tonnes of food passes through it [1]. The food is digested
and absorbed by the host using a range of physical and chemical processes, while a huge
community of microorganisms (bacteria, archaea and fungi) live inside the gut and play
a major role in fibre fermentation and the synthesis of short-chain fatty acids, and some
nutrients (e.g. vitamins) and are collectively known as microbiota [2]. This community
of microorganisms have been studied for a long time, and numerous studies on the
relationship between microbiota and human health reveal that the microbiota can act
as a biomarker for human health [3]. The human meta-organism comprises bacterial
colonies includes approximately 10'* prokaryotic organisms with a biomass of around
1.5 - 2 Kilograms [4]. Though the human microbiota is still not fully explored, it is
pertinent that it is present at mucosa layer and in intestinal lumen [5].

The knowledge of relationships between host and its microbes has progressed signif-
icantly which suggests that the microbiota is a crucial component of study on human
health. Several researchers are exploring obesity, inflammatory bowel diseases, bio-
chemical processes, and diabetes with the help of microbiota [6-10]. It is considered
that the microbiota can be informative of health status over the life of the host and
can even assist in early diagnosis of diseases like cancer, obesity and diabetes [6, 7, 11].
Furthermore, the analysis of microbiota can help in better treatment of diseases such as
ulceration, coeliac disease, Crohn’s disease and irritable bowel syndrome [12]. Micro-
biota can also help to study the relationship or interaction between nutrition and human
health [12, 13]. Comprehensively, it can be inferred that the human gut microbiota is
full of information related to human health.

Recent research studies suggest that the microbiota can potentially determine the
mood, behaviour and several other characteristics of the host [14]. Furthermore, it has
been shown that gut microbiota influence brain function and behaviour, and plays a
role in anxiety and mental disorders [15, 16]. It is also considered that the microbiota
influences stress behaviour, anxiety and depression [17]. Studies have looked at the
impact of microbiota on mood, and revealed that the microbiota regulates the emotions
and cognition through the gut-brain axis which is a bidirectional communication link
between the GI tract and the central nervous system [18].

Based on the importance of analysing gut microbiota, it is critical to explore its
ecology. Microbiota colonise the mucous layer which covers the columnar epithelium of
the GI tract and the digesta within the intestinal lumen [5]. The most common samples
used as a proxy for intestinal microbiota are faecal samples, as they are non-invasive,
easy to collect and can be collected repeatedly from the same individual. However,

faecal samples are collected at the end of the 9-metre-long gut that restricts extraction
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of spacial and temporal information from these samples as they are not collected from
the actual site of digestion [19]. Furthermore, the samples are exposed to different
environments throughout the gut before collection, so they are highly contaminated
[20, 21]. Another method to study the gut microbiota is using flexible endoscopy with
biopsy tools; however, this is a tethered method which limits its reach into the small
intestine, and the section of small intestine closest to colon (ileum) is a home to a
different community of microbiota to the hind gut [22]. Secondly, this method involves
a high risk of gut perforation and bleeding, and the procedure is invasive and unpleasant
for a patient [23-25]. Lastly, biopsy tools are designed to collect a tissue sample, and
they cannot fully capture microbial content. Hence, the current conventional tools
available to collect microbial samples from the small intestine without contamination
have limitations.

Commercial capsule endoscopes that can capture the images of the gut lining, have
laid the foundation for similar sized robotic capsules that can perform monitoring,
therapeutic and diagnostic functions like sensing, drug delivery, biopsy and sampling
[26-28]. In this review, recent advances in the field of sampling devices are described,
with a focus on understanding their benefits while addressing the limitations of these

devices.

2.3 Microbiota and Human Health

Recent experiments on animals and clinical trials on humans suggest that the human
intestinal microbiota is a potential candidate for pathogenesis via infection and in turn
causing disease in a host. A study conducted on 40 volunteers revealed that the mi-
crobes in the intestine produce trimethylamine-N-oxide (TMAQ) from the consumption
of phosphatidylcholine (a chemical present in some foods), which contribute towards
the physiopathology of heart disease [29]. The gut microbiota is an important tool to
observe the effects on physio-pathological parameters and on controlling inflammation.
A study conducted on mice observed the impact of an increase in bifidobacteria within
the gut microbiota following consumption of a high fat diet which induced diabetes,
suggests that the gut microbiota can be indicative of inflammation during the occur-
rence of diabetes and obesity [30]. Another study conducted on mice determined that
artificial sweeteners induce glucose intolerance by altering the gut microbiota [9]. The
same group of researchers in a related study revealed that the effect of similar diet on
individual animals was different due to the response of their gut microbiota [10].

In general, obesity is co-related with the consumption of food. Studies using mice
models have revealed that weight regain is highly dependent on the gut microbiota
[6], suggesting that the weight regain phenomenon can be understood and resolved by

targeting microbiota.
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The gut microbiota of humans gets radically transformed with age and may con-
tribute towards the development of several diseases including type 2 diabetes. To
evaluate the effect of aging and diet composition in cats, a comprehensive study over 5
years has been conducted at Massey University, New Zealand [31]. The study used two
groups of kittens aged 2 months and fed them with two different diets until they were
5 years of age. Faecal sampling is used to observe the effects of diet over the 5-year
period. The study revealed that the faecal microbial composition was affected by both
diet and age; however, insulin sensitivity was unaffected by both parameters. Body
composition was affected by age, but diet had no effect. Another clinical experiment
has been performed, by same group of researchers on 15 dogs, in which one group com-
prised of 8 dogs were fed a kibbled diet and the other group of 7 dogs were fed a raw
red meat diet for 9 weeks [32], and macronutrient digestibility was assessed using faecal
samples from both groups of dogs. The authors showed clear associations of specific
microbial taxa with diet composition in dogs, and physiological parameters such as the
digestibility of macronutrients such as protein and fat and faecal health score were also
correlated with faecal microbial composition.

Faecal sampling is widely used for the analysis of different types of diseases and
to check diversified markers within the GI tract. Though this method is noninvasive
and easy to perform, it cannot replicate targeted samples of gut microbiota in terms
of purity. The faecal sample is contaminated downstream by subsequent microbial
communities and gut secretions during transit to the end of the GI tract. In addition,
the sample obtained by faecal sampling does not fully represent samples from specific
locations of GI tract [33]. Therefore, the latest tools for sampling gut microbiota are

detailed in the next section.

2.4 Robotic Capsule for Sampling the Gut

The devices that can collect a sample from the gut are divided into two broad categories,
biopsy devices that can collect a small tissue from the gut wall and sampling devices

that can collect content-based samples.

2.4.1 Biopsy devices for tissue sampling

Due to the limitations of tethered endoscopy with biopsy tools in terms of their reach
to entire gut and higher risk of gut perforation and bleeding, robotic capsules were de-
veloped to perform tissue biopsy. In 2003, a patent application proposed a wireless cap-
sule system to collect a biopsy specimen in a biological body using micro-spectroscopy
and/or biosensors [34]. This capsule contains two motorised blades to capture solid

tissue or a liquid specimen that can be stored in two dedicated compartments to avoid
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contamination until its recovery. Another design consisting of a razor connected with
a torsional spring was proposed that triggered the biopsy process by melting a paraffin
block which allowed the razor to rotate at high speed with the help of torsion spring to
capture a tissue sample [35]. Both approaches require the capsule to be in close contact
(almost rubbing) with the intestinal wall to capture the tissue. To overcome this chal-
lenge, a magnetic biopsy capsule is used and an external magnet holds the capsule’s
lateral hole against the intestinal wall while a cylindrical razor blade cuts the tissue
with magnetic actuation [36]. However, this design lacks a triggering mechanism to
effectively locate the target-site. Therefore, a design with a micro reed switch that can
trigger the biopsy process based on external magnetic field was presented that included
an elliptical hole to affix the target tissue and a spiral spring to produce the rotational
force [37]. Once the capsule reaches the target-site, the reed switch gets triggered by
an external magnetic field that heats the SMA spring resulting in cutting the special
polymer string which allows the torsional spring to rotate the biopsy cutting tool, hence
collecting the affixed tissue from the elliptical hole.

The biopsy tools that remain inside the capsule shell cannot guarantee collecting
a tissue despite the external magnetic holding mechanism, therefore some designs are
presented that actively move the tools outside the capsule shell to ensure tissue col-
lection. A motor with rack and pinion gear system moves a biopsy tool (forceps with
barbs) inside and outside of a capsule shell to perform the biopsy but this compromises
the limited power available to capsule endoscopes to perform usual tasks (imaging) [38].
Another device uses two ring shaped permanent magnets to move the biopsy forceps
outside the shell to actively cut intestinal tissue [39]. A shape memory alloy (SMA)
actuator was used to project the biopsy razor outside of the capsule shell once the
capsule was at the target-site, then the rotating magnetic field rotates the capsule pro-
totype helping the razor to cut the tissue from the gut wall and finally two restoration
magnets were used to bring the cutting tool inside capsule shell to secure the sample
[40]. However, the two magnets used for restoration of the biopsy module to bring the
ejected blade back inside the capsule, were too large and could not allow a telemetry
system for triggering the biopsy process to fit inside traditional endoscopes. Another
design uses a gear-assembly to move forceps-style blades in and out of the capsule shell
which allows the biopsy system to fit inside a traditional endoscope [41].

All these designs presented a biopsy tool, and some also include the triggering
method but most of them lack locomotion to help the capsule reach the target-site. A
biopsy capsule with an active locomotion mechanism that can move flexibly within the
gut and can extract a tissue sample with rotating blade mechanism from the target
location by magnetic actuation was presented [42]. Later, this research group modified

the blade design with a retractable biopsy punch to fit inside a traditional endoscope



CHAPTER 2. REVIEW OF SAMPLING DEVICES 20

so the biopsy procedure could be effectively performed with visual aid from the camera
module [43].

Some designs consider obtaining a biopsy sample from the mucosa layer, as super-
ficial collection from the epithelial layer is not always sufficient for in-depth microbiota
analysis. A unique design of a micro-spike with barbs was proposed that was triggered
by heating a shape memory alloy (SMA) wire that moves the micro-spike outside cap-
sule shell by a slider crank mechanism and torsion spring to penetrate into the mucosa
layer [44]. The barbs help to tear the biopsy samples which later get stored inside the
capsule to avoid contamination. Another capsule for fine needle aspiration biopsy, trig-
gers with a magnetic actuation that squeezes the capsule which allows a sharp hollow
needle to penetrate into the mucosa layer to obtain a sample from inside of mucosa
membrane, which was not explored previously by earlier biopsy capsules [28, 45].

One of the challenges for most of the biopsy capsules is the lack of control on
their motion as they rely on peristaltic forces to reach the target-site and stopping the
capsule at target-site is not possible. Some of the designs use an external magnetic
field to anchor the capsule at a target-site but this increases the complexity and cost
of the overall system while the capsule anchoring cannot be precisely controlled. A
complete solution with a tissue monitoring module using a camera, anchoring module
using SMA springs to stop the capsule at the target-site and a biopsy module using two
cylindrical razors and a spiral spring to extract the tissue had shown clinical promise
[46]. However, the capsule requires further miniaturisation as currently it is oversized
for in-vivo testing and supplying the power to all modules was challenging as limited
batteries can fit inside the swallowable capsule (size constraints). Another capsule uses
a single magnetic actuator to drive both the anchoring mechanism and biopsy spike
tool using a ratchet mechanism to overcome the power limitations, but intestinal trials
are yet to be realised [47].

In order to collect biopsy samples from the stomach, one approach has been to
develop a magnetically actuated capsule which releases a large number of temperature
sensitive microgrippers that self-fold themselves due to change in temperature [48].
The capsule then collects the microgrippers with an adhesive patch by using its camera
module.

The biopsy devices are promising tools for collecting tissue samples from the gut wall
and they can overcome the limitations of tethered devices by accessing the entire gut.
The biopsy tools are used with locomotion and localisation mechanisms to efficiently
capture the target tissue. However, these devices cannot be used for sampling the gut

microbiota as they cannot capture content-based samples.
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2.4.2 Sampling devices for content-based sampling

The development of tools for sampling the gut is gaining attention based on the impact
of microbiota on human health and the amount of information microbiota can reveal.
The promising benefits of sampling devices for the collection of gut microbiota has
resulted in many patents with an intent to produce a commercial device. A patent filed
in 1957 which was later published in 1962, intended to track a capsule through x-ray
to determine the target-site and open an inlet through radiant energy from outside of
the subject, to collect a sample [49]. However, this design does not specify how to
secure the sample from downstream contamination. Another patent suggested using
a low melting point spring that can be heated from outside of the subject using high
electromagnetic field, hence detaching the spring which then opens the chamber for
sample collection [50]. The spring is connected to a piston inside a slider that allows
the piston to move to the other end once the fluid is filled, which closes the inlet of
the chamber and secures the sample from contamination. Another patent proposed to
use an ether-filled bellows inside a capsule that expands on heating from an external
electromagnetic field resulting in collection of the surrounding fluid, with the capsule
returning to its original position once the magnetic field is removed which secures the
collected sample [51].

Most of the designs use separate opening and closing mechanisms, hence making the
designs complicated. Secondly, a lot of the capsules were designed for one-off use, that
increases the overall cost and reduces sustainability. Therefore, SMA materials were
introduced to allow use the same capsules multiple times. An SMA spring is latched
inside the capsule chamber that is compressed when the temperature is changed by
passing an electric current through the spring allowing the chamber to sample content
from an orifice [52, 53]. Another design with a rotatable mechanism twists concentric
cylinders using shape memory alloy polymer when it is heated allowing the surrounding
fluid to enter through opened apertures on a circumferential wall [54]. The device moves
back to its original position when heating is stopped which secures the collected sample
from contamination. Another patented design uses an SMA polymer for the inlet (door)
of the capsule [55]. The SMA polymer shape is designed to block the outside fluid from
entering the chamber. When the SMA polymer is heated using induction heating,
it allows the outside fluid to enter the capsule, once heating is stopped the polymer
retain its original shape which secures the sample inside the chamber and avoids cross
contamination.

However, most of these designs require a strong external (magnetic or electromag-
netic) field to trigger the sampling process which requires an expensive external setup.
Therefore, some internal triggering mechanisms have been proposed that rely on inter-

nal resources from within the capsule device. A capsule uses wireless communication



CHAPTER 2. REVIEW OF SAMPLING DEVICES 22

to trigger a set of spring-loaded concentric cylinders that are joined with a meltable
thread [56]. The wireless receiver is used to ignite the heater that melts the thread
and allows the spring to open the concentric cylinders which in turn collects the sam-
ple via suction from a small inlet. This capsule was designed for one time use, while
another patent proposed a wireless triggering mechanism that used a motor to open
the sampling chambers. The capsule consists of two motorised blades to capture solid
tissue or a liquid specimen that could be stored in two dedicated compartments to
avoid contamination until recovery [34].

The embedded designs that incorporate both sampling and triggering mechanisms
inside the capsule, leave less room for the sample storage itself. Therefore, a simplified
design was proposed that suggested collecting the content from the small intestine with
both active and passive mechanisms [57]. The capsule had a vacuum compartment
that is sealed, which can be dissolved by chemical reaction when it reaches the target
location. For the active mechanism, the compartment’s opening was covered by a
magnet which was displaced by using an external magnet. However, whether active
or passive, either mechanisms does not define any method to close the compartment
that stops downstream contamination so targeted sampling was not possible. Another
patent proposed to use a fluid sensitive membrane to cover the inlet to a chamber which
get dissolved by interacting with the stomach or intestinal fluid and allows accumulation
of a sample inside the chamber. The inlet then gets closed by a spring-operated valve
that blocks the orifice once the chamber is filled with fluid [58]. Wrigglesworth et
al. (2021) proposed an extendable mechanism to collect digesta from the ileum (small
intestine) of animals to study nutrient absorption and digestion, the capsule has a
mechanism to extend from the centre at the target-site to collect a sample size up to
1.5 mL [59].

The laboratory prototypes of sampling devices that are developed so far, can be
classified into three major types. First, uncontrolled or passive sampling devices, as
shown in Fig. 2.1, that activates the sample collection by dissolving the covering
(enteric coating) over an inlet via a chemical reaction or any other method [60-65].
Second, controlled or active sampling devices, as shown in Fig. 2.2, that trigger the
sampling process through wireless control (electronic or magnetic) to collect the sample
at a target-site [66—73]. Third, dynamic sampling devices, as shown in Fig. 2.3, that
focuses on collecting the microbiota from gut lining for in-depth analysis when the
capsule reaches the target location [74-77]. The passive and active sampling approaches
mainly collect the digesta fluid from the lumen whereas the dynamic sampling collects
the sample from both lumen and intestinal wall.

The first sampling prototype known to the author was developed in 2008, and

demonstrated simultaneous drug delivery and sampling by moving a piston that ejected
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Figure 2.1: Passive sampling devices that use enteric pH coating to dissolve by re-
acting to the target fluid to collect microbiota and digesta sample. (A) Osmotic pill
sampler that continuously samples the microorganisms throughout its passage till re-
covery, (reproduced from [60] licensed under CC BY 4.0.). (B) and (C) Collects the
sample mainly from small intestine and secure it from contamination inside the colon
by sealing the inlet through hydrogel, (reproduced from [64] with permission from the
Royal Society of Chemistry.). (D) IMBA capsule explains the collection with timings
in various regions throughout the gut, (reproduced from [61] (©) 2019 AGA Institute).
(E) Bistable mechanism to collect and store the sample, (reproduced from [62] (©) 2018
IEEE).

a drug from the device while a small orifice at other end collected the surrounding con-
tent through suction [66]. The sampling prototype did not demonstrate a method to
secure the sample as the orifice remained open after sample collection, hence led to cross
contamination. Another patent proposed to use a motor to sequentially expose three
storage chambers to allow collection of intestinal content from three distinct locations
[67]. The motor also closed the inlets after sample collection that resolved the contam-
ination issue. A commercial company (Biora Therapeutics inc., US formerly Progenity
Inc.) patented this idea under the recoverable sampling system (RSS) name, and is in
the process of carrying out clinical trials. The RSS capsule has the capability to detect

five distinct sites within the gut before triggering the sampling process which reduces
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the need for tracking the device from outside the subject or relying on physiological
cues like pH or transit profile [68]. The localisation technology flashes LED lights that
are received by photodetectors and the microcontroller based on a pre-programmed al-
gorithm predicts the intestinal or colon location using gut anatomy. The capsule design
shown in Fig. 2.2(G) and uses a motor to open the sampling aperture to expose an
absorbent pad that collects the intestinal fluid [69]. The absorbent pad is soaked with
preservatives that maintain the microbial community till capsule recovery from faeces
that ensures better analysis after capsule retrieval.

A capsule prototype as shown in Fig. 2.2(D), has a storage chamber consisting of
a flexible material that is squeezed inside the capsule and an inlet sealed with wax.
Once the capsule reaches the target-site the sampling process is activated by magnetic
actuation via a reed switch and a nichrome wire surrounding the inlet of chamber
is heated so it melts the wax and allows the collection of fluid via vacuum suction
[70]. This design did not consider resealing the inlet to avoid cross contamination.
A commercial company NaviCam (AnX Robotica, US) has developed a magnetically
controlled sampling capsule endoscope (MSCE) that can be manoeuvred to the target-
site and its orientation can be precisely controlled using an external magnetic field [71].
The capsule contains three sampling ports sealed by a low melting point metal that
is heated when the capsule reaches the target-site allowing the external fluid to move
inside the chamber due to the pressure difference. The device position and orientation
can be controlled by an operator using a built-in camera and external magnetic system
which submerges the capsule in intestinal fluid for better sample collection, as shown in
Fig. 2.2(E). The capsule uses a round shaped stopping mechanism that automatically
seals the inlet once the chamber is filled with fluid.

Both the heating filament and motor require electronic circuitry and a battery that
occupy most of the capsule while leaving little space for sample storage. Some capsule
designs use enteric coatings which dissolve at the target-site and allow collection of
the sample which reduces the components required for a triggering mechanism. An
osmotic pill with four helical channels connected to a semipermeable membrane was
developed that constantly passed the surrounding fluid through the channels while the
membrane blocked the microorganisms inside the channels [60]. The pill was coated
with a pH-sensitive enteric coating to avoid interaction with gastric juice, and the pill
started sampling after the covering got dissolved in the small intestine. However, the
sampling continued until the pill reached the colon as this design did not consider
sealing the inlets. Another capsule prototype used a gelatin coating that dissolved in
the small intestine and the inside chamber contained a hydrophilic fibre that absorbed
the intestinal fluid [61]. The capsule used a spring-loaded latch that dissolved in 30 mins

and moved a piston to block the chamber inlet which secured the sample from cross
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Table 2.1: Sampling devices to collect gut microbiota samples
Name Dimensions | Storage | Type of | Actuation | Target Evaluation
(mm) capacity | Sampling | mechanism | location
(nL)
Cui et al | 30x ¢ 10.2 | 262 Active Motor SI LP, n-
[66] Vivo
Yaw et al. | 31 x ¢ 11 84 x 3* | Active Motor SI Unspecified
[67]
RSS 31x¢11.6 |- Active Motor SI and | CP, mn-
capsule colon VIO
(68, 69]
Du et al. | 20x ¢ 14 300 Active Vacuum SI LP, bench-
[70] suction top experi-
ments
MSCE [71] | 32 x ¢ 11.6 | 400 Active Vacuum SI CP, in-
suction VIVO
Osmotic 21.6x ¢ 7.6 | 120 Passive - SI and | LP, n-
pill [60] colon vivo
IMBA cap- | 26.1 x ¢ 9.9 | 74 Passive Spring SI LP, n-
sule [61] loaded Vivo
latch
Salem et | 26.1 x ¢ 9.9 | 200 Passive Sponge SI LP, bench-
al. [62] top experi-
ments
Hydrogel 15x¢9 282.7 Passive Hydrogel SI LP, ex-
capsule xe)
(63, 64]
Hydrogel 15x¢9 282.7 Passive Hydrogel Colon LP, in-
capsule VIVO
[65]
BCMAC 11x¢8 42 Active Magnets ST LP, in-
[72] Vivo
Park et al. | 26 x ¢ 11 15 x 3% | Active Magnets SI LP, ex-
[73] Vivo
Finocchiaro| 30.5 x ¢ 11.5 | 261 x 2* | Dynamic | Magnets SI LP, bench-
et al. [74] top experi-
ments
Rehan et | 30 x ¢ 12 500 Dynamic | SMA SI LP, ex-
al. [75] springs Vivo
Rehan et | 45 x ¢ 12 250 Dynamic | SMA SI LP, in-
al. [77] spring vitro

Markers: CP: Commercial Prototype (awaiting FDA approval), LP: Laboratory

Prototype, SI: Small Intestine, * indicates multiple compartments
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Figure 2.2: Active and dynamic sampling devices that use wireless triggering mecha-
nism (except G) to collect microbiota and digesta sample. (A) Compact capsule with
three separate channels to store the content, (reproduced from [73] (©) 2022 IEEE).
(B) Dynamic sampling capsule that brushes the intestinal wall to collect microbiota,
(reproduced from [74] (C) 2021 IEEE). (C) Magnetic capsule with a hinge mechanism to
collect digesta and microbiota sample with blind activation based on predicted transit
time, (reproduced from [72] (©) 2021 IEEE). (D) A flexible capsule triggered with mag-
net to collect the surrounding fluid with suction, (reproduced from [70] (©) 2018 IEEE).
(E) Commercial prototype with sophisticated external magnetic control mechanism to
drag the capsule to the target-site and on-board camera to visualise the collection site,
(reproduced from [71] (C) Ding Z, et al. 2021). (F) Another dynamic sampling mecha-
nism that scrapes the microbiota from intestinal wall. The capsule can be triggered by
wireless transceiver, (reproduced from [77] licensed under CC BY-NC-ND 4.0.). (G)
Standalone capsule that uses on-board camera (optical detection) to identify the target
location and collect the sample based on internal microcontroller signal, (reproduced
from [69] (© 2021 Crohn’s & Colitis Foundation.). Dynamic sampling devices that
focus on collecting the microbiota from gut lining are shown in (B) and (F).

contamination, as shown in Fig. 2.1(D). Similarly, another capsule prototype based on
a bi-stable mechanism also used an external enteric coating to protect the capsule from
sample collection inside the stomach [62]. Once the capsule reached the small intestine,

the outer covering is dissolved which exposed the inlet channel and allowed the chamber
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to fill with the surrounding fluid. A twofold mechanism was designed to hold a sponge
inside the chamber which swelled after absorbing the intestinal content and triggered
the bi-stable mechanism to close the orifice as shown in Fig. 2.1(E), hence sealing the
capsule from further collection. Another capsule prototype presented by Waimin et al.
(2020) proposed a passive sampling capsule whose enteric coating also dissolved at the
target-site (small intestine) and allowed the surrounding fluid to fill the capsule [63].
A dehydrated hydrogel placed inside the capsule absorbed the sampling fluid which
increased its volume, resulting in pressure against a Polydimethylsiloxane (PDMS)
membrane at the sampling aperture which sealed the storage chamber. The capsule
design and its functionality are shown in Fig. 2.1(B) and Fig. 2.1(C) respectively, and
it was tested under ex-vivo conditions to prove its efficacy for detecting inflammatory
bowel disease [64]. Later, the design was modified with two enteric coatings on top of
each other, the first coating protected the capsule from sampling inside the stomach,
while the second coating protected the capsule from sampling inside the small intestinal
region. Both coatings are finally removed once the capsule reaches the proximal colon
where sampling starts [65]. This modification allowed the capsule to collect samples
from proximal colon for detecting colonic diseases.

The capsule prototypes relying on intestinal fluid to dissolve pH based enteric coat-
ings for sample collection have certain limitations. First, sample collection cannot start
instantly, rather coating removal is passive activity that requires a long time (around
30 mins). Second, precise targeted sampling is not possible as closing the chamber
for securing the sample is also a lengthy process (taking between 30 mins to 1 hour).
Therefore, magnetic capsules were proposed to instantly trigger inlet opening and clos-
ing functions for targeted sample collection. A magnetic capsule is designed to blindly
collect the digesta from the small intestine whereas the triggering time is estimated
based on transit profile [72]. The capsule contains two small magnets embedded in the
capsule shell as shown in Fig. 2.2(C), fabricated in a way that it forms hollow space
between the two magnets. The external magnetic field repels the two magnets allowing
the capsule to open using a hinge mechanism, and the removal of magnetic field col-
lapses the magnets again which seals the collected digesta. Another magnetic capsule
used an external magnetic field to perform locomotion and sampling [73]. First, the
capsule was propelled to the target-site by a gradient magnetic field. Second, the inlet
port (one of the three) was aligned with the sample collection channel by a uniform
magnetic field, as shown in Fig. 2.2(A). Third, the micropump is activated by a preces-
sional magnetic field that collects the sample in an aligned microchannel via an aligned
inlet port. The design is compact and shows commercial promise, but needs to over-
come the contamination issue as it uses only one sampling port through which all inlet

channel to collect all of the samples hence leads to a small amount of contamination in
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Figure 2.3: Dynamic sampling device that focus on collecting the microbiota from gut
lining, image is reproduced from [75] () 2020 John Wiley & Sons Ltd.

The designs presented so far as shown in Table 2.1, collect the surrounding fluid
which cannot guarantee collecting a full spectrum of microbiota, as microbiota is also
present within the mucosa layer which cannot be collected by a simple opening and
closing mechanism. The sampling location as well as the procedure used to collect
the microbiota has critical implications on the quality of the information retrieved
from sampling devices as the microbiota composition varies both longitudinally (e.g.,
duodenum, jejunum and ileum) and radially (e.g., within the lumen, epithelium, mucosa
and submucosa) [78]. A magnetic capsule prototype as shown in Fig. 2.2(B) presented
a brushing mechanism to collect microbiota from the gut lining (mucosa layer) that has
not been explored before by the previous sampling devices [74]. First, the capsule was
aligned with the intestinal wall using an external magnetic field. Second, the two gates
of the sampling chambers were opened. Third, the brushing mechanism was rotated a
few times to collect microbiota by rubbing on the intestinal wall. Once the brushing
was complete, the gates were closed again to secure the sample inside two separate
chambers. Another capsule prototype that targets sampling from the mucosa layer
demonstrated a unique way of scraping the microbiota from the intestinal wall [75]. Two
SMA springs connected in an antagonistic configuration eject a round channel outside
the capsule shell that scraped the content from gut lining due to natural pressure from
peristaltic forces and stored the sample in a connected chamber. Once the sampling was
completed, the other SMA spring moves the scraping channel inside the capsule shell to
secure the sample from downstream contamination. Later, the design was improved by
replacing the two one-way SMA springs with one two-way SMA spring that produced
both upward and downward movement in response to two different temperatures which

were generated by passing the current through the spring using an on-board battery
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[76, 77]. However, both the designs that collect microbiota from gut lining are yet to
perform in-vivo trials which will demonstrate their effectiveness in terms of the quality

of the sample collected.

2.5 Future perspectives and conclusion

The human gut is an interesting passage as it can be informative of health status over
the life of the host. Therefore, assessment of gut microbiota is increasingly though to be
a key to unlock secrets of the gut as it contains information about the host, and it can
act as a bio-marker to identify health issues. Current tools have limitations in accessing
the entire gut and cannot accurately collect the gut microbiota throughout the entire
length of the intestines. Therefore, in this review biopsy devices are considered that
are developed to collect tissue biopsy to perform targeted and site-specific analysis of
gut wall. Also, sampling devices to collect the gut microbiota samples are reviewed
and a critique on these devices is presented.

Various approaches have been adopted to collect gut microbiota that can be assessed
after capsule recovery from faeces. Most of the prototypes in both active and passive
sampling devices rely on arbitrary collection of surrounding fluid which does not capture
the full microbiota as significant communities of microorganisms live on the gut lining
inside mucosa layer [4] and the sampling mechanism needs to scrape or brush the
intestinal wall to capture them [74-77]. A futuristic sampling device should be able to
autonomously locate its target-site (longitudinal precision) and collect the sample from
mucosa layer (radial precision) and guarantee the quality of the sample to study gut
microbiota. Currently, most of the laboratory capsule prototypes struggle to embed all
of the required functions into a tiny capsule (swallowable dimension) which is a major
hurdle for further in-vivo testing.

The sampling devices, in the future, should focus on performing tasks in a stan-
dalone device without relying on external systems like magnetic or electromagnetic
actuation. The lower dependency may simplify the operational cost and allow home
testing with the capsule and personalised treatments. This may put less burden on
the healthcare system and allow individuals to perform home diagnoses. Software on a
mobile device may then interpret the results in a similar way to portable blood-sugar
testing machines which are operated by the users at home currently. The mobile soft-
ware may also update the diagnoses regularly to make and prepare weekly diet plans
for optimum results. The smart sampling devices might be in use that may specify
the best suited diets for each individual based on their microbiota. The rapid pace in
development could determine that this happens in near future and the next generation
may keep a log of their gut health from childhood to assess any drastic changes in their

health to treat themselves with the aid of prescriptions provided by machine learning
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algorithms and artificial intelligence, without even visiting a doctor.

The development of futuristic sampling devices may enable better treatment of gut-
related problems like inflammatory bowel diseases, ulceration, coeliac disease, Crohn’s
disease, and irritable bowel syndrome. Furthermore, early diagnosis of diseases like
cancer, obesity and diabetes might be realised which could help to treat these deadly
diseases efficiently. In addition, mental health issues may also be addressed by relating
the gut microbiota with relevant bio-markers. Hence, an in-vivo sampling device is

desired that may improve the understanding of gut microbiota.
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Chapter 3

Measurement of Peristaltic
Forces Exerted by Living

Intestine on Robotic Capsule

The small intestine moves the food in distal direction with the help of peristaltic forces
and a robotic capsule needs to overcome these forces to collect a sample from gut lining
(intestinal wall). This chapter is focused on the quantification of peristaltic forces that
a capsule would observe during its passage from the gut. Initially, an analytical model
is presented to study the peristaltic movement of the small intestine. For the first
time, finite element simulations were conducted in COMSOL Multiphysics to generate
intestinal peristaltic forces, and analyse their impact on a robotic capsule. Later, a
capsule prototype was developed to measure the peristaltic forces from living intestinal
tissue, while an embedded system was used simultaneously to record the live data from
the capsule-(small) intestine interaction. This chapter has provided a basis to develop
small scale (mm-size) actuator that can overcome the peristaltic forces to collect a

sample from alive intestinal tissue.

This chapter contains content from the following article.

e Rehan, M., Al-Bahadly, I., Thomas, D. G., & Avci, E. (2021). Measurement of
Peristaltic Forces Exerted by Living Intestine on Robotic Capsule. IEEE/ASME
Transactions on Mechatronics. 26(4), 1803 — 1811. DOI: https://doi.org/10.
1109/TMECH.2021.3078139.
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Measurement of Peristaltic Forces Exerted by Living Intestine on
Robotic Capsule

Muhammad Rehan, Ibrahim Al-Bahadly, Senior member IEEE, David G. Thomas, Ebubekir Avci, Member IEEE

Abstract—Using robotic capsules for assessing gut health has
been an emerging field since the early 2000s with researchers
attempting to perform diagnosis, monitoring and therapeutic
functions inside the gut. The knowledge of peristaltic forces inside
the intestine are crucial for designing the actuation mechanism of
robotic capsules, however the impact of peristalsis on a capsule
has not yet been quantified. In this work, an analytical model is
presented to study the peristaltic movement of the small intestine.
For the first time, finite element simulations were conducted in
COMSOL Multiphysics to generate intestinal peristaltic forces,
and analyse their impact on a robotic capsule. A capsule
prototype (30 mm x ¢12 mm) was developed to measure the
peristaltic forces from living intestinal tissue, while an embedded
system was used simultaneously to record the live data from
the capsule-intestine interaction. In in-vitro experiments, the
intestine applied an average axial force of 226 mN and contraction
cycles of 9 times/min, while the capsule prototype experienced
maximum radial force of 180 mN. A specialized in-vitro setup
is developed to keep fresh ex-vivo intestine samples alive for up
to 6 hours, while the capsule prototype measured the intestinal
forces from the living tissue. This in-vitro experimental setup
provided an excellent model for the in-vivo environment in terms
of generating peristaltic movements, hence this force analysis will
help in developing efficient prototypes for locomotion, anchoring,
localization, biopsy, drug delivery and sampling mechanisms for
robotic capsules.

I. INTRODUCTION

The beginning of 215 century was marked by a revolution
in medical imaging when Iddan et al developed a minimally
invasive capsule endoscope as an alternative to the tethered
endoscopy [1]. A capsule endoscope moves passively inside
the gut, in a similar way to food, with the help of peri-
staltic movement and captures images of gut lesions. One of
the limitations of a capsule endoscope is its uncontrollable
movement, which restricts its navigation inside the gut and
it is not possible to spend significant time at the region of
interest. Another limitation is its incapability to determine
its precise location within the 9 meter long gut. Therefore,
locomotion mechanisms have been developed to anchor at, or
navigate towards, the target site [2]-[5]. Similarly, localization
mechanisms were proposed to estimate the position of the

*This research was supported by the KiwiNet grant 2020. Support was also
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capsule endoscope [2], [3], [6]. These advancements in the
field of capsule endoscope laid the foundation for devices, with
similar size, to perform diagnostic, monitoring and therapeutic
functions like sampling [7], [8], tissue biopsy [9], sensing
[2], [10] and drug delivery [11].

Advance techniques in robotic capsules such as locomo-
tion, localization, biopsy, drug delivery and sampling, require
knowledge of peristaltic forces to develop suitable actuation
mechanisms. In locomotion based designs, the stopping mech-
anism needs to overcome the peristaltic forces to anchor at the
site of interest [5]. Similarly, the contraction rate, peristaltic
pressure and gas sensing can be used for localization, as this
information can assist in estimating the position of the capsule
[10], [12]. The biopsy tool counters the peristaltic forces in
order to penetrate the gut wall, to capture the tissue [9].
Likewise, the sampling device also acts against the peristaltic
forces to open its mechanism, to collect the specimen [7].
Once the peristaltic forces, applied by the intestine on the
capsule endoscope or robotic capsule, are known, an accu-
rate actuation mechanism can be designed for incorporating
the additional features. Therefore, quantification of intestinal
peristaltic forces can produce significant contribution for all
these devices and add-on mechanisms.

Methods have been devised to measure the intestinal pres-
sure, which can later be converted to peristaltic contraction
forces based on the size of the measuring device, but they
have certain limitations. Mostly, endoscopic manometry is
used to measure the pressure inside the gut; however, this
tethered method limits its reach into the small intestine.
Secondly, this method involves a high risk of gut perforation
and bleeding, and the procedure is invasive and unpleasant
for a patient [2], [13]. A commercial capsule, SmartPill
motility capsule (Medtronic, Minneapolis, US), and several
other laboratory prototypes have measured gut pressure using
minimally invasive robotic capsules with MEMS based sensors
[12], [14]-[16]. These capsules have mainly recorded the
intraluminal pressure within the gut, which was the cumulative
pressure of each region, and it is not possible to extract the
peristaltic pressure from the overall pressure signal [13],
[14]. Furthermore, these sensors often capture breathing and
heartbeat signals which need to be separated from the primary
signal [12], [15]. Although the intraluminal pressure is helpful
in treating gut related diseases, it provides less information on
gut motility (peristaltic behaviour) and hence it is not possible
to quantify the peristaltic forces.

Thus, this article describes how a tactile sensor based
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robotic capsule was developed to measure the peristaltic
forces, directly from the living intestine. A biomechanical
analytical model of the small intestine was developed for
analysing the peristaltic forces. Finite element simulations are
conducted in COMSOL Multiphysics, modelling the peristaltic
behaviour of the small intestine, as elaborated in Fig. 1.
In addition, an investigation of the impact of the peristaltic
contraction forces on a robotic capsule prototype was con-
ducted, which has not been done before. Simulation provided
an in-depth analysis of peristaltic behaviour by providing the
freedom to change the design parameters, such as intestinal
diameter, and observe its impact on to the robotic capsule. A
capsule prototype was then fabricated with a force sensor and
an embedded system was devised to measure the peristaltic
forces from living intestinal tissue. A specialized in-vitro setup
was utilized to keep the intestine alive, while the robotic
capsule recorded the peristaltic forces of the intestine. The
three main contributions of this work are as follows.

1) The development of an analytical model and then simu-
lation in COMSOL Multiphysics to measure the impact
of peristaltic forces on the robotic capsule,

2) The development of a capsule prototype with a force
sensor and an embedded system to measure the peri-
staltic forces from living intestine,

3) Rigorous discussion about quantification of peristaltic
forces and its impact on robotic capsule designs.

The peristaltic motion developed in COMSOL in this study
can be replicated by researchers to test advance techniques in
robotic capsules like locomotion or anchoring mechanisms, by
incorporating their design into robotic capsules. Similarly, the
in-vitro setup in this study, which closely replicates in-vivo
studies as it maintains the intestine alive for 6 hours, can be
used to examine the robotic capsule under living intestinal tis-
sue conditions. Furthermore, the impact of peristaltic forces on
a capsule inside the intestine is quantified in this study and this
knowledge will help in developing efficient tools for robotic
capsules for biopsy, drug delivery, sampling, locomotion and
localization mechanisms.

II. MATERIALS AND METHODS
A. Biomechanical modelling of the small intestine

The movement of food through the small intestine is
relatively poorly studied, as this region of the gut cannot
be assessed through tethered tools. A pulpy fluid containing
digested food and gastric juices known as chyme enters the
small intestine from the stomach. The chyme is simultaneously
mixed and moved along the length of the intestine using two
main phenomena, namely peristalsis and segmentation. Peri-
stalsis creates a wave-like motion by contracting and relaxing
the muscles in circular direction, hence moves the chyme
along the small intestine. Whereas, segmentation is mainly
responsible for mixing of the chyme by creating a forward and
backward motion in a longitudinal direction. The flow inside
the intestine is described by the conservation of momentum
and conservation of mass, which can be expressed by Navier-
Stokes equations and continuity equation respectively. The

Capsule robot Contraction  Force sensor

Intestine NUHI“HH

i

30 mm
100 mm

Fig. 1: Biomechanical model of the small intestine.

Navier-Stokes momentum equation in Cauchy momentum
form can be defined as [17]

Du

1
= —v . 1
Dt =,V 0t o))
Where, u is the fluid velocity, p represents the density, V is
the divergence, o is the Cauchy stress tensor, g represents
the gravity, and % is the material derivative (Lagrangian
derivative) that is the time rate of change of fluid and can

be defined as Du_ 0 o ,

Dt~ T 2

Where, % represents the change with respect to time at

a given point. The Cauchy stress tensor (o) expresses the

changes in the material due to the deformation. This can be

defined as a sum of deviatoric stress (changes in shape) and

volumetric stress (changes in volume). Deviatoric stress can

be expressed as a function of viscosity while volumetric stress
can be considered as pressure, which are defined below

o= p+p(Vut (Vo)) = 2u(V i)l G

Where, p represents the pressure, 4 is the dynamic viscosity,
Vu is the velocity gradient, (Vu)? is the transpose of Vu and
1 is the identity matrix. The overall flow through the intestine
can be described by the conservation of mass in the form of
continuity equation as follows [17],

% +pV-u=0 4

For incompressible fluids, the density of the fluid remains
constant so (4) can be reduced to [18]

pV-u=0 (©)

Considering the assumption that the flow inside the intestine
is incompressible (refer to (5)), (3) can be re-written as,

o=—p+u(Vu+ (Vu)") (©)

Navier-Stokes momentum equation (1) can be modified by
using (2) and (6), and expressed as follows [18]

ou

P ot
Therefore, (7) can be described as Newton’s second law of
motion in which the left side defines the inertial forces wihin
the fluid while right side is a sum of pressure forces, viscous
forces and external forces. Equation (5) and (7) are used in
COMSOL multiphysics to define the fluid flow. The effect

+p(u-Viu=-Vp+ V- u(Vu+ (Vu)T) 4+ pg (7)
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of gravity on fluid flow was negligible so it was ignored in
simulations and the flow was considered as newtonian fluid
with dynamic viscosity (u) of 0.0014Pa - s and density (p) of
1040K g/m? [18].

The peristaltic movement is generated when the intestinal
muscles apply the forces inward, which results in deformation
of the intestine. The original location of a point on the
material is denoted by X while the new location of the
point after deformation is indicated by x and the displacement
vector between the two points is expressed by w(X,¢). The
momentum conservation for an arbitrary (undeformed) volume
V(J is

4 povdV = fvdV + / TdA ®)
at Jy, Vo Vo

Where, pg is the undeformed density, v is the velocity
of deformation, fy represents the volumetric forces in the
undeformed region and T is the traction of forces acting in
the undeformed area. The traction using its spatial components
(T;) and normal vector using its material components (N ) can
be further defined as

/ TdA= [ PyNda= [ 952
Ve Ve vo 0Xy

dv ©)

Where, small indices (e.g. 7;) are used to define spatial
components, and capital indices (e.g. Nj) are used for the
material components. P;; is the tensor component and X ;
expresses the original location of the material particle. The
velocity of deformation (v) can be represented as a function
of displacement (w)

B ow(X,t)
T

The volume is arbitrary, so the differential form of momen-
tum balance can be achieved by substituting (9) and (10) in
(8), as shown below

(10)

82101' 8P1-J
P = vt g

QY

Where, w; is the spatial displacement, fy; is the spatial
component of volumetric forces and P;; is the spatial tensor
component. The tensor form of (11) is shown below

0w

Po g = fv+Vx Pl (12)

Where, P is the first Piola-Kirchhoff stress tensor that
signifies the relationship between forces acting in the spatial
direction to the original location (undeformed configuration).
This can be related to Cauchy stress tensor (o) as follows

PNdA = onda (13)

Where, N is the normal vector before deformation, dA is
the area before deformation, n is the normal vector after defor-
mation and da is the area after deformation. The deformation
will change the area, which can be computed by Nanson’s
formula

nda = JF"TNdA (14)

Where, F' is the deformation gradient tensor and J is the
volume factor which can be computed by the determinant of
F. Hence, the (13) can be re-arranged as

P=JoF T (15)
Similarly, the Kirchhoff stress tensor 7 can be expressed as,
T=Jo (16)

Therefore,
PT =7TF 17

The density of undeformed and deformed materials can be
related, based on mass conservation as,

p=J"p (18)

The momentum balance equation in terms of Cauchy stress
tensor can be written as

0w

P or

Where, p denotes the density of the deformed material

and f, represents the forces per deformed material. These

analytical equations are used to develop a peristaltic wave

model for the small intestine. The details for the modelling

and simulations are shown in the next sections.

B. Design considerations for simulations

A small intestine sample 100 mm in length and 15 mm
in diameter, was used in this study, as shown in Fig. 1. A
robotic capsule (30 mm x ¢12 mm) was placed inside the
section of intestine. The robotic capsule was moved inside the
intestine, mainly, by peristaltic movements. While interacting
with a solid object, like a robotic capsule, the dominant
function of intestine is peristaltic movement as compared to
segmentation which was not considered in these simulations.
The forces were repeatedly applied at the centre of intestine
section, after an interval of 7 seconds [19]. The deformation
of intestine was defined by the radial contraction ratio and
was selected to be 78% based on a related study [19]. The
robotic capsule received the pressure from intestinal muscles
based on deformation and is recorded over the time to measure
the impact of radial contraction forces on the capsule. The
biomechanical model of the small intestine was simulated by
considering the following assumptions.

1) The geometry of the small intestine is considered as a
cylindrical shaped tube with a mean diameter of 15 mm
in relaxed state.

2) A small section of 100 mm from the small intestine is
modelled to reduce the computational complexity.

3) The force is applied once in each cycle, at the centre of
the 100 mm section of the small intestine.

4) An incompressible Newtonian fluid flow is considered
inside the small intestine.

A Finite Element Analysis (FEA) based software, COMSOL
Multiphysics (version 5.5, COMSOL AB, Stockholm, Swe-
den), was used to develop the biomechanical model as shown
in Fig. 1. The modelling parameters were selected based on
related studies [18], [19].
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Fig. 2: Development of robotic capsule prototype. (A) CAD
model (B) Capsule prototype with force sensor glued on the
capsule. (C) Capsule prototype with water resistant
lamination.
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Fig. 3: Inverting Op-amp circuit for reading force
measurements.

C. Design requirements and fabrication of the capsule

The dimensions of a robotic capsule should be small enough
to allow transit through the entire GI tract. A capsule with size
of 30mm x ¢ 12mm is considered to be safe [7], [12], [20]. The
force measurement system should be sensitive to small forces,
such as 10mN, so it can account for all activities related to the
forces inside the intestine [21]. In addition, the measurement
should be fast enough to process the force readings in less than
Is [21]. Furthermore, the robotic capsule needs to measure
the contraction force in live animals or humans, hence the
force sensor should operate between 35 and 40°C and in high
moisture conditions. The computer-aided design (CAD) of
robotic capsule with force sensor, developed in Solidworks
(Dassault Systemes SolidWorks Corporation, USA) is shown
in Fig. 2 (A). The force sensor (FlexiForce ESS301 Sensor,
Tekscan Inc., USA) is glued on to the outside of the robotic
capsule as shown in Fig. 2 (B). The force sensor was laminated
with water resistant tape to eliminate direct contact with the
fluid as shown in Fig. 2 (C) and it was calibrated before each
trial so its measurements were not affected. The sensor was
exposed to the gut tissue; hence, the readings were obtained
directly from the peristaltic forces of the intestine.

The capsule prototype was fabricated with Digital Light
Processing (DLP) technique using a 3D printer (Hunter, Flash-
forge, China) with the resolution of 25 pm. The overall length
of the capsule prototype, as shown in Fig. 2, was 30mm and
its diameter was 12mm. The force sensor was calibrated to
measure forces from 0 to 4N and its resolution was SmN. The
baud rate for collecting the data was set to 9600 bps, which
processed the data in 5 ps. The force sensor had an operating
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Fig. 4: Data acquisition system for peristaltic and axial force
measurements. (Left side) data acquisition system of robotic
capsule measures the peristaltic forces. (Right side) data
acquisition system of in-vitro system measures the axial
forces.

range from -40 °C to 85 °C. The force measurements were
recorded by an embedded system, which is explained in the
next section.

D. Data acquisition system for robotic capsule

The calibration is important in tactile sensors and it becomes
more evident in this study as the gut environment is dynamic in
nature. An electronic kit (FlexiForce Prototyping Kit, Tekscan
Inc., USA) equipped with an Arduino nano board and an
operational amplifier (op-amp) circuit was used to collect
the force readings from the robotic capsule sensor. The op-
amp circuit provided the flexibility required for calibrating the
sensor inside the dynamic intestinal environment, by adjusting
the feedback resistance and drive voltage, as shown in (20).
An inverting op-amp configuration was used with a 22 KQ
resistor and 1000 pF capacitor in the feedback loop, as shown
in Fig. 3. The V,.; signal was set to an square wave with 20
Hz frequency and 20% duty cycle. The drive voltage was made
variable in the circuit, having multiple selections between OV
and 5V.

By

ef Rs

Where, V,,; is the output voltage, V,..; is the reference
voltage, R is the feedback resistance and R is the resistance
offered by the force sensor.

A specialized software (FlexiForce MicroView, Tekscan
Inc., USA) developed for reading the force measurements, was
used to record the force data. The op-amp circuit converted
the force measurements to analog data, which were converted
to digital form using built-in analog to digital converter
(ADC) of Arduino nano board. The Arduino nano board was
connected to the computer through a usb port. The MicroView
software displayed the data on-screen for real-time utilization
and also recorded the data for future analysis. A systematic
diagram with force sensor, electronic kit and GUI view of the

Vout = =V (20)
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Fig. 5: In-vitro experimental setup for postmortem tissue with data acquisition systems for robotic capsule sensor and in-vitro
axial force transducer. The intestinal tissue attachment inside the tissue bath chamber is elaborated seperately on right side.

MicroView software is shown in Fig. 4. Figure 4 shows two
separate data acquisition systems, one for measuring the radial
peristaltic forces by force sensor on the robotic capsule (left
side) and a second for measuring the axial forces by force
transducer in an in-vitro experimental setup (right side).

E. In-vitro experimental setup

An in-vitro experimental setup, which kept fresh intestinal
tissue alive for up to 6 hours inside a tissue bath chamber, was
used to test the capsule prototype. The in-vitro experimental
setup is shown in Fig. 5. A test tube shaped tissue bath
chamber was filled with ringer’s solution, which provided the
nutrients to keep the tissue alive [22]. The ringer’s solution
was kept oxygenated from an L shaped glass tube as shown in
Fig. 5. A heated water recirculator was used to continuously
circulate the heated water through the tissue bath chamber and
the ringer’s solution holder, which maintained the temperature
of the entire system at the body temperature of lamb i.e. 39
°C. The ringer’s solution holder was used to store the ringer’s
solution at body temperature, which was added to the tissue
bath chamber as needed during the experiment.

The in-vitro setup also included a force transducer
(MLT0420, ADInstruments Ltd., Dunedin, NZ) which mea-
sured the axial forces from the intestinal tissue, while the
tissue was placed inside the tissue bath chamber. The force
transducer was connected to the PC through a bridge amplifier
(Bridge Amps, ADInstruments Ltd., Dunedin, NZ) and ADC
(PowerLab 4/16, PowerLab, ADInstruments Ltd., Dunedin,
NZ) as shown in Fig. 4 (right side). A dedicated software
LabChart (LabChart, ADInstruments Ltd., Dunedin, NZ) was
used to record and plot the data of axial forces from the living
intestinal tissue.

III. RESULTS

A. Simulations of interaction between peristaltic forces and
robotic capsule

The analytical model, developed in this work, is im-
plemented in COMSOL Multiphysics. A 2D-Axisymmetric

model was developed and its mesh consisted of 3112 domain
elements and 504 boundary elements. The internal domain
(inside the intestine) was defined with laminar flow while the
robotic capsule was also moving inside this domain. Whereas,
the outside domain (intestine wall) was defined with the
structural mechanics module and it goes under the deformation
in order to exert the peristaltic force on the internal domain.
Equation (5) and (7) were used to define the internal domain,
while (12) and (19) were used for outside domain. A repetitive
peristaltic wave of 7 seconds per cycle was generated across
the cross section of an intestine as shown in Fig. 6 (A)-(C).

The progressive wave applied the force on the capsule inside
the intestine based on its deformation. The peristaltic force was
applied through the boundary load function through a built-in
Heaviside function in COMSOL as shown below.

Fa, = Lyaz - load(zs, ts) 1)

Where, Fy, is the force in radial direction, L4, is the
maximum load applied from the intestinal wall, load is the
Heaviside function, zs and t¢s are the dimensionless arguments
for the Heaviside function.

The literature on intestinal motility suggested that the
peristaltic force applied by the intestine is 1.72 g/mm in a
longitudinal direction and 2.69 g/mm in a radial direction
[23]. This study was considered by various researchers to
design their locomotion [5], localization [24], drug delivery
[25] and sampling [7] mechanisms. Based on these studies,
the overall load for the 100 mm section of small intestine
was calculated as 1.7 N in an axial direction and applied
through the load function in (21). The peristaltic wave driven
by the load function, deforms the intestine and pressurizes
the capsule inside the intestine. The interaction between the
intestine and the robotic capsule can be seen in Fig. 6 (D)-(F).

The small intestine exerted force in an axial direction, which
resulted in the deformation of the intestine in a radial direction.
The robotic capsule records the pressure and Fig. 6 (G) shows
an example of pressure values for an instant time. The radial
pressure applied to the capsule is 2.69 g/mm [23] which will
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Fig. 6: Simulations performed in COMSOL Multiphysics. (A)-(C) 3D view of repetitive peristaltic wave of 7 seconds/cycle
generated across the 100 mm intestine (A) t = 0.5 sec, (B) t = 3.5 sec, (C) t = 6.5 sec. (D)-(F) 2D-axisymmetric view of
robotic capsule interacting with the intestine due to the repetitive peristaltic movement (D) t = 0.5 sec, (E) t = 22 sec, (F) t =
32 sec. (G) Pressure experienced by the robotic capsule due to radial contraction of the intestine.

result in 160 mN force which is equivalent to 890 Pa. In these
simulations, the robotic capsule received an average pressure
of 500 to 1065 Pa which is equivalent to a force of 90 mN to
192 mN.

B. Experimental results

1) Sample preparation for contraction force measurements:
Fresh intestines of 5 lambs, dissected 1 hour before the
experiments, were obtained on different days. The duodenum
region of the small intestine was selected for experiments,
as this region produces the highest frequency of contractions
as compared to the other regions of the small intestine. The
intestine was cut in to 100 mm long tissue samples, and
immediately stored in chilled ringer’s solution, to maintain
its physiological properties until the start of the experiments.
During the experiment, one end of the tissue sample was
affixed to L shaped glass tube’s support and the other end was
tied with suture material. This material was stretched and fixed
at the string holder of the axial force sensor as shown in Fig.
5. The intestinal tissue samples were kept under tension so the
axial movements along the vertical axis were detected by the
force transducer of the in-vitro system. The environment inside
the tissue bath chamber maintained the postmortem tissue
which continued to behave like living intestine, and started
to produce peristaltic forces. The radial forces compressed
(deformed) the tissue, which resulted in shrinking of the
tissue in axial direction, which were recorded by the LabChart
software through axial force transducer as shown in Fig. 4
(right side). Simultaneously, the robotic capsule measured the
radial peristaltic forces, which were recorded in MicroView
software through peristaltic force sensor as shown in Fig. 4
(left side).

2) Calibration of force sensor for capsule prototype: The
force sensor inside the capsule prototype was calibrated each
time before recording the peristaltic forces from the intestine.
The tethered capsule prototype was inserted inside the tissue
bath chamber and linearly increasing loads were applied to
the capsule and the data was measured through the electronic

kit as shown in Fig. 4 (left side). The data was simultane-
ously recorded and displayed through the MicroView software.
Similarly, dynamic loads were also applied and radial force
sensor (robotic capsule) readings were recorded. The radial
force sensor (robotic capsule) showed less than 2% error for
values between 0 and 200 mN, while 6% for readings greater
than 250 mN.

3) Axial and peristaltic force results: In-vitro experiments
were conducted on 13 intestinal samples from 5 lambs. The
range of axial force measurements from each sample, mea-
sured by the in-vitro force transducer, is shown in Fig. 7. The
Fig. 7 shows the minimum force (bar at bottom) and maximum
force (bar at top) applied by each intestinal tissue sample.
This allows to visualize the variation among different range
of forces, applied within each sample. The (rectangular) box
for each intestine sample between the minimum and maximum
bars represents the 25" percentile (first quartile) and 75" per-
centile (third quartile), which is used to determine the effective
range of forces applied by each intestinal tissue sample. The
Figure shows the axial force behaviour of each sample under
the in-vitro system in more detail. The mean forces recorded
by the in-vitro axial force transducer are also shown in Table
I along with the maximum readings observed by the robotic
capsule under each intestine sample. The axial force transducer
recorded the accumulated axial force measurements from the
intestine, as any radial contraction throughout the 100 mm
section of the intestine leads to shrinking of the longitudinal
muscles. However, the robotic capsule only detected the radial
(peristaltic) forces exerted exactly on the body of the capsule.
The peak values of the peristaltic forces detected by the robotic
capsule are shown in Table I. Peristaltic forces recorded by
the robotic capsule are less than those recorded by the axial
force transducer, because the capsule only recorded radial
contractions which occurred directly on the face of the sensor.
See supplementary video for further details about simulations
and experiments.

Mean axial forces measured by the axial force transducer
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TABLE I: Peristaltic forces recorded by the force transducer and robotic capsule
Intestine sample 1 2 3 4 5 6 7 8 9 10 11 12 13
Mean axial force measured by in-vitro force transducer (mN) | 216 | 248 | 229 | 232 | 239 | 310 | 290 | 292 | 346 113 | 92 183 152
Peak radial force detected by robotic capsule (mN) 140 60 45 180 0 120 30 155 135 90 0 55 65
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Fig. 7: Variations in axial forces generated by 100 mm
intestinal tissue samples measured by the axial force
transducer. In each sample, top and bottom bars show the
range of axial forces, rectangular box indicates first and third
quartile, red line shows the median and red plus sign shows
the outliers. Window at top right shows a sample of force
measurement data, plotted by LabChart software.

(in-vitro system) and peak peristaltic forces detected by the
radial force sensor (robotic capsule), for each trial, are shown
in Table I. The average axial force generated by the 13 selected
samples was 226 mN while the average of peak peristaltic
forces detected by the robotic capsule was 83 mN. Data was
recorded for at least 30 minutes from each sample and the
average is computed from 10 minutes of stable force output.
The mean contraction cycle rate was 9 cycles per minute. The
contraction rate used in simulation was 8.57 cycles per minutes
and both contractions are in accordance with the relevant
studies [5], [23].

IV. DISCUSSION

The analytical modelling of the small intestine provides an
understanding of gut motility. The model presented in this
work is used as a base to simulate the contractile motion of the
small intestine in COMSOL Multiphysics. The assumptions
made in modelling and simulation are common to similar
motion related studies [18], [26]-[28]. Simulation of a robotic
capsule to study the impact of peristaltic forces, is a unique
contribution which would help researchers to evaluate the
designs of locomotion, localization, biopsy, sampling and
drug delivery mechanisms. The simulation of peristaltic waves
allows to study the impact of various parameters on a robotic
capsule, such as change in radius of the intestine or the robotic
capsule. The force analysis on the robotic capsule in this work
can be used to study the pressure locations, which would allow
installation of the actuation mechanism at the least exposed
areas of the capsule, or optimize the tools to increase the
efficiency of the device. Although literature [23] suggested

that the robotic capsule in this study will experience a pressure
of 890 Pa, it didn’t specify which part would be exposed less.
The simulations results revealed that the robotic capsule, as
shown in Fig. 6 (G), will be exposed to a range of pressure
levels and this information will determine the best location
for installing the tools for performing diagnosis, monitoring
and therapeutic functions inside the intestine. Furthermore, this
study shows that the robotic capsule would be exposed to a
range of pressures from 500 Pa to 1065 Pa, which is equivalent
to a load of 90 mN to 192 mN.

In order to verify the findings of our analytical modelling
and simulations, a specialized in-vitro setup was utilized in
this work, which keeps a fresh intestine alive for up to 6
hours. The in-vitro system recorded the intestinal contractions
through an axial force transducer and plotted the axial forces
through LabChart software, which ensured that the intestinal
tissue was alive. The average force recorded by the axial force
transducer in 13 trials of tissue from 5 different lambs was
226 mN and the range of axial force measurements were
from 92 mN to 346 mN, which agrees with previous work
based on an in-vivo measurement from anaesthetize pig of
215 mN to 328 mN [12]. Another study suggested that a
100 mm section of intestine will generate 198 mN contraction
(peristaltic) forces in a radial direction [23], which is also
within the range of forces shown in Table I. The axial force
transducer was fixed at the stretched ends of the intestinal
tissue, hence it recorded the accumulated contraction forces
of the entire section in axial direction. However, the robotic
capsule only observed the peristaltic (radial) forces applied
to its body. The peristaltic forces experienced by the capsule
prototype were in the range of 30 mN to 180 mN, whereas the
simulations predicted the range from 90 mN to 192 mN, which
shows that the efficiency of predicting the peak peristaltic
force was 94%. In two trials, the capsule prototype didn’t
recorded any force and this was either due to wrong calibration
or a lack of peristaltic wave contracting at the position of
the capsule. The capsule prototype recorded comparatively
low peristaltic forces in some of the trials, this could occur
when the peristaltic force applied to the capsule body wasn’t
captured fully by the sensor. Furthermore, we tested the robotic
capsule by attaching the force sensor at 2 more locations, as
compared to the Fig. 2 (B), one at the front face of the capsule
and second on the front edge of the capsule. The capsule with
front face sensor resulted in measuring less forces while the
capsule on front edge detected almost similar results as the
case shown in Fig. 2 (B). The experimental results verified,
similar to simulations, that the radial peristaltic forces occur
more at the side walls of the robotic capsule as compared
to the front side, which could allow us to determine the low
pressure points to place our tools for performing diagnosis,
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monitoring and therapeutic functions.

The robotic capsule effectively measured the peristaltic
forces from the living tissue. Although the robotic capsule
under this study was tethered, the force sensor was calibrated
before each trial. Calibration ensured that the wire did not
affect the results from the force sensor. The force sensor was
pasted on the exterior of the capsule, to record the peristaltic
forces directly from the intestinal tissue. This method was
specially adopted based on the availability of the in-vitro setup
in this study, but for in-vivo trials this will not be possible
and a proper encapsulation will be required. To further ensure
results, in future works the robotic capsule will be tested in-
vivo after incorporating a telemetry system.

V. CONCLUSION

This paper presented a novel method of measuring the
impact of peristaltic forces on a robotic capsule in gut tis-
sue. An analytical model was developed and simulated in
COMSOL Multiphysics. The model measured the impact of
peristaltic forces from the intestine on the robotic capsule.
Later, an in-vitro system, which maintained intestinal tissue
for up to six hours, was used to directly measure the forces
from the intestine. The forces generated by the intestine were
recorded by the axial force transducer and robotic capsule
sensor simultaneously. The axial force transducer measured
all the contraction forces, which can be understood as an
accumulated force of the entire tissue. While, the robotic
capsule recorded the radial forces acting directly on its body.
Both forces were well-aligned with the simulation results
and the related literature. These results will be useful in
understanding the gut motility and quantification of peristaltic
forces. In addition, knowing the impact of peristaltic forces
on the capsule will enable the development and optimization
of novel robotic capsules for locomotion, localization, biopsy,
sampling and drug delivery purposes.
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3.6 Calibration of force sensor

The calibration of flexiforce sensor was carried out using both linear and dynamic

calibration methods as explained below.

3.6.1 Linear calibration

Five-point linear calibration was achieved by a default program of MicroView software
(FlexiForce MicroView, Tekscan Inc., Boston, MA, USA) that is specially designed
to calibrate the force sensors used in this study. The robotic capsule was manually
placed inside the 100 mm long post-mortem intestinal tissue. First, linearly increasing
known loads (98mN, 196mN, 294mN, 392mN and 484mN) were applied on the capsule
and the readings were obtained by the data acquisition system, as shown in Fig. 3.8.
Each value is measured three times to ensure that the reading is correct. On the
application of external load, the force sensor changes its resistance, which was converted
to digital value by the ADC converter in Arduino nano board. The Arduino nano board
(program) calibrated the resistance to the known load and MicroView software recorded
and displayed the force readings. The temperature during the entire calibration and

testing process was maintained at 39 °C and the drive voltage used was 2.2 V.

Linear Calibration
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Figure 3.8: Linear calibration of the force sensor.

3.6.2 Dynamic calibration

After linear calibration, dynamic calibration was also performed as the peristaltic move-
ments are dynamic in nature. Both increasing and decreasing known loads were applied
to the robotic capsule and the readings were simultaneously recorded by the data acqui-
sition system and displyed in MicroView software. Like linear calibration, each value

was recorded three times to ensure that the sensor and known weights are properly
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aligned. The graph in Fig. 3.9 show the dynamic calibration to specify the error after

calibration.

Dynamic Calibration
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Figure 3.9: Dynamic calibration of the force sensor.

3.7 Additional details

3.7.1 Limitation of force sensor

The Flexiforce sensor (ESS301) used in this study is sluggish in nature and require
around 7 seconds of recovery time. This mean that the measurement of peristaltic
forces should allow at least 7 seconds to let the sensor recover to its original resistance,
before measuring the next reading. Fortunately, the peristaltic cycle is also around
7 seconds that allowed enough recovery time to the sensor during the experiments.
Additionally, the peristaltic forces applied only on top of the sensor are recorded which

allowed further time to the sensor for its recovery.

3.7.2 Peristaltic and radial forces

The published paper includes the terms ”peristaltic forces” and ”radial forces” which
should be considered same in Chapter 3.

3.7.3 Table I: Additonal results

The Table I in the published paper include mean axial forces while the robotic capsule
shows peak radial forces. For design perspective, peak forces are important, therefore
peak axial forces are also added in Table 3.2 to provide further information on the

experiments carried out during the in-vitro trials.
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Table 3.2: Peak forces recorded by the force transducer and robotic capsule

Intestine sample | 1 2 3 4 5 6 7 8 9 10 |11} 12 | 13

MAF (mN) 216 | 248 | 229 | 232 | 239 | 310 | 290 | 292 | 346 | 113 | 92 | 183 | 152

PAF (mN) 227 | 316 | 235 | 244 | 258 | 321 | 319 | 308 | 349 | 119 | 98 | 207 | 179

PRF (mN) 140 | 60 | 45 [ 180 | O | 120 | 30 | 155 |135| 90 | O | 55 | 65

*MAF: Mean axial force measured by in-vitro force transducer, PAF: Peak axial force
measured by in-vitro force transducer, PRF: Peak radial force detected by robotic
capsule.



Chapter 4

Design of Sampling Mechanism
for Robotic Capsule to Collect

Gut Microbiota using SMA
Springs Actuator

In this chapter a unique sampling mechanism is devised to gently scrape the content
from small intestinal wall (mucosa layer). This design is thoroughly tested under ez-
vivo small intestines to optimise the capability of sample collection mechanism without
compromising on the safety of the GI tract of animal or human. The learning from pre-
vious chapter (i.e., chapter 3) were utilised to develop an actuation mechanism based
on a unique combination of concentric SMA springs to act as an axial actuator. The de-
veloped actuator occupies a small space and produces sufficient output force to operate
the sampling mechanism for overcoming the intestinal peristaltic forces. A minimally
invasive robotic capsule was tested ez-vivo on the animal small intestine, and it cap-
tured sufficient quantity for microbiota assessment. The laboratory testing of collected
sample discover an amino acid signature indicative of microbiota, mucus and digesta,

which provided a proof of concept for the proposed design.

This chapter contains content from the following article.

e Rehan, M., Al-Bahadly, I., Thomas, D. G., & Avci, E. (2020). Capsule robot
for gut microbiota sampling using shape memory alloy spring. The International
Journal of Medical Robotics and Computer Assisted Surgery, 16(5), 1-14. DOI:
https://doi.org/10.1002/rcs.2140.

This work is licensed under (©) 2020 John Wiley & Sons Ltd. According to Wiley
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policy, Wiley-Blackwell licenses back to the Contributor the right to re-use the final
Contribution or parts thereof for any publication authored or edited by the Contributor
(excluding journal articles) where such re-used material constitutes less than half of the
total material in such publication. In such case, any modifications should be accurately

noted.
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1 | INTRODUCTION

| Ibrahim Al-Bahadly! | David G. Thomas® | Ebubekir Avci'*

Abstract

Background: Human gut microbiota can provide lifelong health information and
even inZluence mood and behaviour. We currently lack the tools to obtain a mi-
crobial sample, directly from the small intestine, without contamination.

Methods: Shape memory alloy springs are used in concentric conZguration to
develop an axial actuator. A novel design of sampling mechanism is fabricated for
collecting the sample from the gut. Storage chamber (500 pl) is used to protect the
sample from downstream contamination.

Results: The developed actuator occupies a small space (5 x @5.75 mm) and pro-
duces suffflcient output force (1.75 N) to operate the sampling mechanism. A non-
invasive capsule robot was tested ex vivo on the animal intestine, and it captured an
average of 134 pl content which was sufilcient for microbiome assessment.
Conclusions: Laboratory testing revealed that the collected sample had an amino
acid signature indicative of microbiota, mucus and digesta, which provided a proof

of concept for the proposed design.

KEYWORDS
capsule robot, Gl tract, gut microbiota, intestine, micro robot

intestinal lumen.” The population of microorganisms (microbiota)

inside the intestine has been studied using various methods. The

A signilcant population of microorganisms (bacteria, archaea and
fungi) live inside the gastrointestinal (Gl) tract, play a major role in
Flbre fermentation and the synthesis of short-chain fatty acids, and
some nutrients (e.g., vitamins), and are collectively known as micro-
biota.! Human intestinal microbiota consist of 1013-10%* microor-
ganisms which can act as biomarkers.2 The microbiota, present in the
Gl tract, contain lifelong information on the health of an individual
and can assist in early diagnosis of diseases such as cancer, diabetes
and obesity.®>™> Several researchers believe that analysis of micro-
biota could be helpful in predicting obesity, diabetes and inlamma-
tory bowel disease.>® Microbiota can also help to study the
relationship or interaction between nutrition and human health.3
Given the signilflcance of gut microbiota, it is critical to explore its
ecology. Microbiota colonise the mucous layer which covers the
columnar epithelium of the GI tract and the digesta within the

most common samples used as a proxy for intestinal microbiota are
fecal samples; however, they do not categorise spatial inhabitants,
and it is not possible to localise them. Similarly, they lack temporal
information and cannot reciprocate real-time gut environment as
they are examined after travelling through the entire GI tract, which
exposes the sample to contamination.® Some efforts have been made
in obtaining samples from the human gut with biopsy; however, it is a
tethered method which largely restricts its use to the large intes-
tine.?% Furthermore, tethered methods involve a high risk of gut
perforation, bleeding and require sedation, and the procedure is also
invasive and unpleasant for a patient in terms of comfort.'® Most
importantly, the sample obtained by biopsy is a tissue sample, and it
cannot fully capture microbial content from the intestine.

Based on the limitations of fecal sampling and biopsies using
tethered methods, several researchers have begun to use non-invasive

Int J Med Robot. 2020;16:€2140.
https://doi.org/10.1002/rcs.2140

wileyonlinelibrary.com/journal/rcs

© 2020 John Wiley & Sons Ltd. 1of 14
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capsule robots to navigate the Gl tract. Capsule robots use natural
peristaltic movements to move along the Gl tract, and their small size
enables them to pass through the Gl tract without getting stuck. The
capsule robots have been used for various applications such as a
replacement for traditional endoscopy,*! for performing therapeutic

functions via drug delivery’® and to obtain biopsy samples”%'3;

however, sampling the luminal content remains a challenge.” Gu et al.*
and Sprenkels*® proposed the concept of sealed chambers, which can
be passively dissolved by a chemical reaction at the target site to allow
the surrounding Buid to enter the apparatus. Stoltz'® proposed a
temperature-sensitive shape memory alloy to open and close the inlet
of the chamber by heating through inductive coils. Tang et al. patented
the idea of using an active sampling mechanism (e.g., motor) to capture
the content.” Similarly, a capsule robot designed to perform drug
delivery with simultaneous sampling was described by Cui et al.*® Du
et al. proposed a capsule robot with a sealed vacuum chamber whose
inlet was sealed with wax. An external magnet is then used to trigger
the actuation of nichrome wire, which melts the wax, and the sur-
rounding Buid enters the chamber due to vacuum suction.'® A bi-stable
mechanism to seal the capsule reservoir using a sponge-based passive
actuator is presented by Salem et al.?° The main focus in these designs
was to capture the surrounding digesta; however, the microbiota are
also present on the mucosa layer. Moreover, resealing the inlet of the
storage chamber to avoid downstream contamination was not
considered by most of these designs.

Considering the importance of sampling the microbiota from the
intestine using non-invasive methods, we present a shape memory
alloy (SMA) spring-based capsule robot that can capture digesta,
mucosal cells and mucous content from the small intestine. The small
intestine is the region of interest in this study as it is the major site of
digestion and absorption and is not fully explored currently due to
the limitations of relevant sampling tools. A device which samples
tissue and digesta in the small intestine will also help in studying
digestion directly as most of the nutritional studies to date are based
on indirect fecal sampling.?* The main contribution of this study is
the development of a sampling mechanism, which can collect mi-
crobial content from the small intestine. The collected sample will
assist in understanding the relationship of microbiota with human
health at the site of digestion. The other major contribution is the
development of an actuation mechanism which occupies a small
space and produces suffficient output force to operate the sampling
mechanism inside the small intestine. Detailed analysis of SMA
springs actuator is presented in this work, which has a potential to
developing small-scale (millimetre size)

help researchers for

actuators.

2 | MATERIALS AND METHODS

2.1 | Capsule design and fabrication

The capsule robot enters the GI tract through the mouth. It is
swallowed and passes through the oesophagus, stomach, small

s =
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intestine and large intestine and is Bnally excreted from the body,
along with feces. A capsule robot, which can pass through the entire
Gl tract without getting stuck at any location, is desired. Capsule
robots of varying sizes have been developed, and some of them have
been launched commercially for different operations.” In commer-
cially available capsules, the maximum length is 35 mm (e.g., 35 mm x
@10 mm, InteliSite capsule; Innovative Devices),?? and the maximum
diameter is 13 mm (e.g., 28.4 mm x @13 mm, Omom capsule; Jinshan
group).?®
so that our capsule will safely pass through the entire GI tract of an

The capsule size will be based on these capsule dimensions,

adult human.

The computer-aided design (CAD) based concept design of the
capsule robot in this study is shown in Figure 1. The capsule is mainly
composed of an actuation mechanism and a sampling mechanism. The
actuation mechanism uses SMA springs in a concentric conZiguration
as an axial actuator, a printed circuit board and a button cell battery.
The sampling mechanism includes a sampler and a storage chamber.
The overall length of the capsule is 30 mm, and its diameter is 12 mm.

The capsule prototype (i.e., capsule encapsulation or outer
shell, sampler and storage chamber) was fabricated with a Digital
Light Processing (DLP) technique using a FlashForge Hunter three-
dimensional (3D) printer. DLP uses a liquid resin, similar to a
stereolithography apparatus, to print 3D objects using UV light. In
the DLP technique, the object is vertically manufactured layer by
layer, and the resolution of the printer is 0.025 mm. The main
objective of the capsule is to collect microbiota from the small
intestine; therefore, more than half of the volume of the capsule is
dedicated to the sampling mechanism. The sampling mechanism
consists of two parts; a sampler and a storage chamber. The
sampler is a tool designed to gently scratch the microbiota from
the mucosa layer of the small intestine (collecting digesta adhering
to this layer as well), and then slide the captured content into the
storage chamber, as shown in Figure 2. The overall length of the
sampler is 9 mm (effective length 7 mm), and the outer dimensions
of storage chamber are 10 mm x @9.5 mm, and it has a capacity
of almost 500 wl. The sampler is Elxed at the gate of the storage
chamber with pivots, so it can rotate to move inside and outside of
the capsule shell, as shown in Figure 3. The sampler is required to
rotate 6 degrees to collect the sample from the intestine, and the
actuation mechanism provides the required rotation. The SMA
spring moves linearly with deZection & to ensure 6 degrees rota-
tion of the sampler as shown in Figure 3 and expressed by
Equation (1).

Sing= - 1)

o

where 0 is the angle of rotation of the sampler, 6 is the deZection of
the spring and L is the length of the sampler from the pivot to the
joint.

The dimensions of each part were selected after a rigorous
process of optimisation, and their Fnalised dimensions are shown in
Table 1. The fabricated capsule with its parts is shown in Figure 4.
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A % — 4 A capsule robot. PCB, printed circuit board
A |
‘ \ 26.00 ’ \
X 300
e N\ 700 | \ 5.40 ;
\ ] T\ \
£ I }
£ .
3 |
o
S
1
Capsule l Shape Memory \

Encapsulation Storage
(Outer Shell) Chamber

Sampler

Capsule Robot inside

Small Intestine

Alloy Spring

Actuator

PCB 675 Button

Cell Battery

Spring Actuator Pushes

Sampler outside

Spring Actuator Pulls

ﬁ Sampler inside

Before Sampling

Mucosa Layer

FIGURE 2 Sampling mechanism of capsule robot

During Sampling

FIGURE 3 Mathematical relation between sampler and
actuator

After Sampling

Peristalsis Movement

2.2 | Modelling of intestinal forces

The capsule robot enters the gut through mouth and is propelled
along the gut naturally using peristaltic forces. Once it reaches the
small intestine, it is designed to collect a sample by pushing the
sampler outside while peristaltic motion occurs. The push force
produced by the actuator (Fa) would be resisted by the peristaltic
force (Fp) and frictional force (f) as shown in Equation (2). The fric-
tional forces inside the intestine are threefold which are shown in
Equation (3); coulomb friction (f¢) is the stress applied by the intes-
tinal wall, marginal resistance (f,,) is the hindrance caused by the
intestinal deformation and viscous resistance (f,) is the interference
due to the mucus and digesta above the epithelium layer.24-2¢ The
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TABLE 1 Components of capsule robot and their dimensions

Component Dimensions (mm)
Capsule shell 30 x @12
Storage chamber 10 x @9.5
Sampler 9 x10 x 8

SMA spring 1 (S1) 5 x @34

SMA spring 2 (S2) 5 x @5.75

Abbreviation: SMA, shape memory alloy.

Assembled Capsule

Shape
Memory
Alloy
Springs

Chambe;'

Sampler

Capsule Shell

iy

FIGURE 4 Capsule robot with 3D printed parts and shape
memory alloy springs

forces acting on the sampler while moving against the intestinal wall
are shown in Figure 5.

Fo=Fa—Fp—f
f=fc+fm+fv

— o~
w N
= =

The coulomb friction comprises static and dynamic friction, as
shown in Equations (4) and (5), respectively. The peristaltic forces
act in the form of waves and appear between 9.4 and 11 times per
minute.?” When the peristaltic force is absent, then the capsule
would remain idle and static frictional force would resist the
sampler movement as expressed in Equation (4). When the peri-
staltic force acts on the capsule, it propels the capsule and dynamic
frictional force restricts the sampler movement as shown in
Equation (5).

fC1 = “sFtop (4)
ng = Hq (Ftop + Fcentre) (5)

where fc,and fc, are the static and dynamic coulomb frictional
forces, s and g are the static and dynamic frictional coefficients and
Fiop and Feentre are the intestinal forces applied from the regions as
shown in Figure 5.

'y

o7
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F top
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FIGURE 5 |Intestinal forces on the sampler

Marginal friction restricts the sampler movement due to defor-
mation of the intestine from the front, back and centre areas, as
shown in Equation (6). Viscous resistance depends on the speed of
the sampler and is expressed in Equation (7).

fm = Firont + Feentre -+ Fback
fv= 5(NV)V = 5(Ftop + Fcentre>V

—~ o~
N O
— =

where, v is the velocity of the sampler, & is the coefficient of the
viscosity and N, is the radial stress exerted on the sampler.

The peristaltic forces are not steady forces and appear at in-
tervals; hence, the sampler will be exposed to ripple-based forces
from the intestinal wall. Therefore, the force required for opening the
sampler as expressed in Equation (2) observes two situations. When
peristaltic motion occurs, the required opening force is expressed in
Equation (8), while in the absence of peristaltic forces the expression
is shown in Equation (9).

Fo:FA - Fp - (Ud(Ftop + Fcentre) + (Ffront + Fcentre + Fback)
+ 6(Ftop + Feentre)V) (8)

Fo = FA - (’JsFtop + (Ffront + Fcentre + Fback) + S(Ftop + Fcentre)V) (9)

An actuator which can operate in the presence of peristaltic
forces would also work in the absence of peristaltic motion. There-
fore, an actuator which can produce a force greater than the Fy and f,
as shown in Equation (8), is desired. To estimate the force required by
the actuator, various studies conducted on a similar area are
considered.?-30 A study using a capsule robot suggests that the axial
peristaltic force exerted on the capsule is 450 mN and its radial
component is 700 mN.28 Another study on the wave phenomena of
the intestine specilZles that the force applied in the axial and radial
directions is 17.2 and 26.9 g/mm, respectively??; therefore, the
capsule robot in this study would encounter a force of 516 mN in
axial direction and 807 mN in the radial direction. The sampler ap-
plies the force against the radial peristaltic force whilst performing
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sampling, so it needs to overcome the force in the radial direction
which is approximately 800 mN. Other research on the destructive
force of the small intestine reveals that the force exerted by the small
intestine of humans is between 0.8 and 1.2 N.*° Capsules with
different breakage forces (e.g., 0.8, 1, 1.2 and 1.6 N) were passed
through the gut, and the results were determined based on the
breakage of capsules in the intestine. Since, these capsules were
passed through the stomach before reaching the intestine, the actual

d.%° Therefore, the actual

destructive force was likely to be lowere:
force applied by the small intestine was less than 1 N. Based on these
studies, we can estimate that the peristaltic force applied by the
small intestine is less than 1 N.

Similarly, a study on frictional forces determined that the force
exerted on the capsule robot range between 0.1 and 0.4 N depending
on diameter of capsule and intestine.?* This study revealed that the
average frictional force on the capsule is between 100 and 200 mN.24
Another study speciZed that the total frictional force imposed on the
capsule is 56.9 mN.2> A detailed study of frictional forces imposed on
a capsule robot determined that the viscous friction inside the small
intestine is 0.74 mN, the coeflcient of friction varied between 0.008
and 0.018 throughout the small intestine and the cumulative fric-
tional force Pluctuated between 22.68 and 35.09 mN inside the small

24-26 \ve can es-

intestine.? Therefore, based on the above studies,
timate that the frictional resistance between the small intestine and
capsule robot is less than 200 mN.

Based on these considerations, we focused on developing an
actuator which provided at least 1 N force, so that it could overcome
both peristaltic forces and frictional forces. This assumption is a
starting point to develop a miniaturised actuator for the capsule
robot, which can be tested on intestinal tissue for practical
realisation.

2.3 | Actuation mechanism
The desired actuator is required to occupy a limited space, consume
low power and deliver enough force to operate the sampler. A major
portion of the internal space of the capsule robot was dedicated to
the sampling mechanism; hence, less room was left for the actuation
mechanism. Therefore, an actuator which can [t inside the capsule
and occupy a small space is desired. The capsule robot has size re-
strictions, but it can carry a button cell battery which has a limited
supply of power in the limited space. Lastly, the actuation mechanism
should apply enough force to push and pull the sampler to allow
collection of the sample at the desired location.

Several actuators were considered for our system, based on the
actuator specilflcations, as shown in Table 2. The criteria for actuator
selection was as follows:

e The length should be a maximum of 10 mm
e The output force should be at least 1 N
e |t should be driven by a button cell battery
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TABLE 2 Comparison of selected actuators

Actuator Dimensions (mm) Output force Power requirement
DC motor 8.1 x @3.9 Low Low
Stepper motor 7.9 x @4.7 Low Low
Solenoid 104 x 7 x5 Medium High
SMA spring 5 x @5.75 Medium High

Abbreviation: DC, direct current; SMA; shape memory alloy.

The overall size constraints of the capsule robot limit the use of
several micro-electro-mechanical system (MEMS)-based actuators.
The smallest possible-sized current  (DC)
(LD320802002-B1; Leader Microelectronics) and stepper motor
(6H16; Sanyo Denki) were selected for analysis. The motors were

direct motor

small and had the lowest power requirements compared to other
options; however, their torque was low as compared to SMA springs.
A solenoid actuator (C21; EndlessParts) was slightly oversized, and
the linear force generated was low as compared to SMA springs. SMA
springs (5-NiTi-0.5-4.75; Kellogg's Research Labs) offer Zexibility in
their size, and they can be as small as 3 mm x @1 mm at the expense
of comparatively low output force. SMA springs require compara-
tively higher power but they can be activated by joule heating, that is,
the thermal energy generated by the Zlow of current through the
spring wire, which can be supplied by the button cell battery. Hence,
SMA springs were selected based on the optimal choice considering
the examined actuators as detailed in Table 2.

The SMA material is a mixture of nickel and titanium, commonly
known as Nitinol. This material can learn any shape and transform to
its learned shape when heated. SMA springs trigger on temperature
difference, and we selected 45°C for actuation in our system. The
normal human body temperature is 37°C, so 45°C seems a reason-
able value for the spring actuation.3! Choosing a higher temperature
than this may be dangerous as it might damage the Gl tract. The
temperature of the SMA spring can be raised by applying the current
through the spring, which is known as joule heating. The Fow of
current increases the internal temperature of the SMA spring, hence
actuates the SMA spring, that is, the spring moves to its learned
shape.

In our capsule robot design, we need two-way actuation, a push
force for moving the sampler outside the capsule shell and a pull
force to bring the sampler back into its original position inside the
capsule shell. However, SMA springs which have a two-way actua-
tion feature require a large temperature gap between each actua-
tion. If the spring extension (push effect) happens at 45°C, then
spring compression (the pull effect) should trigger at not less than
75°C, which might damage the intestine.*? Therefore, we have
chosen two SMA springs with different diameters with both designed
to actuate at 45°C; however, they are triggered at a different time to
perform the sampling. The push effect is generated by SMA spring
(S1) while the pull effect is produced by SMA spring (S2) as shown in
Figure 6.
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FIGURE 6 Shape memory alloy spring actuator. (A) Push spring S1. (B) Pull spring S2. (C) Antagonistic con?iguration with spring S1 and S2
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SMA springs exist in a twinned martensite state at room tem-
perature, which is their learned state. Springs are reshaped by
squeezing or expanding their lengths (detwinned martensite) as
shown in Figures 6A and 6B. Once they are heated and they exceed
their threshold temperature, they move to austenite state which is
their learned shape, that is, initial state as of twinned martensite. In
this actuator design, two separate springs are used together in the
antagonistic conlguration as shown in Figure 6C. The push spring is
squeezed by & before installation in the capsule and once it moves
above its threshold temperature by joule heating, it expands as
shown in Figure 6A. Hence, it pushes the sampler outside the capsule
shell as shown in Figure 2. The pull spring, in contrast, shrinks when it
is heated, as shown in Figure 6B, which will pull the sampler back
inside the capsule shell, as shown in Figure 2. Hence, push (S1) and
pull (S2) springs attached in an antagonistic conZguration allow the
sampler to move outside and back inside the capsule to perform
sampling as shown in Figure 2 and Figure 6C. The length of the spring
‘L’ is determined using Equation (10). The spring constant or
spring stiffness is related to the amount of dellection as shown in
Equation (11).

L=nd (10)
F Gad*
=580 1)

where k is the spring constant, F is the load, 6 is the delection by the
spring, G is the modulus of the rigidity, d is the diameter of the wire, D
is the mean diameter of the coil and n is the number of coils in the
spring.

The spring actuator is used in antagonistic conlguration with
two SMA springs as shown in Figure 6C. The push effect is generated
by dellection of S1 in austenite state ‘614" while the secondary spring
S2 resists the movement in martensite state ‘61p’, and the amount of
force ‘F1’ is expressed by Equation (12). The pull effect is produced by
compression of S2 in austenite state ‘651" with S1 acting as a sec-
ondary spring which resists the movement in martensite state ‘6om’
and the amount of force shown in Equation (13).

Gad; Gw d;
Fi= Fip — Fom=81a—o i — Som—on 2
1 1A 2M 1A8 D:iLlA 2M8 DngM
Gad5 G d;

Fo = Faop — Fin = 8o 2 — Sy L
2 2A M 2A8D3L2A 1M8 D?LiM

where Fyp is the force produced by S1 in austenite state, Foy is the
resistive force offered by S2 in martensite state, F,o is the force
produced by S2 in austenite state, F1v is the resistive force offered
by S1 in martensite state, G, is the modulus of rigidity in austenite
state and Gy is the modulus of rigidity in martensite state. L4 and
Loa are the lengths of the spring S1 and S2 in austenite state,
respectively. Lim and Loy are the lengths of the spring S1 and S2 in
martensite state, respectively.

and Computer Assisted Surgery

The diameter of wire is a key parameter in Equations (12) and
(13) for the spring design. We selected four different wire diameters
(i.e., 0.25, 0.5, 0.75 and 1 mm) for initial testing having part numbers
5-NiTi-0.25-1.6, 5-NiTi-0.5-2.4, 5-NiTi-0.75-1.6 and 5-NiTi-1-0.5.
The results of testing the SMA springs with different wire diameters
are shown in Figure 7. The threshold value for triggering the
actuation of the SMA spring increases with increasing wire diam-
eter. This occurs because the wire diameter increases the overall
volume; therefore, a higher current is required to raise the tem-
perature via joule heating. In these trials, the force is measured, as
detailed in the next section, by increasing the amount of current.
Preliminary criteria indicated that the potential actuator should
apply at least 1 N force. The SMA wire with 0.25 mm diameter did
not provide suficient force, particularly at lower currents. However,
as the wire diameter increased, the amount of output force also
increased, albeit at the expense of higher currents. The actuator is
driven by a button cell battery so the amount of current available
for actuation is limited to 650 mA. Therefore, the SMA springs with
wire diameter 0.75 mm and 1 mm cannot be used in the capsule
robot as they require a current greater than a button battery can
provide. Therefore, based on optimum design parameters, a 0.5 mm
wire diameter was selected for the desired actuator. An SMA
spring with 0.5 mm wire diameter can be actuated by Zinc-air 675
button cell battery and produce more than 1 N force as shown in
Figure 7B.

Another important parameter to consider in designing the SMA
spring is the identiZcation of optimum output force.>? The SMA wire
increases its internal temperature by joule heating which is effective
within a specifled range of applied current, with smaller or larger
current than the optimum range would result in reduced output
force.3? The maximum output force using the 0.5 mm wire diameter
is attained at 800 mA, and a further increase in current would result
in similar or lesser output force (see Figure 7B).

A key parameter in spring designing is the coil diameter. A wire
diameter of 0.5 mm was selected based on results shown in Figure
7, and it had a Gp and Gy of 61.9 and 7.5 GPa, respectively, which
are determined by experiments. Initial criteria that the actuator
should apply at least 1 N push force indicated that the diameter of
the push spring S1 should be at most 4.1 mm as determined by
Equation (12). Based on this, a 2.9 mm diameter was selected for
S1 which could produce 2.83 N of force for the push effect. The
pull spring is used in a concentric conllguration with the push
spring, and a 5.25 mm mean diameter was selected for S2 which
allowed a 1.35 mm gap for insulation between the two springs.
The pull force produced by S2 was 668 mN as calculated by
Equation (13).

The SMA springs used in the actuator were Nitinol springs part
number 5-NiTi-0.5-2.4 and 5-NiTi-0.5-4.75, and their parameters are
shown in Table 3. The major constraints for the actuator in the
capsule robot, as mentioned earlier, are size and power. The resulting
force for these springs at different levels of current was tested and is
shown in the next section.
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FIGURE 7 Force analysis for shape memory alloy springs with different wire diameters. Red arrow on x-axis indicates the maximum supply
of current by a button cell battery (i.e., 650 mA). Red line on y-axis indicates the minimum required force to overcome intestinal forces (i.e., 1 N)

TABLE 3 Parameters of shape memory alloy springs

Force Length Diameter, D Wire diameter,
Type direction (mm) (mm) d (mm)
S1 Push 5 2.9 0.5
S2 Pull 5 525 0.5

24 | Power and force analysis for SMA springs

The experimental setup for testing the springs is shown in Figure 8.
The digital spring balance (Portable Electronic Scale 40 kg/10 g) is
hung vertically, and the SMA spring is attached to it. Variable DC
power supply (Rohde & Schwarz Programmable Power Supply model
HMP2020) is used to supply the current to the spring. The current
generates heat, and the spring applies the force to acquire its learned
shape. The spring balance measures the force applied by the spring.
The experiments were carried out on a vibration isolation table
(Nexus ThorLabs) to avoid any external inZuence.

Two 5-mm-long SMA springs, S1 and S2, were tested. The digital
spring balance displayed the amount of weight which was applied by
the SMA spring. As the spring was aligned vertically, the force was
calculated by using Equation (14).

F=wg (14)

where F is the calculated force applied by the spring, w is the weight
measured by the spring balance and g is the gravitational force, that
is, 9.807m/s>.

The force of springs S1 and S2 was measured by increasing the
amount of current, and the experimental results are shown in
Figure 9. The spring S1 exerted its optimum force at 800 mA and a
further increase in current, resulted in a lower output force as shown
in Figure 9. S1 demonstrated a higher output force as compared to
S2, as it had greater stiffness. The time taken by each spring to
produce the respective force was also measured, and it is shown in
Figure 10. S1 took a shorter time in actuation as compared to S2,
which was due to the difference in the wire length of each spring. The
wire length ‘L,,’ can be calculated by Equation (15).

Lw:nnD:# (15)

The lengths of S1 and S2 are 128 and 165 mm, respectively,
which are calculated using Equation (15) and parameters in Table 3.
The experimental results in Figure 10 showed that the time in
actuation of both springs was slightly different. The difference be-
tween the mathematical and experimental results was due to sys-
tematic errors in the manufacturing or experimentation of the spring.
While taking the measurements, ideally, the power supply and spring
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balance are required to be connected at the edges of each spring.
However, in the actual experiment, the measuring wire was Zxed
between the spring edge and [rst loop. Hence, the length of each
spring in each trial was not exactly the same, which lead to some
systematic error.

Figure 9 shows that the amount of force increased with the
amount of current; however, the capsule robot has a limited supply of
current. The maximum current supplied by the zinc-air 675 button
cell battery is 650 mA. Considering this constraint, we restricted the
actuator to 500 mA current which produced a 1.75 N force for S1
and a 0.83 N force for S2. S1 exerts more force than S2; hence, it is
used for pushing the sampler outside the capsule against the peri-
staltic force. The actuation time at 500 mA for S1 was 20 s and for
S2, it was 26 s, which can be a limiting factor in instantaneous
actuation. The actuation time can be reduced by designing a current
booster circuit to apply high current; however, at this stage, it is not
required.

3 | RESULTS
3.1 | Simulations for sampling mechanism

The entire capsule is designed and packaged inside a capsule shell, as
shown in Figure 1, on SolidWorks Education Edition 2018. Simula-
tions for the sampling and actuation mechanisms were carried out to
visualise the relationship between the springs-based actuator and the
sampler. The conversion of translational output (6) from the SMA
springs-based actuator to rotational input (6) for the sampler is
shown in Figure 11. The impact of changes in the length of sampler
(AL) and the deZection of spring (A8) is shown in Table 4. Greater
sampler rotation assures better exposure of the sampler to the in-
testinal wall; however, it would be produced at the expense of larger
spring delZlection and/or lesser sampler length. The spring itself is 5
mm long and more than 2 mm delflection reduces its output force
gradually. In addition, a sampler with less than 7 mm length increases
the rotational friction progressively. Therefore, based on simulations,
we selected the length of the sampler and the delZection of the spring
as 7 and 2 mm, respectively. This combination provided angular
movement of 16.6° for the sampler, as shown in Table 4. The simu-
lations showed this rotation was sufficient to fully expose the inlet of
the sampler to the outside environment for scrapping the microbiota
from the wall of the small intestine.

These results were further investigated through real-time ex
vivo trials of the small intestine, as shown in the next section.

3.2 | Ex vivo sampling trials

The capsule robot was tested on a 100-mm post-mortem section of
small intestine from a lamb, as shown in Figure 12A. The small sec-
tion was separated from the rest of the small intestine and the

capsule was manually inserted inside it, as shown in Figure 12B. The
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FIGURE 11 Sampling and actuation
mechanisms of the capsule robot. A spring

REHAN ET AL

actuator triggers, and the sampler moves
outside capsule shell to collect the sample. The
side view of the capsule robot when sampler is
(A) closed and (B) open. The front view of
capsule when sampler is (C) closed and (D) open

TABLE 4 Impact of spring deZection and sampler length on
the rotation of sampler

Sampler length (L) (mm)

Sampler rotation (6) 6 7 8 9

Spring delllection & (mm) 1 9.6° 8.2° 7.2° 6.4°
2 19.5° 16.6° 14.5° 12.8°
3 30° 25.4° 22° 19.5°

peristaltic motion was generated manually by pushing the capsule
gently. The capsule inside the intestine is visible and can be seen in
Figure 12C. The capsule then exited the small intestine (Figure 12D),
and the sampler and storage chamber were dismantled from the
capsule shell (Figure 12E), with the content inside the sampling
chamber visible in Figure 12E. The content from the storage chamber
was transferred to an Eppendorf measuring tube and can be seen in
Figure 12F. By following the same procedure, seven capsules were
tested. The quantity of sampled content collected in each trial is
shown in Table 5. At least 100 Wl of content was captured in each
trial, which is the suf?cient quantity to analyse the microbiota. A
supplementary video is attached to show the overall procedure.

3.3 | Laboratory analysis of the collected sample

The sample collected using ex vivo trials was sent to the Nutrition
Laboratory (School of Food & Advanced Technology, Massey Uni-
versity) for analysis. Amino acid analysis was carried out, which
quantitatively indicates the presence of amino acids in a sample. The

sample was freeze-dried and hydrochloric (HCI) hydrolysis was

performed followed by reverse-phase high-performance liquid

chromatography separation using AccQ Tag derivatization.

The amino acid prole of the sample collected is shown in
Table 6, which showed that 51.15% of the sample composed of amino
acids. This in turn strongly suggests that the remainder of the sample
consisted of digesta containing cellulose plant material which diluted
the amino acids in the sample.

The laboratory test revealed that the amino acid signature of the
sample was indicative of a mixture of mucus and microbial protein,
with Bbrous digesta comprising the remainder, which provided a
proof of concept for the proposed design. These trials will now be
replicated in vivo, with the aim of collecting microbiota which will be
sequenced using standard next-generation techniques.®®

4 | DISCUSSION

A novel capsule robot was designed in this work, which comprises
sampling and actuation mechanisms. The major portion of the capsule
is dedicated to the sampling mechanism, which includes a dedicated
portion of storage chamber to store up to 500 W of digesta or mucus
content. The storage chamber collects the content at target site and
closes its inlet after sampling to avoid the downstream contamina-
tion. The sampling mechanism was designed for this work and tested
with simulation software. Subsequently, the design was 3D printed
and tested ex vivo on post-mortem animal intestinal tissue. The re-
sults show that the sampling mechanism could effectively capture
more than 100 pl of intestinal content in a 100 mm section of small
intestine. The storage chamber was not completely Zlled in any of the
trials due to small travelling distance; however, the volume collected

would be suffcient to assess the microbiome using next-generation
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FIGURE 12 Ex vivo experiments on the small intestine of a lamb. (A) The capsule robot and 100 mm section of small intestine, (B) the
capsule entering the section of small intestine, (C) the capsule inside the small intestinal tissue, (D) the capsule exiting the section of small
intestine, (E) the disassembled capsule parts and collected sample visible inside the storage chamber and (F) the sample is removed to an

Eppendorf measuring tube

sequencing technology.®® If the sampling distance is increased from a
small 100 mm section of small intestine to the full extent of the or-
gan, then the sample size collected should increase. In ex vivo trials,
we restricted our travelling distance to 100 mm to demonstrate the
effectiveness of the system for short term actuation. Overall, it can
be inferred that the sampling mechanism can capture a signi?cant
amount of digesta from a short (100 mm section) of the 6-m-long
small intestine of an adult human.

The actuation mechanism of the capsule robot was designed using
SMA springs which occupy less space than traditional MEMS-based
actuators. The time and force analysis of the SMA springs suggest that
they can be powered by a button cell battery to produce suffcient
force. SMA springs S1 and S2 produced 1.75 and 0.83 N force,
respectively, at 500 mA, which is appropriate to operate the sampling
mechanism. Actuator needs to push the sampler against the peristaltic
force and friction, which is around 1 N. Therefore, a 1.75 N force push
effect is suffficient to open the sampling mechanism against the peri-
staltic force and the 0.83 N force pull effect is also reasonable to close
the sampling mechanism which is assisted by natural intestinal forces.
The results clearly show that the SMA springs are a reasonable choice

for the actuation mechanism, considering an on-board battery with
suficient output current is available.

At this stage, we have powered the capsule using an external
power supply. In future work, zinc-air 675 button cell battery will be
used which has a rated capacity of 650 mA. The zinc-air battery will
be installed in capsule robot after air-up, which allows the battery to
boost the power by reacting to the surrounding oxygen from air. The
SMA spring actuator requires current for few minutes only, which
will be provided by the battery, even in the absence of oxygen. Zinc-
air battery needs 5% oxygen to provide output power efZciently.>*
The oxygen in small intestine varies from 10% to 20% depending on
the diet.%> Therefore, zinc-air battery can boost power within intes-
tine if needed. A gas permeable membrane can be used to access the
gas in intestine without imposing any damage to the intestinal lumen
or environment.®®

The sampler design presented in this work, collected the
digesta from surroundings as well as from the wall by scratching it
gently while moving in forward direction along with the peristaltic
movement as shown in Figure 2. When the capsule entered the
intestine in backward direction, then the capsule mostly captured
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TABLE 5 Measured quantity of sampled contents

Trial number Quantity (pl)
Capsule 1 225
Capsule 2 100
Capsule 3 125
Capsule 4 150
Capsule 5 100
Capsule 6 110
Capsule 7 125
Cumulative average 134

TABLE 6 Mucin amino acid composition

Amino Acids

Name Abbrev Composition %
Glutamic acid GlIx 643
Asparagine Asx 494
Leucine Leu 4.72
Lysine Lys 4.36
Arginine Arg 3.84
Valine Val 3.55
Alanine Ala 2.89
Glycine Gly 2.86
Threonine Thr 2.70
Proline Pro 2.60
Phenylalanine Phe 2.55
Isoleucine lle 251
Serine Ser 2.33
Tyrosine Tyr 2.14
Histidine His 1.37
Methionine Met 1.37
Hydroxy-proline Hydroxy-pro 0.00
Total 51.15
Units mg/100 mg

the digesta from surrounding instead of scooping the digesta from
the wall. In either case, the sampler captured the digesta; however,
the quantity varied a lot between the two scenarios. An active
locomotion technique can be added to control the direction of
capsule.”1%12 |n addition, the damage caused by the sampler to the
intestinal wall was nominal. The top surface of the sampler was
smooth, so it posed no observable damage to the intestinal wall.
Furthermore, cutting the intestinal villi and cellular material from
the gut lining is not considered harmful as these are naturally
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recovered in short period of time.3¢ In future, a simulation model to
study the potential damage to the intestine will be developed to
nullify the impact of any possible harm to intestine during in vivo
experiments.

In future, in vivo experiments will require a triggering mechanism
for the proposed actuator to start sampling process. The pH level can
act as a marker for this (e.g., pH level jumps from 2 to 7 between the
stomach and small intestine). Similarly, oxygen sensor can also be
used to determine major segments of the Gl tract.>®> Alternatively,
wireless communication can also be used to trigger the actuation by
visualizing the capsule from outside through imaging devices.” Our
proposed capsule has suffficient space to accommodate additional
components in the future. Furthermore, more space can be created
inside the capsule by reducing the volume of storage chamber from
500 to 200 .

The components of the capsule robot were 3D printed for rapid
prototyping; however, they lack rigidity. To make 3D printed parts
stronger, a 1 mm layer was used (e.g., external diameter of capsule
shell was 12 mm while internal diameter was 10 mm) which reduces
the available space of the capsule. Furthermore, the air gap of 0.2-
0.5 mm was needed between each part (e.g., storage chamber and
outer shell) to ensure smooth assembly and disassembly, and also to
avoid physical damage to the parts. In future work, we will manu-
facture parts using a micro-milling machine to increase rigidity. This
would also allow more space to accommodate components needed in
in vivo trials.

The capsule robot in this study was similar in shape and size to
commercially available capsule endoscopes that moves with the help
of natural peristaltic motion. This strongly suggests that our pro-
posed capsule has potential to move and sample utilising peristaltic
movements. The procedure was tested with both pushing and pulling
forces, where capsule orientation was also different in each trial. This
is a standard practice for ex vivo experiments.2”® In future, a model
of mechanical intestine will be developed to effectively mimic the
peristaltic contraction forces and motion.>?

5 | CONCLUSION

This study presents a novel design of a capsule robot to collect
microbiota from the small intestine. An actuation mechanism has
been developed, which uses SMA springs due to their small size and
good output force. Experimental results show that the SMA springs
can operate the sampling mechanism, and they can be powered by a
button cell battery. The devised sampling mechanism has a capacity
to collect and store 500 pl of content from the target site. Ex vivo
trials on post-mortem animal intestinal tissue successfully collected
more than 100 w sample (digesta, mucus and microbiota), which is a
feasible quantity for microbiota analysis. Lab analysis of the collected
sample indicated that the proposed design of the capsule robot
shows promise for sampling microbiota, mucus and digesta from the
Gl tract.
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Chapter 5

Development of Actuation
Mechanism for Robotic Capsule
to Sample Gut Microbiota using
two-way SMA Spring Actuator

This chapter presented the modeling of a unique two-way SMA spring actuator that
has not utilised before in any sampling device or robotic capsule. The temperature gap
between the martensite and austenite states (hysteresis loop) is significantly reduced
with the aid of a commercial manufacturer that allows reduction of the complexity
of the previously proposed design while greatly reducing the power requirements. A
specialised experimental setup that can keep the freshly dissected small intestine alive
is utilised to test the robotic capsule in a realistic environment (in terms of peristaltic
movements) as opposed to earlier tests with ez-vivo animal small intestines. The robotic
capsule prototype has collected sufficient quantity of sample from living porcine duo-
denal and ileal tissues i.e. in the presence of peristaltic forces. The robotic capsule was
also tested on living post-mortem tissues (small intestine) of other species including
cow and sheep. The collected sample size for all the species was feasible to analyse the

microbiota through next generation sequencing techniques.

This chapter contains content from the following article.

e Rehan, M., Al-Bahadly, I., Thomas, D. G., & Avci, E. (2021). Towards Gut
Microbiota Sampling Using an Untethered Sampling Device. TEEE Access, 9,
127175-127184. DOI: https://doi.org/10.1109/ACCESS.2021.3111086.
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ABSTRACT Recent studies suggest that human gut microbiota can act as a bio-marker for human health.
Also, it can function as a potential tool to understand stress and anxiety. However, the conventional tools
have limitations acquiring samples of gut microbiota without contamination. In this work, an untethered
robotic capsule prototype is developed that can actively collect the microbiota from the mucosa layer of
the small intestine for the first time with the potential to avoid the upstream and downstream contamination.
An analytical model for quantifying the peristaltic forces and developing two-way shape memory alloy spring
actuator is presented. For the first time, a novel two-way shape memory alloy spring actuator (5 mm x
¢ 4 mm) is used to perform the sampling inside the gut. The spring actuator can apply 675 mN force, which
is sufficient to perform in vivo sampling. A specialised experimental setup that can keep the freshly dissected
intestine alive for 6 hours is utilised to test the robotic capsule. The robotic capsule prototype has collected
an average of 200 uL and 112 L sample from living pig duodenal and ileal tissues respectively i.e. in the
presence of peristaltic forces. The robotic capsule was also tested on intestine of other species including
cow and sheep and collected an average of 160 nL and 185 uL of content respectively from the living post-
mortem tissues. The collected sample size for all the species is feasible to analyse the microbiota through
next generation sequencing techniques. The experimental setup is a reliable proxy to in-vivo behaviour and
the robotic capsule experimental result is promising in terms of in situ collection of microbiota.

INDEX TERMS Capsule endoscopy, GI tract, peristaltic motion, robotic capsule, shape memory alloy spring
actuator.

1. INTRODUCTION

The human gastrointestinal (GI) tract contains a diversified
population of microorganisms that are collectively known as
microbiota [1], [2]. The GI tract microbiota have a weight of
up to 2 kilograms and the population size is about 1014 bac-
teria. Gut microbiota contain lifelong information of human
health and they can act as a bio-marker for disease diagnosis
such as cancer, obesity, diabetes and inflammatory bowel
disease [1]-[3]. Microbiota can also assist in diagnosing
early stage cancer and predicting the risk of type 2 diabetes

The associate editor coordinating the review of this manuscript and

approving it for publication was Zheng H. Zhu

development [4]-[6]. Furthermore, microbiota are also help-
ful in studying the interaction between nutrition and human
health [7], [8]. Moreover, some researchers believe, micro-
biota can even aid in improving human mood and behaviour,
and can potentially help in dealing with stress, anxiety and
depression [9]. This growing body of evidence suggests that
gut microbiota are a vital source of information on human
health and well-being.

The most common samples used as a proxy for intestinal
microbiota are fecal samples, which are collected at the end
of the 9 meter long GI tract. This means it is not possible to
extract spacial and temporal information from these samples
as they are not collected from the actual site of digestion [10].

This work is licensed under a Creative Commons Attribution-NonCommercial-NoDerivatives 4.0 License.
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Furthermore, the samples are exposed to different environ-
ments throughout the gut, before collection, so they are highly
contaminated. Another method to study the gut microbiota is
by the use of flexible endoscopy with biopsy tools; however,
this is a tethered method which limits its reach into the
small intestine, and the section of small intestine close to
colon (ileum) is a home to a different population of micro-
biota to the hind gut [11]. Secondly, this method involves a
high risk of gut perforation and bleeding, and the procedure
is invasive and unpleasant for a patient [12], [13]. Lastly,
biopsy tools collect a tissue sample and they cannot fully
capture microbial content. Hence, the current conventional
tools available to collect microbial samples from the intestine
without contamination have limitations.

In the early 2000s, researchers began exploring the GI tract
with miniaturized robotic capsules designed to perform vari-
ous functions such as endoscopy, drug delivery, locomotion,
localization, sensing and tissue biopsy [14]-[24]. However,
digesta sampling devices are rare in the literature [12].

Some researchers have proposed passive collection mech-
anisms by dissolving a seal of a chamber at the target site, and
collecting the surrounding fluid [25]-[27]. But, these designs
do not consider resealing the inlet after sample collection,
so the samples become contaminated and resemble fecal sam-
ples after device recovery. A bi-stable mechanism has been
developed which automatically sealed the inlet after sample
collection, however this design did not control the upstream
contamination before sample collection and hence precise
sample collection at the target site was not possible [28].
Some researchers have investigated active collection mecha-
nisms by considering diversified actuation mechanisms, like
shape memory alloy (SMA) [29], motor [30], [31], and mag-
net [32]. These mechanisms opened and closed the inlet of
chamber at the target site to avoid both upstream and down-
stream contamination. However, these mechanisms were
based on arbitrary collection of surrounding fluid (digesta)
which does not contain the full microbiome. Many microbial
species are present in the mucosa layer lining the gut which
cannot be collected by simple opening and closing mech-
anisms, rather the mechanism needs to scratch the mucosa
layer to collect the microbiota [33]. Recently, a mechan-
ical brushing concept was presented to collect the micro-
biota from gut lining but intestinal trials have yet to be
conducted [34].

In this article, a robotic capsule is presented that can
actively collect the sample from the target site and capture
the microbial population from the inner wall of the intestine.
A two-way SMA spring-based actuation mechanism is used,
which is small in size (5 mm X ¢ 4 mm), fits inside the
robotic capsule (30 mm x ¢ 12 mm) and applies sufficient
force (>516 mN) to overcome the peristaltic forces from
living intestine. The robotic capsule is powered by a battery
to activate the SMA spring by joule heating. A wireless
transmitter is used to initiate the sampling process once the
robotic capsule has reached the target site. In our previous
work, a sampling mechanism was developed with an active

127176

pull-out scrapping component to collect the microbiota and a
chamber to store the sample [35]. The preliminary testing of
the design revealed that it collected the microbiota, mucus
and digesta. However, it was tethered and was tested on
ex-vivo animal intestinal tissue. Hence, the environment and
the robot was not representative of the ultimate target applica-
tion. Therefore, the robotic capsule in this study is untethered
and tested on living intestine in vitro, which is closer proxy of
the final gut conditions. This paper elaborates on the design
considerations, testing and evaluation of proposed actuation
and sampling mechanisms, and the feasibility of proposed
design in in-vivo trials. The main novelties of this work,
as compared to the current state of the art in sampling devices,
are shown below:

1) The development of a unique two-way SMA spring
actuator with small size (5 mm x ¢ 4 mm), low power,
quick response time and low temperature requirements.

2) The optimisation of SMA spring actuator deflection
to expose the sampler outside its shell to collect an
optimum amount of sample.

3) The utilisation of an experimental setup to examine the
robotic capsule for the first time, which maintains
the intestinal tissue in vitro for 6 hours and allows the
application of peristaltic forces (please see the video).
This allowed testing of the robotic capsule on living
tissue of three animal species i.e. pig, cow and sheep.

4) The development of an untethered sampling capsule
to collect the microbiota, mucus and digesta from liv-
ing intestine, with potential to avoid upstream and
downstream contamination by storing the sample in a
chamber.

In this work, a small SMA spring actuator, which can fit
inside the robotic capsule, is designed, sourced and tested.
In addition, a sampling mechanism is fabricated to collect
and store microbiota from the gut. A capsule containing all
components is assembled and tested in specialised experi-
mental setup which closely replicates the in vivo environ-
ment in terms of the physiological parameters (temperature,
pH and nutrition). In addition it is exposed to the peri-
staltic movements generated in freshly dissected intestine.
The robotic capsule successfully collected samples, hence
providing proof of concept for in vivo testing in the next stage
of the work.

Il. MATERIALS AND METHODS
A. DESIGN AND FABRICATION OF ROBOTIC CAPSULE
The design parameters of the robotic capsule in this study
were selected based on clinical requirements and initial feasi-
bility for proof of concept, and are shown in Table 1. Similar
robotic capsules in clinical use are 11-13 mm in diameter and
24-32 mm in length, so a capsule with 30 mm X ¢ 12 mm
dimensions will be a safe size to pass through the entire
gut [36].

The sampling capsule is required to store at least 100 uL
content which can be used to analyse the microbiota and
digesta through next generation sequencing techniques [37].
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TABLE 1. Design parameters of robotic capsule.

Size

30 mm x ¢ 12 mm
10 mm x ¢ 9.5 mm
500 pL
5mmx ¢ 4 mm

9 mm x ¢ 12 mm

Description

Robotic capsule (without tail)

Storage chamber size

- Capacity

SMA spring actuator

Additional space for battery inclusion in future

Capsule tail
(AAA battery)

Capsule
Shell

Two-way SMA  Wireless receiver
spring actuator circuit

(B)

Additional space
(forward compatibility)

| M —

FIGURE 1. Robotic capsule prototype. (A) CAD model with AAA battery,
an additional space (9 mm x ¢ 12 mm) is left to include high current
drain button cell battery in future. (B) and (C) Fabricated capsule
prototype with sampler closed and opened respectively.

A storage chamber with 500 pL capacity is deployed to
collect sufficient sample during the experiments.

One of the major challenges is to fit all the components
of robotic capsule, including battery, electronic circuitry,
actuation and sampling mechanisms, within specified dimen-
sions. In this work, a battery is attached externally to the
capsule, which was made possible due to the design of
in-vitro experimental setup. The battery was displaced from
the main body of the capsule and attached with a 100 mm wire
so the effect of peristaltic forces on robotic capsule could be
assessed. These forces are likely to change with the size of the
capsule if a larger battery was installed inside. An additional
space of 9 mm x ¢ 12 mm is reserved inside the capsule to
accommodate a button cell battery in the future.

The proposed design of robotic capsule, developed in
Solidworks (Solidworks education edition 2019, Dassault
Systemes SolidWorks Corporation, Waltham, MA, USA) is
shown in Fig. 1(A). The fabricated capsule prototype with
actuator turned off and on are shown in Fig. 1(B) and
Fig. 1(C) respectively. The capsule prototype was fabricated
by a 3D printer (Hunter, Flashforge 3D Printer Zhejiang,
China). The SMA spring (Kellogg’s Research Labs, Nashua,
New Hampshire, United States) was developed based on
design requirements.

VOLUME 9, 2021

B. MODELLING OF INTESTINAL FORCES

The small intestine uses two main processes (segmentation
and peristalsis) to agitate and propel food towards the distal
part of the gut. Segmentation mixes the food throughout the
length of the intestine by producing forward and backward
movements. Whereas, peristalsis occurs in a circular direction
across the intestine, and moves in waves which push the
food in a longitudinal direction. Therefore, peristaltic move-
ments are responsible for pushing the food along the intestine
and the robotic capsule mainly receives this force as shown
in Fig. 2.

The peristaltic forces contract certain gut regions and relax
adjacent regions so that the food can be pushed in a longitudi-
nal direction, as shown in Fig. 2. In order to collect the sample
from the intestine, the robotic capsule needs to satisfy (1),

Fy>Fp+f (€Y

where, F4 is the force applied by the actuator, Fp is the
force applied by the intestine (peristaltic force) and f is the
accumulated frictional force which can be defined as

f=fe+fn+fo = uFs+F;+ 38Ny 2

where, f, is the coulomb friction which is the stress applied
by the intestine, f;, is the marginal resistance which restricts
the sampler movement due to the deformation of the intestinal
wall, and f; is the viscous resistance which retards the motion
due to the obstacles (e.g., digesta or mucus) between robotic
capsule and intestine. The frictional forces are further elab-
orated on in (2), where w is the coefficient of friction, Fy is
the normal force on the sampler, F} is the force due to the
deformation of the intestine, § is the coefficient of viscosity,
N, is the radial stress on the sampler and v is the velocity of
sampler. These forces are described in our previous work, and
overall frictional forces can be considered as 200 mN [35].

The amplitude of peristaltic forces inside the small
intestine is described by Miftahof on the basis of wave
phenomenon and considered as 2.69 g/mm in circumferen-
tial (radial) direction [38]. The robotic capsule in this study
has a diameter of 12 mm, therefore the maximum peristaltic
force imposed on the capsule will be 316 mN, as calculated
from (3)

3

where, F is the force in mN, m is the mass in grams and g is
the gravitational acceleration (9.807 m/sz).

In our recent work, we have experimentally determined
the radial peristaltic forces and the average value was found
to be 226 mN [39]. An actuator with more than 516 mN
force can comprehensively overcome both peristaltic forces
(226 mN - 316 mN) and frictional forces (200 mN). Hence,
with such actuator, collecting the sample from the small
intestine is feasible, as depicted in Fig. 2 and (1).

F =mg

C. MODELLING OF TWO-WAY SMA SPRING ACTUATOR
SMA springs, also known as Nitinol springs, are manufac-
tured from nickel and titanium. These springs learn their
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Peristaltic contraction force (Fp)
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FIGURE 2. Intestinal force model.

desired shape and temperature profile, and retain the memo-
rised shape as soon as they reach the tuned temperature. Most
of the designs in the literature shows single way memory,
which means that the SMA spring would produce motion
in one direction only. The to and fro motion of a spring is
achieved by two separate springs, each working in opposite
directions [35]. This adds complexity and increases the space
requirement. In this study, for the first time, we have used
a two-way memory based SMA spring in a robotic cap-
sule, which can produce both forward and backward move-
ments with a single spring. The desired amount of force
and deflection can be achieved by characterising the process
of heat treatment. The deflection (§) of the spring can be
computed as,

8D%n 4

Gd* “)
where, F is the load, D is the mean diameter of the spring, G is
the shear modulus, d is the wire diameter, n is the number of
turns and can be related to length (/) of the spring as,

| =nd

§=F

()

Based on our design requirements, and considering the lim-
ited space inside the capsule, we have selected the parameters
as shown in Table 2. The required actuator force should be
greater than intestinal forces (516 mN) as mentioned in (1)
and the deflection was considered between 1 mm and 2.5 mm
to determine the optimum movement of the sampler. The
amount of force produced by an SMA spring depends on
its shear modulus which varies greatly with the change in
temperature (T) as shown below,

Gy  WhenT < My
G={G(T) WhenM; <T <Ay (6)
Gy When T > Ay
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where, Gy and G4 are the shear modulus for martensite and
austenite states respectively. My and Ay are martensite and
austenite finish temperatures respectively and their selected
values are indicated in Table 2. The term G(T) is the variable
shear modulus between martensite and austenite states, and
can be defined as,

Ga —
G(T) = Gy +

5 M+ sing(T =T (D)
where, T}, is the mean temperature and defined as
(As +Ar)/2  for heating
Ty = . ®
(M3 + My)/2  for cooling
and,
6= /(A —As)  for heating ©)
- /(Mg — My) for cooling

where, M; and A; are martensite and austenite start tem-
peratures respectively and their selected values are given
in Table 2.

One of the major reason for using one-way SMA springs in
our previous work was the requirement of larger temperature
difference between the two states i.e. austenite (expansion)
and martensite (contraction) as shown in Fig. 3 [35]. Based on
the recent technological advancements (Kellogg’s Research
Labs, US), it has become possible to realise the two-way
actuation with a temperature difference of 10 °C only. For the
SMA spring in this study, the actuation (expansion) occurs at
52 °C and the spring returns to its original state at 42 °C.
This greatly reduces the complexity and power requirement
as compared to our previous design [35]. The parameters of
the spring were selected on the basis of required deflection
and the amount of forces (516 mN). The force analysis of the
SMA spring under this study is detailed in the next section.
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FIGURE 3. The relationship of force and deflection with different
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TABLE 2. Design parameters of SMA spring actuator.

Symbol | Value | Symbol Value
D 5 mm d 0.5 mm

n 10 l 5 mm
My 42°C M 45°C
Ag 52°C As 49 °C

D. EXPERIMENTAL SETUP FOR TESTING TWO-WAY SMA
SPRING ACTUATOR

The design requirement for the actuator of the robotic capsule
in this study, were formulated as:

1) The actuator should produce more than 516 mN force
(to overcome peristaltic and frictional forces).

2) It should produce enough deflection to expose the sam-
pler completely against the gut wall, for collecting the
sample. This is discussed in detail in section III-B-1.

3) The dimensions of the actuator should not exceed
7 mm x ¢ 5 mm (based on size constraints).

4) The actuator temperature should not exceed 55 °C, this
is to ensure that the exterior temperature of the capsule
remains at body temperature.

The experimental setup (TA.XT Plus, Texture Analyser,
Stable Micro Systems, Surrey, United Kingdom) for test-
ing the SMA spring is shown in Fig. 4. Power supply
(HMP2020, Rohde & Schwarz GmbH & Co. KG, Munich,
Germany) was used to heat the SMA spring through joules
heating at different current levels, which allowed us to deter-
mine the optimum current for energizing the two-way SMA
spring. Software (Exponent Connect, Stable Micro Systems,
Godalming, United Kingdom) was used to calibrate the force
sensor and plot the run-time force response. This analysis
allowed us to determine the maximum output force of the
spring, hence creating a fit for the modelling as performed
in the previous sections. In addition, it helped in determining
the current requirement to operate the spring at its optimum
level.

E. ELECTRICAL SYSTEM FOR WIRELESS ACTIVATION OF
THE ROBOTIC CAPSULE

The electrical system used to activate the sampling process
in the robotic capsule is shown in Fig. 5. The wireless
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transmitter and receiver (wireless remote control, Shenzhen
Anntem Technology Co. Ltd, China) operates at 433 MHz.
An AAA battery was used to power the two-way SMA spring
actuator (Kellogg’s Research Labs, Nashua, New Hampshire,
United States) through a driver circuit.

F. IN-VITRO EXPERIMENTAL SETUP

A specialised experimental setup, as shown in Fig. 6, was
used to maintain the peristaltic movements of a freshly dis-
sected animal intestine. This setup kept the post mortem
tissue alive in ringer’s solution by maintaining physiological
parameters (eg. pH at 7.4, temperature at 39 °C). The solution
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TABLE 3. Details of animal species used in experiments.

Animal species Age Weight Diameter of small
(Months) | (Kilograms) intestine (mm)
Pig 8 100 — 115 15-30
Sheep 10 55 — 70 15-30
Cow 24 635 — 725 25-40

was oxygenated by continuous bubbling oxygen through a
glass tube. A water bath and hot water recirculator were
used to maintain the temperature of the entire system at body
temperature.

G. SOURCING THE SMALL INTESTINES OF DIFFERENT
ANIMAL SPECIES

In order to test the robotic capsule in a comprehensive
manner, freshly dissected samples of small intestines from
three animal species were obtained. The age and weight
of each animal species along with their intestinal diame-
ter, in which the robotic capsule was tested, are presented
in Table 3. Though the age and weight of an animal affects the
dimensions of the small intestine, the difference is relatively
small [40]. Therefore, instead of selecting different ages and
weights of the same animal species, tissues from different
animal species were sourced. This allowed testing of the
robotic capsule in samples with a greater range of intestinal
diameters.

Ill. RESULTS AND DISCUSSION

A. TESTING OF TWO-WAY SMA SPRING ACTUATOR

A two-way SMA spring changed its shape (extension and
contraction) with a change in temperature, which was accom-
plished by passing the current through the spring wire (joule
heating). The force was measured by applying increasing
current as shown in Fig. 7, while the voltage was fixed to 1 V.
The spring didn’t show any force below 300 mA current
as the heat was dissipated by the surrounding air. From
300 mA the spring actuator showed progressive force and
kept increasing even above 1A current; however, supplying
a higher current in the robotic capsule was difficult due to
space limitations. The required actuator force to overcome
the peristaltic and frictional forces was more than 516 mN,
which can be achieved above 460 mA as indicated by Fig. 7.
The experiments were performed on three separate springs,
three times each and the variation in readings are also shown
in Fig. 7. The corresponding temperatures at varying currents
were also recorded by thermal imaging camera (TG167, FLIR
Systems Inc., USA) and the average temperature values are
indicated in Fig. 7.

Response time of an actuator is another critical parameter,
which was recorded against the spring deflection on varying
currents during SMA spring testing. The results are shown
in Fig. 8. The SMA spring took less than 5 seconds to fully
deflect (extension) at higher currents i.e., above 800 mA and
5 seconds at 500 mA current for 80% deflection. The cooling
time (compression) was relatively longer and it took around
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FIGURE 8. SMA spring actuator response time on varying currents.

30 seconds to fully return to its original state. The response
time of SMA actuator is not fast but for sampling application
it does not pose a potential problem.

A thermal imaging camera was used to determine both
internal (inside capsule) and external (outside capsule shell)
temperatures after energizing the SMA spring actuator in the
robotic capsule. The temperature profile both from inside and
outside the capsule on varying currents is shown in Table 4.
This analysis allowed us to determine if any potential harm
could occur to the intestine of animal and/or human in future.
The current for the actuator in our experiments was 500 mA,
which means that the inside temperature of the capsule was
53.2 °C while the outside temperature was 34.4 °C, as shown
in Fig. 9. As the body temperature of the animals used in
our experiments was approximately 39 °C, this demonstrates
that the capsule will not harm the intestine. The temperature
testing was carried for 7 minutes, as compared to actual
experimental trials in which we turned the actuator on for
5 minutes. This further shows that the actuator will not
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TABLE 4. Variation in internal and external t
due to varying actuator current.

P

Current | Temperature | Temperature

(mA) inside °C outside °C
400 47.4 32.5
500 532 34.4
600 54.9 34.5
700 57.5 35.9
800 58.6 37.0
900 60.7 37.7
1000 64.9 38.9

Temperature inside
capsule shell

Temperature outside
capsule shell

Front view Top view

FIGURE 9. Temperature profile of robotic capsule at 500 mA current
recorded by thermal imaging camera.

damage the intestine even if the sampling process is extended
to 7 minutes.

B. IN-VITRO SAMPLING TRIALS

Freshly dissected animal intestines were sourced from the
Post Mortem Room in the School of Veterinary Science
(Massey University, Palmerston North, New Zealand) and a
300 - 400 mm section of small intestine was separated from
the rest of the small intestine. This isolated section was placed
in the experimental setup, as shown in Fig. 10(A) and (C),
which kept the intestinal tissue alive for at least 6 hours.
The robotic capsule along with external battery was man-
ually placed inside the section of small intestine. When
the intestine started applying peristaltic forces, the sam-
pling process was initiated wirelessly. The two-way SMA
spring actuator opened the sampler against the peristaltic
forces which started collecting microbiota from the surround-
ing digesta and intestine wall (mucosal layer) respectively.
The scratching from the intestinal wall by the sampler
potentially captured intestinal villi tissue from the gut lin-
ing. However, no damage to the intestinal wall was seen
and this tissue naturally regenerates over a short period of
time [41].

The sampler remained open against the intestinal wall
for 5 minutes during which the capsule was moved by the
peristaltic motion, aiding sample collection. After 5 minutes
the actuator was turned off by the wireless transceiver. The
actuator closed the inlet by pulling the sampler back to its
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FIGURE 10. Sample collection process under in-vitro experimental setup.

primary position. The sample collection process under in
vitro experimental setup is shown in Fig. 10 and can be seen
in the supplementary video.

1) OPTIMISATION OF SMA SPRING ACTUATOR DEFLECTION
FOR OPTIMUM SAMPLE COLLECTION

Varying spring deflections (1 mm, 1.5 mm, 2 mm and
2.5 mm) for the SMA spring actuator were tested on two
sections of pig small intestine (duodenum and ileum), to ana-
lyze the impact on sampler opening, as shown in Fig. 10(B).
This allowed us to determine the optimum length of deflec-
tion to collect the maximum amount of sample. The sample
collection results with varying spring deflections are shown
in Fig. 11. A spring deflection of 1 mm slightly opened the
sampler and collected an average of 26 uL content with 40%
failure rate in the duodenal tissue. A 1.5 mm spring deflection
collected an average of 136 L sample from duodenal tissue,
however the average collection was only 20 pL from ileal
tissue due to more viscous digesta, which restricted entry
into the sampler. Actuator deflection of 2 mm and 2.5 mm
collected 200 nL and 210 pL content respectively from the
duodenal site and 112 pL each from ileal site, which is a
feasible quantity for microbiome assessment through next
generation sequencing techniques. Since a 2.5 mm spring
deflection didn’t produce significant differences compared to
2 mm, and both deflections (2 mm or 2.5 mm) fully exposed
the sampler, we selected the 2 mm deflection for our actuator
as an optimum deflection.
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2) SAMPLE COLLECTION FOR DIFFERENT ANIMAL SPECIES
A robotic capsule with a2 mm spring deflection was tested on
small intestine (duodenum) of two further species to ensure
the effectiveness of developed capsule prototype. The average
quantity collected from each animal, i.e. cow and sheep,
in five trials were 160 and 185uL respectively. Collected
sample size in in vivo trials will ensure successful lab analysis
through next generation sequencing techniques. The results
are shown in Fig. 12.

C. DISCUSSION
A two-way SMA spring actuator is a good candidate for small
scale applications like robotic capsules. The spring offers
more than 1 N force at higher current levels (1 A). As the
combination of peristaltic and frictional forces inside the
small intestine are 516 mN, a sampling capsule is required
to overcome these forces. Although this can be achieved at
460 mA current, the values shown in Fig. 7 are average values
and to accommodate the minimum force offered by the SMA
spring, 500 mA current is a realistic choice from a design
perspective as it offers minimum force of 580 mN and an
average force of 675 mN.

A 675-button cell battery (5.4 mm x ¢ 11.6 mm) has
a capacity of 650 mAh but the drain current is relatively
low i.e. around 50 mA. The SMA spring actuator requires
500 mA current with 1 V to achieve the required motion but
commercially available batteries with this size limit cannot
drain high enough current. Therefore, in the existing design it
is achieved by a separate battery connected as a tail. In future,
a current booster circuit will be used with a commercially
available button cell battery to achieve the required current
and a dedicated space (9 mm x ¢ 12 mm) is already left in
capsule prototype to accommodate this futuristic inclusion.
Alternatively, a super-capacitor can also be used to store the
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charge for certain time and then discharge it to the actuator.
Lastly, wireless power transmission can also be considered
as this approach has recently achieved the required power
(> 500 mW) in robotic capsule designs [42]. The space
reserved for the on-board battery inclusion can be increased
to 15 mm x ¢ 12 mm, if needed, by reducing the storage
chamber capacity to 105 pL. Currently, the storage cham-
ber capacity is 500 uL with a dimensions of 10 mm x ¢
9.5 mm which can be reduced to 4 mm x ¢ 9.5 mm for
the lower capacity as the minimum desired sampling quantity
is 100 L.

The activation time of the SMA spring actuator (sampler
opening) was 5-11 seconds with 500 mA current which is
reasonable for a sampling application. The sampler closing
time was relatively longer and it took around 30 seconds to
fully close the sampler under idle conditions which would
potentially be shortened under the presence of external forces
from the intestine (peristaltic forces). The longer closing time
will be helpful in securing samples from the gut and there
is no need to add an additional cooling or heat dissipation
component. The heating of the SMA spring actuator did not
increases the temperature of exterior shell of the capsule
above body temperature, as recorded by thermal camera,
so it will not damage the intestine tissue. Similarly, the SMA
spring actuator is well confined inside the sampler and the
increase in temperature did not affect the inside space of the
storage chamber hence it would not damage the collected
sample. However, a careful set of experiments will be con-
ducted before future in vivo trials to confirm this. For this
in vitro study, no significant problems were observed due to
heating and cooling of the SMA spring either inside (storage
chamber and collected sample) or outside (capsule shell and
intestine) of the capsule, which was verified by the thermal
camera.

The chyme inside the small intestine was viscous and
didn’t entered the storage chamber via the smaller opening
when the sampler was not fully exposed. The in vitro trials
revealed that the 2 mm outward push from the SMA spring
actuator fully exposed the sampler and resulted in maximum
collection, although less sample was collected from the ileum
compared to the duodenum. It appeared that the duodenum
had a smaller lumen diameter that allowed the sampler to
scrape the content from the wall, while the ileum contained
more viscous food particles which blocked the entrance of
the sampler, hence resulted in the lower sample collection.
In either case the microbiota and digesta can be analysed as
the average collection was more than 100 L for the cases
where spring deflection was 2 mm and above. A few trials
were conducted without activating the SMA spring actuator
(zero spring deflection i.e. no sampler opening). The stor-
age chamber didn’t collected any content without sampler
opening which verified the sample collection was not aided
by any potential leakage. Sample collection from various
locations of small intestine (such as duodenum and ileum)
have potential to reveal the relationship between gut related
diseases and location specific microbiota composition.
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In the current experimental setup, the capsule was visible
and the sampling process was initiated through a wireless
device; however, for in vivo trials it will be essential to
determine the capsule location. One of the potential methods
is to track the capsule with ultrasound imaging and trig-
ger the capsule wirelessly in a similar way to the current
method [32]. Identifying the precise location via ultrasound
will be difficult but adding transit time information will help
in targeted sampling during in vivo trials. A similar weight
and size dummy capsule will be fed to the animal to develop
personalised transit profile. After this the robotic capsule
can be fed and triggered at the target site with the help of
ultrasound imaging and developed personalised transit times.
Alternatively, capsule positioning information can also be
obtained using a pH sensor which can distinguish between
different regions of the gut (e.g. stomach, small intestine and
colon) as they have different pH levels.

The robotic capsule was also tested on small intestine of
different species to demonstrate efficacy. The capsule col-
lected least digesta content from the cow intestine as its
lumen diameter was the largest and the capsule floated inside
the thick muscle without making consistent contact with the
intestinal wall. Since peristaltic motions contract (squeeze)
the normal diameter of the intestine by up to 78%, this should
allow the robotic capsule to collect samples of microbiota
from larger diameter intestines as well. However, the capsule
design is most effective for smaller gut diameters as it samples
the microbial population from both the lumen and walls of
the gastrointestinal tract. The overall difference in gut dimen-
sions between each species is relatively small, and the capsule
collected an average of more than 100 ;L content from each
animal species, which is the desired sampling quantity.

The active collection of the sample by opening and closing
the sampler at the target sites has potential to avoid contam-
ination. One of the major challenges during in vivo testing
will be to secure the sample by properly sealing the inlet of
the sampler. Prior to the in vivo work the robotic capsule will
be tested in stomach and intestine digestion models to validate
the sealing mechanism of the robotic capsule. In the current
study, an ideal sealing mechanism was not investigated as
the capsule was mainly tested for its actuation mechanism in
terms of overcoming the intestinal forces and collecting more
than 100 L sample from small intestine.

IV. CONCLUSION

This paper reports the development of a robotic capsule that
can collect a microbiota sample from the gut. Analytical
modelling to quantify the intestinal peristaltic forces and
development of a two-way SMA spring actuator is explained.
The SMA spring actuator can apply significant force to over-
come both peristaltic and frictional forces, during sample
collection. A wireless transceiver is used to initiate the sam-
pling process and an external battery is used to energize the
actuator, which will be replaced by on-board battery for in
vivo testing in next stage of development. The robotic capsule
is tested in an in vitro experimental setup, which maintains the
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freshly dissected tissue alive for at least 6 hours. The robotic
capsule has been tested using tissue from different animal
species and has successfully collected more than the desired
sample size of 100 pL for each test. The intestinal tissue
model used replicates in vivo conditions in terms of peristaltic
movements, and provides enough confidence to perform
in-vivo studies in future.

REFERENCES

[1] P.P. Ahern and K. J. Maloy, “Understanding immune—microbiota interac-
tions in the intestine,” Immunology, vol. 159, no. 1, pp. 4-14, Jan. 2020.
[2] Y. Fan and O. Pedersen, ““Gut microbiota in human metabolic health and
disease,” Nature Rev. Microbiol., vol. 19, pp. 55-71, Sep. 2020.
[3] J. B. Xavier er al., “The cancer microbiome: Distinguishing direct and
indirect effects requires a systemic view,” Trends Cancer, vol. 6, no. 3,
pp. 192-204, Mar. 2020.
[4] M. Kim, E. Vogtmann, D. A. Ahlquist, M. E. Devens, J. B. Kisiel,
W. R. Taylor, B. A. White, V. L. Hale, J. Sung, N. Chia, R. Sinha, and
J. Chen, “Fecal metabolomic signatures in colorectal adenoma patients
are associated with gut microbiota and early events of colorectal cancer
pathogenesis,” mBio, vol. 11, no. 1, Feb. 2020, Art. no. e03186.
C. Zhang, M. Yang, and A. C. Ericsson, “The potential gut microbiota-
mediated treatment options for liver cancer,” Frontiers Oncol., vol. 10,
p. 2214, Oct. 2020.
[6] M. Gurung, Z. Li, H. You, R. Rodrigues, D. B. Jump, A. Morgun, and
N. Shulzhenko, *“‘Role of gut microbiota in type 2 diabetes pathophysiol-
ogy,” EBioMedicine, vol. 51, Jan. 2020, Art. no. 102590.
M. Jayachandran, S. S. M. Chung, and B. Xu, “A critical review of the
relationship between dietary components, the gut microbe Akkermansia
muciniphila, and human health,” Crit. Rev. Food Sci. Nutrition, vol. 60,
no. 13, pp. 2265-2276, Jul. 2020.
Y. Cai, J. Folkerts, G. Folkerts, M. Maurer, and S. Braber, ‘“Microbiota-
dependent and -independent effects of dietary fibre on human health,” Brit.
J. Pharmacol., vol. 177, no. 6, pp. 1363-1381, Mar. 2020.
[91 K. Rea, T. G. Dinan, and J. F. Cryan, “Gut microbiota: A perspective for
psychiatrists,” Neuropsychobiology, vol. 79, no. 1, pp. 50-62, 2020.
H. Wu, Y. Xing, H. Sun, and X. Mao, “Gut microbial diversity in two
insectivorous bats: Insights into the effect of different sampling sources,”
MicrobiologyOpen, vol. 8, no. 4, Apr. 2019, Art. no. e00670.
S. Sugden, C. C. S. Clair, and L. Y. Stein, “Individual and site-specific
variation in a biogeographical profile of the coyote gastrointestinal micro-
biota,” Microbial Ecol., vol. 81, no. 1, pp. 240-252, Jan. 2021.
J. Min, Y. Yang, Z. Wu, and W. Gao, “Robotics in the gut,” Adv. Thera-
peutics, vol. 3, no. 4, Apr. 2020, Art. no. 1900125.
K. Osawa, R. Nakadate, J. Arata, Y. Nagao, T. Akahoshi, M. Eto, and
M. Hashizume, “Self-propelled colonoscopy robot using flexible pad-
dles,” IEEE Robot. Autom. Lett., vol. 5, no. 4, pp. 6710-6716, Oct. 2020.
K. Muhammad, S. Khan, N. Kumar, J. D. Ser, and S. Mirjalili, *“Vision-
based personalized wireless capsule endoscopy for smart healthcare: Tax-
onomy, literature review, opportunities and challenges,” Future Gener:
Comput. Syst., vol. 113, pp. 266-280, Dec. 2020.
K. T. Nguyen, M. C. Hoang, E. Choi, B. Kang, J.-O. Park, and C.-S. Kim,
“Medical microrobot—A drug delivery capsule endoscope with active
locomotion and drug release mechanism: Proof of concept,” Int. J. Control,
Autom. Syst., vol. 18, no. 1, pp. 65-75, Jan. 2020.
T. Wang, W. Hu, Z. Ren, and M. Sitti, “Ultrasound-guided wireless tubu-
lar robotic anchoring system,” IEEE Robot. Autom. Lett., vol. 5, no. 3,
pp. 4859-4866, Jul. 2020.
M. Turan, Y. Almalioglu, H. B. Gilbert, F. Mahmood, N. J. Durr, H. Araujo,
A.E. Sar1, A. Ajay, and M. Sitti, “Learning to navigate endoscopic capsule
robots,” IEEE Robot. Autom. Lett., vol. 4, no. 3, pp. 3075-3082, Jul. 2019.
H. Zhou and G. Alici, “A novel magnetic anchoring system for wire-
less capsule endoscopes operating within the gastrointestinal tract,”
IEEE/ASME  Trans. Mechatronics, vol. 24, no. 3, pp.1106-1116,
Jun. 2019.
K. M. Popek, T. Schmid, and J. J. Abbott, *“Six-degree-of-freedom local-
ization of an untethered magnetic capsule using a single rotating magnetic
dipole,” IEEE Robot. Autom. Lett., vol. 2, no. 1, pp. 305-312, Jan. 2017.
K. Kalantar-Zadeh, N. Ha, J. Z. Ou, and K. J. Berean, “Ingestible sensors,”
ACS Sensors, vol. 2, no. 4, pp. 468-483, 2017.

[5

[7

[8

[10]

[11]

[12]

[13]

[14]

[15

[16]

[17]

[18]

[19]

[20]

127183

78



IEEE Access

CHAPTER 5. DEVELOPMENT OF ACTUATION MECHANISM

M. Rehan et al.: Towards Gut Microbiota Sampling Using an Untethered Sampling Device

[21]

[22]

[23]

[24]

[25]

[26]

[27]

[28]

[29]

[30]

[31]

[32]

[33]

[34]

[35]

[36]

[37]

[38]

[39]

[40]

[41]

[42]

K. Kalantar-Zadeh, K. J. Berean, N. Ha, A. F. Chrimes, K. Xu, D. Grando,
J.Z.Ou, N. Pillai, J. L. Campbell, R. Brkljaca, K. M. Taylor, R. E. Burgell,
C. K. Yao, S. A. Ward, C. S. McSweeney, J. G. Muir, and P. R. Gibson,
“A human pilot trial of ingestible electronic capsules capable of sensing
different gases in the gut,” Nature Electron., vol. 1, no. 1, pp. 79-87,
Jan. 2018.

D. Son, H. Gilbert, and M. Sitti, “Magnetically actuated soft capsule
endoscope for fine-needle biopsy,” Soft Robot., vol. 7, no. 1, pp. 10-21,
Feb. 2020.

M. J. Christoe, J. Yuan, A. Michael, and K. Kalantar-Zadeh, “Bluetooth
signal attenuation analysis in human body tissue analogues,” IEEE Access,
vol. 9, pp. 85144-85150, 2021.

M. J. Christoe, N. Phaoseree, J. Han, A. Michael, S. Atakaramians, and
K. Kalantar-Zadeh, “Meandering pattern 433 MHz antennas for ingestible
capsules,” IEEE Access, vol. 9, pp. 91874-91882, 2021.

H. H. Gu and H. L. Gu, “Intestinal fluid sampler,” U.S. Patent 5971 942,
Oct. 26, 1999.

A. Sprenkels, A. J. S. Jenneboer, K. Venema, A. Van den Berg, and
W. De Vos, “Sampling device for in vivo sampling of liquids from the
gastrointestinal tract, process for the production thereof and mould or mask
for use in the production process,” U.S. Patent 11562 175, Jul. 12, 2007.
X. Du, K. F. Chan, X. Xia, P. W. Y. Chiu, and L. Zhang, “‘A magnetically-
triggered soft capsule for on-demand mucus collection,” in Proc. IEEE Int.
Conf. Cyborg Bionic Syst. (CBS), Oct. 2018, pp. 250-254.

M. B. Salem, G. Aiche, L. Rubbert, P. Renaud, and Y. Haddab, “Design of
a microbiota sampling capsule using 3D-printed bistable mechanism,” in
Proc. 40th Annu. Int. Conf. IEEE Eng. Med. Biol. Soc. (EMBC), Jul. 2018,
pp. 4868-4871.

K. Stoltz, “Sampling device and method for obtaining samples of inter-
nal body substances and method for producing a sampling device,”
U.S. Patent 7449 001, Nov. 11, 2008.

J. Cui, X. Zheng, W. Hou, Y. Zhuang, X. Pi, and J. Yang, “The study of
a remote-controlled gastrointestinal drug delivery and sampling system,”
Telemed. e-Health, vol. 14, no. 7, pp. 715-719, Sep. 2008.

J. Tang, L. Wang, J. Ying, W. Lee, and P. Ho, “Apparatus and meth-
ods of using built-in micro-spectroscopy micro-biosensors and specimen
collection system for a wireless capsule in a biological body in vivo,”
U.S. Patent 10747 005, Jul. 14, 2005.

P.  Shokrollahi, Y. P. Lai, S. Rash-Ahmadi, V. Stewart,
M. Mohammadigheisar, L.-A. Huber, N. Matsuura, A. E. H. Zavodni,
J. Parkinson, and E. Diller, “Blindly controlled magnetically actuated
capsule for noninvasive sampling of the gastrointestinal microbiome,”
IEEE/ASME Trans. Mechatronics, early access, Dec. 9, 2021, doi:
10.1109/TMECH.2020.3043454.

G. P. Donaldson, S. M. Lee, and S. K. Mazmanian, *“Gut biogeography of
the bacterial microbiota,” Nature Rev. Microbiol., vol. 14, no. 1, pp. 20-32,
Jan. 2016.

M. Finocchiaro, G. Drago, F. Cibella, and A. Menciassi, “‘Design of a
magnetic actuation system for a microbiota-collection ingestible capsule,”
in Proc. IEEE Int. Conf. Robot. Autom. (ICRA), Jun. 2021.

M. Rehan, I. Al-Bahadly, D. G. Thomas, and E. Avci, “Capsule robot for
gut microbiota sampling using shape memory alloy spring,” Int. J. Med.
Robot. Comput. Assist. Surg., vol. 16, no. 5, pp. 1-14, Oct. 2020.

P. R. Slawinski, K. L. Obstein, and P. Valdastri, “Emerging issues
and future developments in capsule endoscopy,” Tech. Gastrointestal
Endoscopy, vol. 17, no. 1, pp. 4046, Jan. 2015.

D. W. Fadrosh, B. Ma, P. Gajer, N. Sengamalay, S. Ott, R. M. Brotman, and
J. Ravel, “An improved dual-indexing approach for multiplexed 16S rRNA
gene sequencing on the illumina MiSeq platform,” Microbiome, vol. 2,
no. 1, pp. 1-7, Dec. 2014.

R. N. Miftahof, “The wave phenomena in smooth muscle syncytia,” Silico
Biol., vol. 5, nos. 5-6, pp. 479-498, 2005.

M. Rehan, I. Al-Bahadly, D. G. Thomas, and E. Avci, “Measure-
ment of peristaltic forces exerted by living intestine on robotic cap-
sule,” IEEE/ASME Trans. Mechatronics, vol. 26, no. 4, pp. 1803-1811,
Aug. 2021.

L. Drozdowski and A. B. Thomson, “Aging and the intestine,” World J.
Gastroenterol., vol. 12, no. 47, p. 7578, 2006.

C. Crosnier, D. Stamataki, and J. Lewis, “Organizing cell renewal in
the intestine: Stem cells, signals and combinatorial control,” Nature Rev.
Genet., vol. 7, no. 5, pp. 349-359, May 2006.

Y. Meng, G. Yan, P. Jiang, K. Zhao, W. Wang, F. Chen, and H. Zhuang,
“A novel wireless power transfer system with two parallel opposed coils
for gastrointestinal capsule robot,” Sens. Actuators A, Phys., vol. 321,
Apr. 2021, Art. no. 112413.

127184

MUHAMMAD REHAN received the B.S. degree
in electronic engineering from Sir Syed Univer-
sity of Engineering and Technology (SSUET),
Karachi, Pakistan, in 2008, and the M.S. degree in
electrical (control) engineering from the National
University of Sciences and Technology, Karachi,
in 2013. He is currently pursuing the Ph.D.
degree in micro-robotics with Massey Univer-
sity, Palmerston North, New Zealand. Since 2009,
he has been with SSUET, where he is currently
working as an Assistant Professor. His current research interests include
robotics in general and robotic capsule for gut analysis in particular.

IBRAHIM AL-BAHADLY (Senior Member,
IEEE) received the B.Sc. (Eng.) degree in electri-
cal and electronic engineering from the University
of Technology, Baghdad, in 1987, and the M.Sc.
and Ph.D. degrees in electrical and electronic engi-
neering from Nottingham University, in 1990 and
1994, respectively. From 1994 to 1996, he was
a Research Associate with the Electric Drives
and Machines Group, University of Newcastle
upon Tyne, U.K. Since 1996, he has been with
Massey University, where he is currently an Associate Professor of electrical
and electronic engineering. His research interests include power electronic
applications, variable speed machines and drives, renewable energy systems,
instrumentation, robotics, and automation.

DAVID G. THOMAS received the Bachelor of
Science degree (Hons.) in zoology from Dundee
University, in 1990, and the Ph.D. degree from the
Institute of Zoology, which was part of University
College London, in 1994.

He moved to New Zealand, in 1995, to take up a
two-year Massey University/AgResearch Postdoc-
toral Fellowship, and joined Massey University,
as a Teaching Staff, in 2003. He was appointed
as the Director of the Centre for Feline Nutrition,
in 2004, where he is responsible for overseeing commercial and applied
nutrition research and has also established research programs in Canine
and Equine Nutrition. He is currently an Associate Professor of companion
animal science with the School of Agriculture and Environment, he teaches
courses within the Bachelor of Animal Science and the Bachelor of Veteri-
nary Science programs. He has supervised, or is also supervising, 32 mas-
ter’s students (two honors, 14 M.Sc. students, and 16 Ph.D. students), and
through his research activities has published over 150 peer-reviewed scien-
tific articles. He has been the Bachelor of Animal Science Program Leader,
since 2014. His research interests include interaction between diet, host and
microbiome in companion animals; optimization of raw food diets and the
role of animal fiber; geometric nutrition in carnivore species; and age and
seasonal effects on energy requirements.

EBUBEKIR AVCI (Member, IEEE) received the
B.Sc. degree in mechatronics from Sabanci Uni-
versity, Istanbul, Turkey, in 2008, and the M.Sc.
and Ph.D. degrees in robotics from Osaka Uni-
versity, Osaka, Japan, in 2010 and 2013, respec-
tively. From 2013 to 2014, he was a Postdoctoral
Researcher with Toyota Technological Institute,
Nagoya, Japan. From 2014 to 2015, he was a
Research Associate with the Hamlyn Centre for
Robotic Surgery, Imperial College London, U.K.
He is currently a Senior Lecturer in mechatronics with Massey University,
Palmerston North. He is also an Associate Investigator with the MacDiarmid
Institute for Advanced Materials and Nanotechnology. His current research
interests include small-scale robotic systems for bio-medical applications,
such as nano-scale robots for molecule analysis, micro-scale robots for cell
manipulation, and millimeter-scale robots for gut analysis.

VOLUME 9, 2021

79



CHAPTER 5. DEVELOPMENT OF ACTUATION MECHANISM 80

5.5 Additional details

5.5.1 Figure 7: Additonal results

The Figure 7 in the published paper includes the variation of 3 springs with average
values of each spring. In order to fully reflect the variation in the output forces of the
individual springs, three separate graphs are added below. Each graph represents three

repetitions of each spring.
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Figure 5.13: Force analysis of two-way SMA spring actuator - variation of forces for
Spring 1 (S1)
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Figure 5.14: Force analysis of two-way SMA spring actuator - variation of forces for
Spring 2 (S2)
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Figure 5.15: Force analysis of two-way SMA spring actuator - variation of forces for
Spring 3 (S3)



Chapter 6

Integrated Design of
Biocompatible Robotic Capsule
with Sampling, Actuation and
Sealing Mechanisms for in-vivo

Sampling of Gut Microbiota

In this chapter the limitations of power source were resolved by developing an actuation
system by tackling the high-drain current requirement of two-way SMA spring actua-
tor. Another challenge of cross contamination for assuring effective sample collection
was resolved by successfully encapsulating the collection chamber which was realised
by testing 3 main sealing materials. Rigorous testing of the robotic capsule prototype
is performed in a gut simulator that mimics in-vivo environment to ensure successful
and safe travel of the capsule along the gastrointestinal tract. In addition, the capsule
is also tested under in vitro experimental setup that keeps an small intestine alive to
assure sample collection and its protection afterwards. The prototype presented in this
chapter is the final prototype of this thesis that has a potential to become a vital ap-

paratus for clinicians to sample human and animal gut in the future.

This chapter contains content from the following article.

e Rehan, M., Al-Bahadly, I., Thomas, D. G., & Avci, E. (2022). Development of
a Robotic Capsule for in-vivo Sampling of Gut Microbiota. IEEE Robotics and
Automation Letters, 7(4), 9517-9524. DOI: https://doi.org/10.1109/LRA.
2022.3191177.
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Development of a Robotic Capsule for in vivo
Sampling of Gut Microbiota

Muhammad Rehan
and Ebubekir Avci

Abstract—Human gut microbiota can provide comprehensive
information about the health of a host but the tools to collect
microbiome samples are not currently available. A standalone
wireless robotic capsule that has been developed in this study,
collects the microbiota both from lumen (capsule surrounding) and
intestinal wall (mucosa layer) for the first time. First, a two-way
shape memory alloy (SMA) spring actuation system was developed
by tackling the high-drain current requirement of SMAs. The ac-
tuator can produce up to 800 mN force that was sufficient to collect
samples. Second, successful encapsulation of the collected sample
to avoid contamination was realised by testing 3 main sealing
materials. Third, the robotic capsule was tested in a gut simulator
that mimics in-vivo environment to ensure successful and safe travel
of the capsule along the gastrointestinal tract. Finally an in vitro
experimental setup that keeps an intestine alive for 6 hours was used
to optimise the sample collection. The capsule collected 128 ;L. and
107 pL samples (which are sufficient quantities for microbiome
analysis) from duodenual and ileal tissues of a sheep. The proposed
robotic capsule has a potential to become a vital apparatus for
clinicians to sample human and animal gut in the future.

Index Terms—Endoscopic capsule, GI tract, peristaltic motion,
robotic capsule, SMA spring actuation system.

I. INTRODUCTION

UT microbiota (microorganisms) can potentially act as a
bio-marker to diagnose an increasing range of health prob-
lems such as cancer, type 2 diabetes, inflammatory bowel disease
(IBD), and obesity [1]-[3]. Furthermore, the microbiota can be
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helpful in understanding stress, anxiety, mood and behaviour
[4], and can assist in studying the interaction between nutrition
and human health [3]. These microorganisms spread along the
full length of the 7-9 m gut, weigh up to 2 kilograms and are
densely packed within digesta mainly inside the gut lining [5].

The current gold standard for obtaining the gut microbiota is
faecal sampling, as it is non-invasive and easy to collect. The
advancement in sequencing methods has allowed to consider
the faecal sample as a proxy for gut microbiota [2]. However,
there is a baseline problem with this method that is its inabil-
ity to segregate the longitudinal population of gut microbiota.
Since the faecal samples are collected after travelling through
entire gut, they represent a cumulative sample which is highly
contaminated that limits to investigate the site-specific microbial
population as temporal and spatial information is impossible to
retrieve [6]. It is important to perform site-specific sampling
and avoid contamination from other regions as the microbial
population throughout the intestine varies and holds different in-
formation. Therefore, faecal sampling is not an accurate method
to analyse gut microbiota [6].

Commercial endoscopes that can capture the images of the
gut lining, have laid the foundation for similar sized robotic
capsules that can perform monitoring, therapeutic and diagnostic
functions like sensing, drug delivery and tissue biopsy [7]-
[15]. In recent years, a few approaches have been proposed to
collect the gut microbiota by robotic capsule which are mainly
classified in two broad categories, uncontrolled (passive) and
controlled (active) collection mechanisms. Uncontrolled mech-
anisms propose to open the inlet of a chamber at the target
site to collect a sample but haven’t considered the sealing of
the opened gate after collection that still leads to downstream
contamination [16]-[18]. A bi-stable mechanism overcame the
downstream contamination problem by closing the inlet but the
design couldn’t stop the upstream contamination effectively and
site-specific sample collection was not possible [19]. Controlled
mechanisms overcame the challenges of upstream and down-
stream contamination and only opened at the target-site to avoid
cross contamination from other regions of the gut by using
a range of actuation systems like magnets, motors and shape
memory alloy (SMA) materials [20]-[23]. However, most of
these proposed designs were based on arbitrary collection of
surrounding fluid which does not capture the full microbiome as
significant populations of microorganisms live on the gut lining
(wall) [5] and the sampling mechanism needs to scrape or
brush the intestinal wall to capture a full microbiome sample

This work is licensed under a Creative Commons Attribution-NonCommercial-NoDerivatives 4.0 License. For more information, see
https://creativecommons.org/licenses/by-nc-nd/4.0/
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[24], [25]. The sampling location as well as the procedure
used to collect the microbiota has critical implications on the
quality of the information retrieved from sampling devices as
the microbiome composition varies both longitudinally (e.g.,
duodenum, jejunum and ileum) and axially (e.g., lumen, epithe-
lium, mucosa, submucosa) [26]. Recently, a magnetic actuation
system was proposed to collect the microbiota from gut lining
by brushing the mucosa layer but intestinal trials are yet to be
realised [24].

In our previous work, we presented a sampling device that
collected a microbial sample from ex-vivo sections of intes-
tine, but the power was supplied by an external AAA battery
connected as a tail (tethered device), so in-vivo testing was
not possible with that design [27]. In this current study, an
untethered and standalone robotic capsule is presented that can
actively collect the sample from the target site and capture the full
microbial population from the inner wall of the small intestine. A
customised battery (10 mm x ¢ 10 mm) with a high-drain current
was utilised to energise the two-way SMA spring actuator (5 mm
X ¢ 4 mm). A wireless transceiver (17 mm x 10.5 mm) was
integrated into the robotic capsule to trigger the sampling process
at the target site during in-vivo trials. The sealing mechanism was
rigorously tested so the robotic capsule can get through the acidic
environment of the stomach and also protect the sample from
cross contamination. This letter elaborates the design consid-
erations, testing and evaluation of proposed standalone robotic
capsule, and the feasibility of proposed design for in-vivo trials.
The main novelties of this work, as compared to the state of the
art sampling devices, are shown below:

1) The development of an untethered and standalone robotic

capsule suitable for collection of gut microbiota from the
inner wall of an intestine for the first time [16]-[23].

2) The design and development of a miniaturised actuation
system by overcoming the high-drain current limitations
of mm scale batteries to power the SMA actuators which
was not achieved previously [27]-[29].

3) The development and extensive testing of sealing mech-
anism to withstand the entire gut environment and also
protect the collected sample from cross contamination
which is essential for in-vivo trials and was not achieved
before by state of the art sampling devices [16], [17], [24].

In this work, a standalone robotic capsule with all the com-
ponents was assembled and tested in a specialised experimental
setup that closely replicated the in-vivo environment in terms of
temperature and peristalsis. The robotic capsule was also tested
in a gut simulator which replicated the stomach (acidic) and
intestinal environment to determine if the capsule can withstand
the challenges of an in-vivo environment and protect the sample
from cross contamination. The experimental results provided a
proof of concept case for in-vivo testing that is the next stage of
this project.

II. MATERIALS AND METHODS

A. System Configuration

The proposed robotic capsule in this study is shown in
Fig. 1(a) with its internal components, and the developed capsule
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Fig. 1. Standalone robotic capsule for gut sampling. (a) CAD model.

(b) Robotic capsule prototype. (c) Hinge mechanism between sampler and
storage chamber. (d) Tested sealing materials at the hinge mechanism.

prototype is shown in Fig. 1(b). Whereas the sampling mech-
anism and the sealing options are shown in Fig. 1(c) and (d)
respectively.

1) Capsule Size and Storage Capacity: The overall size of
the capsule used in this work is 45 mm in length and 12 mm
in diameter as shown in Fig. 1(b), which can be tested in large
animals e.g., cows and horses [30]. The size of the sampling
chamber in the proposed capsule is 250 pL and is sufficient to
do the lab analysis after sample retrieval with the help of next
generation sequencing techniques [31].

2) Bio-Compatibility and Capsule Material: Sampling the
gut in-vivo requires two-way protection, first the capsule should
not damage the gut during its passage and second the collected
sample should be protected inside the storage chamber. Both the
outer shell and sampling mechanism were fabricated with bio-
compatible resin to protect the gut environment and the collected
sample. The actuation mechanism was encapsulated by a capsule
shell to avoid any interaction with the gut fluids. Capsule shell
strength is critical due to the possibility of deterioration inside
the gut due to either acidic exposure in the stomach or peristaltic
forces in the small intestine. Therefore, the tensile strength of
three different resins, as shown below, were measured to select
the optimum material for the robotic capsule fabrication.

1) FHD1200 (Flashforge, China)

2) Bioflex D60 (3Dresyn, Resyner Technologies, Spain)

3) Temp (PowerResins, 3bfab, Turkey)

The most hostile environment for the robotic capsule is the
stomach that is highly acidic (pH 1.5) and can deteriorate objects
if they are retained in this region for extended periods. Therefore,
30 mm X 12 mm long rectangular strips with five different
thicknesses (0.5 mm, 0.75 mm, 1 mm, 1.25 mm 1.5 mm) were
prepared with the three selected resins and placed in an in-vitro
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Fig. 3. Material strength testing.

stomach environment (details in next section) at 1.5 pH for 2
days. Five thicknesses were selected as different components of
the capsule has different thicknesses ranging from 0.5 mm to
1.5 mm. Tensile strength of the three different bio-compatible
capsule materials was measured to monitor any decay in their
strength at O hr (without acid exposure), 24 hrs (1 day exposure)
and 48 hrs (2 days exposure) using universal testing machine
(UTM) (5967 Instron, US) as shown in Fig. 2(a). Each measure-
ment was taken four times and the average value is plotted in
Fig. 3.

Temp resin showed the highest strength as compared to the
other test resins, however the strength reduced significantly (up
to 50% for 1.5 mm) under the acidic environment as shown in
Fig. 3. Bioflex D60 offered very low strength (i.e., maximum
17%) as compared to other tested resins as shown in Fig. 3
so could not be used for the robotic capsule applications at
1.5 mm or less thickness. The FHD1200 strength was similar
to Temp resin for less than 1 mm thickness, but slightly less
than the Temp resin for more than 1 mm thickness. FDH1200
remained more stable in the stomach environment as compared
to Temp (decay up to 19% maximum in 2 days). Therefore,
FDH1200 resin was selected to fabricate the capsule shell,
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storage chamber and sampler of the robotic capsule as shown in
Fig. 1.

B. Sealing Mechanism

An important aspect for targeted sampling is to secure the
storage chamber from cross contamination with gut fluids from
the locations other than the target-site. The sealing mechanism
should protect the storage chamber from both pre-sampling and
post-sampling contamination by enabling a proper seal through-
out passage along the gut. The proposed sampling system is
based on a hinge mechanism that helps to scrape the micro-
biota from the gut lining (wall) during sample collection at the
target-site. Therefore, it is critical to design an efficient sealing
mechanism to stop any leakage from the hinge mechanism as
shown in Fig. 1(c). At the same time, the sealant should not be
too rigid otherwise it will increase the resistance force against
the opening motion of the actuation mechanism that consists of
the two-way SMA spring actuator. Three different materialsi.e.,
polyolefin, polyethylene and silicon were selected based on their
flexibility to ensure a proper seal. The three sealants as shown
in Fig. 1(d) were examined for both the sealing efficiency and
the decrease in output force of the actuator.

1) Pre-Sampling Sealing Test — Stomach Model: The robotic
capsule will pass through the esophagus and stomach before
reaching the small intestine (target-site). The esophagus is a
straight tube and does not affect the capsule during its few
seconds passage along it. The stomach is a strongly acidic
environment and overstaying can result in damaging to the
capsule if not constructed from a suitable material [21], [22].
The gastric juice, maintained at pH 1.5, was prepared with
hydrochloric acid and pepsin, and was kept circulating by a
magnetic stirrer machine (VWR, US) replicating the stomach
environment as shown in Fig. 4(a) [21]. The chamber of the
capsule was pre-filled with a yellow litmus letter and the capsule
was placed in the stomach model environment (magnetic stirrer)
for 6 hours which is twice the time expected for the capsule to
stay in the stomach [32]. The litmus paper inside the storage
chamber was observed afterwards to determine any leakage into
the chamber. A small leak was detected in 1 out of the 5 trials
using the polyethylene seal, while the polyolefin and silicon
seals showed no leakage in any of the 5 trials carried out during
the pre-sampling testing.

2) Post-Sampling Sealing Test - Agitation Based Intestinal
Model: The robotic capsule is designed to collect a sample
from the small intestine and it has to protect the sample af-
terwards from downstream contamination i.e., mixing of gut
fluids after sample collection at the target-site. Therefore, an
agitation based in-vitro intestinal model was utilised for testing
the sealing mechanism after sample collection under turbulent
conditions [22].

A centrifuge mixture (5702, Eppendorf, Germany) was used
to agitate the collected sample inside the storage chamber of the
robotic capsule by spinning the test tube at 1000 rpm for 3 hours
which created a harsher environment than the peristaltic motion
of the intestine and allowed testing of the sealing mechanism at
a higher confidence level [22]. The storage chamber of robotic
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Fig. 4. (a) A magnetic stirrer machine used to replicate the stomach model
and test the pre-sampling sealing mechanism. (b) A centrifuge machine to test
the post-sampling sealing mechanism under agitation. (c) A spectrophotometer
to analyse any potential leakage from the sealing mechanism.

capsule was pre-filled with a blue coloured sample and the
capsule was placed in a test tube filled with a colourless solution
(saline) as shown in Fig. 4(b). The blue coloured sample was pre-
pared by adding a blue food colour liquid to water that allowed
to test the sealing mechanism rigorously as liquid sample has
more chances of leakage as opposed to a gel type viscous sample
which will be the actual targeted material (mucus/microbiota)
during in-vivo trials.

The saline solution inside the test tube was observed after the
agitation for any traces of blue colour using a spectrophotometer
(SPECTROstar Nano, BMG Labtech, Germany) as shown in
Fig. 4(c), which could determine any leakage from the storage
chamber into the surrounding saline solution. The spectropho-
tometer measured the optical density (OD) of the blue sample
to act as a reference for tested samples, and it determine an
OD above 3 as shown in Fig. 5. Samples of surrounding fluid
from the test tube were taken from each trial with respective
seals (polyolefin, polyethylene, silicon) and measured for any
potential traces of blue colour mixing using spectrophotometer.
Each sample returned zero OD as shown in Fig. 5, which shows
all the three seals performed well under turbulent conditions.

C. Actuation Mechanism

An active actuation mechanism was designed as shown in
Fig. 6 that triggers the sampling process once the capsule is
at the target-site. The wireless transmitter (Shenzhen Anntem
Technology Co. Ltd, China) operates at 433 MHz, activates the
sampling process when the capsule is at the target-site and the
wireless receiver inside the capsule activates the SMA spring
actuator through a current driver circuit. The two-way SMA
spring actuator is a bi-directional spring that applies force in
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agitation conditions. The blue sample shows OD above 3 while all the three
tested samples returned zero OD showing there was no leakage from the storage
chamber.
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Fig. 6.  Actuation mechanism of robotic capsule.

both directions with the changes in the temperature. The spring
expands (increases in length) when the temperature reaches
52 °C and move back to its original length (compress) when
temperature falls below 42 °C. The temperature difference be-
tween the expansion and compression states of the SMA spring
is due to the hysteresis effect between austenite and martensite
states of the SMA material which is explained in our previous
work [27]. The temperature change in the spring is produced
by passing the current through the spring which increases the
temperature of the spring due to joule heating. The wireless
activation and bi-directional movement of the SMA spring for
opening and closing the sampler is shown in the supplementary
video.

1) Battery Design and Testing: The two-way SMA spring
actuator (Kellogg’s Research Lab, US) was specially designed
for the proposed robotic capsule. This is a compact actuator
(5 mm X ¢ 4 mm) but it required higher amounts of current
(500 mA - 1 A) as it was activated by joule heating. Fulfilling
the requirement of high current is an arduous task due to the
scarcity of high-drain small-size batteries. Therefore, systematic
experiments were conducted to test both commercially avail-
able and custom-made batteries considering high-drain current
requirements. Total sampling duration was 5 minutes and the
battery was required to supply the power to the actuator during
this time. The battery size can be calculated by (1)

C(mAh) = I(mA) = t(h) (1)



CHAPTER 6. ROBOTIC CAPSULE FOR SAMPLING GUT MICROBIOTA 88

REHAN et al.: DEVELOPMENT OF A ROBOTIC CAPSULE FOR IN VIVO SAMPLING OF GUT MICROBIOTA

9521

TABLE I
BATTERIES TESTING ON ACTUATOR

Name Dimensions Capacity | Actuator Response | Current Drain
(mm) (mAh) Time (s) Range (mA)
LR44/SR44 (Sony, Japan) 54x ¢ 11.6 150 - 15-35
675 (Eclipse, US) 54 x ¢ 11.6 620 - 20-100
M10100 (Custom made, Friendly Store, China) 114 x ¢ 10 60 - 10-35
1/73AAA (Custom made, Shop910, China) 16 x ¢ 10 170 - 370 — 460
1/3AAA (Custom made, Shop910, China) 14 x ¢ 10 200 - 200 — 300
2/3AAA (Custom made, Friendly Store, China) 282 x ¢ 10.1 400 - 250 — 350
2/3AAA (Custom made, Friendly Store, China) 28 x ¢ 10 400 60 350 — 450
2/3N (Custom made, Friendly Store, China) 285 x ¢ 12 300 80 200 - 350
HCC1015 (Huahui New Energy, China) 15x ¢ 10 70 1.8 2000 — 3000
ICR10180 (Custom made, Friendly Store, China) 18 x ¢ 10 150 1.5 1500 — 3500
S10 (Custom made, Shop910, China) 18 x ¢ 10 100 1.2 2500 — 3000
HCC1020 (Huahui New Energy, China) 20 x ¢ 10 90 1 3000 — 3500

where, C is the battery capacity, I is the required amount of
current and t is the actuation time (battery life).

Both commercially available and custom designed high drain
batteries were tested on two-way SMA spring actuator to check
the performance of the actuation mechanism. The size and
capacity of each battery along with current drain are shown
in Table I. The battery with the lesser response rate (t < 5 s),
higher drain current (I > 500 mA) and smallest size was selected
(NSC1010) (Huahui New Energy, China).

2) Force Measurement: A two-way SMA spring actuator
was used to open and close the sampler with the help of hinge
mechanism as shown in Fig. 1(c). The amount of force required
to open the sampler at the target-site is defined in (2)

Fo>Fp+f+fs @

where, Fo is the opening force applied by the sampler, Fp is
the force applied by the intestine (peristaltic force) which was
determined to be 226 mN (average) in our previous work [33],
fs is the resistance produced by the sealing mechanism and f
is the accumulated frictional force which can be further defined
as

f:fc+fm+fv:/1'Fs+Ee,+5va 3)

where, f. is the coulomb friction which is the stress on the
capsule due to intestinal motion, f,, is the marginal resistance
that happens due to deformation of intestinal wall which restricts
the sampler movement, and f, is the viscous resistance that
restricts the capsule motion due to obstacles (e.g., chyme or
digesta). The frictional forces are further elaborated on in (3),
where p is the coefficient of friction, F is the normal force
on the sampler, F is the force due to the deformation of the
intestine, 0 is the coefficient of viscosity, N, is the radial stress
on the sampler and v is the velocity of sampler. These frictional
forces were described in our previous work, and overall frictional
forces can be considered as 200mN [25].

The sealing mechanism has increased the amount of resistance
(fs) hence increasing the required force to open the sampler at
the target site as shown in (2). Therefore, we have measured
the overall actuator force generated before and after the sealing
mechanism was added as shown in Fig. 7 to choose the optimum

—e—Without seal =e=Polyolefin seal —=—Polyethylene seal =e=Silicon seal
1200
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Fig. 7. Force analysis before and after sealing mechanism.

sealant for our capsule. A UTM as shown in Fig. 2(b) was used
to measure the accumulated sampler force.

The two-way SMA spring actuator generates more than 1 N
force for currents between 500 mA to 900 mA without the seal-
ing mechanism, which can be supplied by the selected battery
(NSC1010). The polyolefin seal and polyethylene seal offered
higher resistance to the actuator, hence overall output force with
these seals was less than 600 mN. The silicon seal showed greater
flexibility at the hinge mechanism and the actuator applied
around 800 mN force after this seal was added. Since the required
force to collect a digesta sample is more than 426 mN (Fp is
226 mN and f is 200 mN), all three materials can be used as
sealants.

Based on pre-sampling sealing test, post-sampling sealing test
and force measurement experiments, silicon seal was selected
as it offered greater output force while stopping the leakage into
the storage chamber completely.

D. Development of a Gut Simulator

A customised in-vitro gut simulator was designed to replicate
the overall gut environment in terms of pH, temperature, enzyme
activity, digesta content and retention time to allow the capsule to
experience gut transit in-vivo and determine any potential failure
point. A 15 g dog food sample along with robotic capsule were
placed in a specimen container on 15 place hotplate magnetic
stirrer (IKA RO 15, Bio-strategy, New Zealand) as shown in
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Fig. 9. In-vitro experimental setup to maintain peristaltic movements of ex-
vivo intestine.

Fig. 8. The bench has a built-in hot plate which kept the tem-
perature at 37 °C and the magnetic stirrer continuously rotated
the sample to replicate the gastric motion which is common to
digestion [34]. Water, HCI and pepsin were added to maintain
the pH at 2.0 as per the specified quantities in [34] and the
mixture along with the capsule was stirred at 150 rpm for 3
hours to simulate the gastric environment [32]. Afterwards,
pancreatin, NaHCOg3 and Na maleate buffer solution were added
to neutralise the pH at 7.0 as per the specified quantities in [34]
before stirring for another 3 hours to simulate the intestinal
environment. The robotic capsule retention timings for each
phase, e.g., stomach and small intestine, were obtained from
a related study on beagle dogs [32].

E. Living Intestinal Trials for Sample Collection

A customised in-vitro experimental setup was designed as
shown in Fig. 9, that can maintain the peristaltic movements
of a freshly dissected animal intestine [35]. The experimental
setup keeps the intestinal tissue alive for 6 hours at a pH of
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7.4 using ringer’s solution under 39 °C [27]. The system acted
as a proxy for in-vivo trials and the sampling capability of the
wireless robotic capsule was tested using living intestinal tissue
exhibiting peristaltic movements as shown in supplementary
video.

III. RESULTS AND DISCUSSION
A. Gut Simulator — in Vitro Study

The storage chambers of three capsules were pre-filled with
a yellow litmus paper and these capsules were not actuated
(opened) during entire journey in the gut simulator to check the
sealing capability. After passing through both stomach and in-
testinal environments, the colour of litmus paper did not change,
as shown in the supplementary video, which indicates the seal
worked successfully during the trials. The aim of these trials
was to rigorously test the sealing mechanism in a proxy in-vivo
environment.

In addition, two separate capsules without litmus paper
(empty storage chambers) were also tested which were actuated
(opened) during intestinal simulation phase. After the trials,
the storage chamber were checked and they were filled with
the content, which demonstrated the capsule had collected the
surrounding fluid (sample) during these trials.

B. Sampling Trials on Living Intestines

The fresh small intestines of sheep were obtained from a local
butcher and cut into 300 mm long sections. The robotic capsule
was inserted into the intestinal tissue manually and placed in
the ringer’s solution (in vitro experimental setup). Once the
intestine started applying the peristaltic forces that can be seen
in the supplementary video, the robotic capsule was actuated
wirelessly to collect the sample. The sample collection process
was stopped after 5 minutes through wireless transceiver and the
collected quantity of digesta was measured afterwards.

1) Seal Optimisation for Optimum Collection: Initial trials
resulted in collecting an average of 68 L. content which was less
than the targeted (desired) quantity of 100 pL [36] (the amount
for the assessment of full microbiome using next generation
sequencing methods [31]). This mainly occurred due to the
seal which stopped the sampler from fully opening against the
intestinal wall. Therefore, the filling percentage of the silicon
seal between seal 1 and seal 2 as shown in Fig. 1(a) was optimised
to allow the sampler to open wider and collect more sample.
The silicon seal was filled at 3 levels i.e., 100%, 75% and 50%
and they all ensured a proper seal without any leakage during
pre-sampling and post-sampling trials as detailed in the previous
sections. The robotic capsule collected an average of 108 uL
sample at 75% filling and 133 uL sample at 50% filling as
shownin Fig. 10 which shows that lesser filling makes the sealing
area more flexible allowing the sampler to open fully. Therefore,
50% seal was considered as an optimum level of filling which
allows collection of more than the 100 pL content (desired
quantity [36]) and also ensured the proper encapsulation (no
leakage). Each trial was performed three times and the standard
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Fig. 10.  (Left) Optimisation of filling percentage for the silicon seal of robotic
capsule under intestinal trials. (Right) Sample collection from duodenal and ileal
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deviation was 16.9, 31.1, 34.7 and 13.1 for 0%, 50%, 75% and
100% seal fillings respectively.

2) Sample Collection Trials: The robotic capsule was tested
using duodenal and ileal tissues which are the beginning and
ending regions of small intestine to ascertain effective collection
throughout the small intestine during future in vivo trials. The
capsule collected an average of 128 pL and 107 pL of digesta
from duodenal and ileal regions as shown in Fig. 10. Each
trial was performed three times and the standard deviation was
27.1 and 26.5 for duodenal and ileal regions respectively. The
duodenal tissue resulted in higher collection as compared to
ileum region possibly due to its smaller diameter that resulted in
better collection from the mucosa layer (inner wall of intestine).

C. Discussion

Most of the capsules described in the literature focus on
arbitrary collection of surrounding fluid which cannot guarantee
collecting arepresentative microbiome sample from a gut region.
The developed robotic capsule has a capability to collect a full
microbiome sample with the help of its unique design, which
scrapes the content from the intestinal wall as a significant
population of microbiota reside on the mucosa layer [5]. During
intestinal trials the opened sampler was facing the intestinal
wall and the peristaltic forces pushed it forward aiding to the
sample collection. During in-vivo trials capsules may not enter
the intestine in forward direction, so the capsule was also tested
in a backward orientation (sampler facing the intestinal wall
from the back) and it collected an average of 85 ;L. content in two
trials which is less than the desired quantity of 100 pL, but still
sufficient to perform the microbiome assessment [36]. Though
the targeted (desired) sampling quantity of 100 pL allows the
assessment of full microbiome using next generation sequencing
methods, samples between 18 L and 61 pL. were successfully
analysed in a related study that shows lesser quantities can be
used for microbiota analysis [22]. If needed, the direction the
capsule faces as it enters the intestine can be controlled during
in-vivo trials with magnetic locomotion methods to collect more
than 100 pL sample size [8], [12].

The sampler in the proposed design needs to overcome
peristaltic forces to scrape the microbiota population from the
intestine wall, hence it requires an actuator with a higher output
force. A two-way SMA spring actuator is designed for the
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proposed prototype which is rarely used before by any other
robotic capsule studies. The major limitation of SMA actuators
is a high current requirement and hence small batteries are not
suitable. In the proposed actuation system, by evaluating various
customised and commercially available high drain batteries, a
suitable candidate has been selected, which was small enough
(10 mm x ¢ 10 mm) to fit into a robotic capsule. Both inside and
outside temperatures of the robotic capsule were measured using
a thermal imaging camera (TG167, FLIR Systems Inc., USA)
during actuation which determined that the inside temperature
was 53.2 °C while the outside temperature was 34.4 °C. This
shows that the high-drain battery or the SMA spring (when
hot) will not pose any harm during in-vivo studies. The wireless
transceiver used for initiating the sampling process will be useful
during in vivo trials as targeted sampling can be achieved using
imaging devices, e.g., X-ray or ultrasound [37].

Sealing is very important to avoid contamination both before
and after the sample collection which is designed, optimised and
extensively tested to protect the storage chamber during in vivo
trials. The sealing also makes sure that the sample does not leak
out after collection and the sample is ready for analysis after
retrieval.

The current capsule prototype (45 mm x ¢ 12 mm) can be
tested on large animals e.g., cows and horses but will require
further miniaturisation for human testing. The length of current
wireless board is 17 mm which can be reduced to 5 mm by
miniaturising it on a round PCB which will reduce the capsule
size to 33 mm x ¢ 12 mm that will be similar to the acceptable
capsule size for human trials approved by FDA (PillCam UGI
323 mmx ¢ 11.6 mm) [38].

IV. CONCLUSION

A standalone robotic capsule was developed to collect the
microbiota from the gut during in-vivo trials. A small size high-
drain current battery (necessary for SMA actuators) has been
utilised to develop a standalone robotic capsule. The challenges
of safety, both for the host and the capsule itself are resolved
by fabricating the capsule with bio-compatible materials that
neither deteriorates nor harms the host. Three sealing materials
were tested for the proposed capsule to secure the sample from
contamination and the selected material (silicon) was optimised
to ensure optimum sample collection at the target-site. A special
gut simulator was designed to replicate the different stages
of in-vivo environment and the capsule underwent full testing
to ensure safe passage during future in-vivo trials. Lastly, the
capsule has successfully collected more than the target amount
of 100 pL sample under proxy in-vivo environment (living
intestine), which provides enough confidence to perform in-vivo
studies in the next study.

ANIMAL ETHICS

The animal intestines were sourced from a butcher and it
was not required to kill any animal for our research. Massey
University Animal Ethics Committee only require animal ethics
approval if the animal is killed for the research itself, which was
not the case in this study. Therefore, the study is exempt from
animal ethics approval.
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Chapter 7

Conclusion

A robotic capsule prototype has been developed in this thesis that has a potential to
collect gut microbiota both from humans and animals. This sampling robot can serve as
a clinical tool in future to assist in better understanding of the human health. In addi-
tion, the developed device can also be used to sample an animal’s gut for understanding

digestion and nutrient absorption and for optimising diets.

7.1 Conclusions

The human gastrointestinal tract is a mystery and researchers know very little about
it. This is mainly due to the lack of minimally invasive tools and the complexity
of accessing the full length of the gut. Initially, this thesis covers the importance of
gut microbiota, the role microbiota play in food digestion and nutrients absorption,
highlighting its relationship with human health and disease, and showing its linkage
with mental health. Furthermore, it was established that the location from where the
microbiota is collected and the mechanism or tool by which it is collected is important
to assure the complete assessment of the microbial community. Despite the increasing
importance of microbiota and its role in host health, it is not fully explored yet due to
the limitations of traditional tools and methods. Therefore, it is crucial to develop a
tool that has a potential to collect samples from gut lining (radial precision) throughout
the length of the gut (longitudinal precision) to assure full microbiota assessment.
The primary challenge in designing such a tool is the lack of knowledge about gut
mechanics in terms of amount and frequency of peristaltic forces applied on a robotic
capsule. This information is critical as the robotic capsule needs to overcome the peri-
staltic forces to collect microbiota from the gut lining and without the knowledge of
these forces it is not possible to design efficient small scale actuators and related com-

ponents. Therefore, in this thesis, the quantification of peristaltic forces was performed
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systematically by developing an analytical model of small intestine initially, then sim-
ulating this model in COMSOL Multiphysics and lastly performing experiments with
living small intestines to measure the peristaltic forces applied on a robotic capsule by
small intestinal tissue. This is covered in Chapter 3 of the thesis and allowed me to set
the precedence for the amount of peristaltic forces that robotic capsule needed to over-
come for collecting a sample from the gut lining. This further allowed the development
of actuators dedicated for a robotic capsule or a similar small scale device, in the next
chapters.

The key limitation of existing laboratory prototypes (sampling devices), as identified
in the Chapter 2 of this thesis, is that they only capture the surrounding fluid which is
mainly a digesta sample and cannot guarantee full microbiota assessment. The Chapter
4 of the thesis focuses on the design and fabrication of a robotic capsule that collects the
sample from both luminal digesta (surrounding the capsule) and gut lining (intestinal
wall). This unique design ejects a collection bucket from the capsule shell using a
hinge-based mechanism that collected more than 100 pL of mucus/digesta content
during ez-vivo intestinal trials. Lab analysis of the collected sample indicated that the
proposed design of the sampling mechanism shows promise for sampling microbiota
from the GI tract. The sample collected with this design of robotic capsule should
allow a full microbiota assessment as it clearly captures a sample of both the mucosa
layer and digesta ensuring the collection of all major microbial communities.

The knowledge of peristaltic forces, covered in Chapter 3, allowed me to develop two
separate designs of SMA spring actuators consecutively in Chapters 4 and 5. In Chapter
4, a concentric configuration of two SMA springs was organised to perform push and pull
movements that were utilised by the sampling mechanism to eject the sampler outside
of the capsule (for sample collection) and then back inside (for sample storage). This
unique design of two SMA springs, work in antagonistic configuration that allow to and
fro motion when the relevant spring is activated. However, this design was complex and
required high amounts of power which was a challenge in a robotic capsule with limited
space to accommodate batteries. Therefore, the design was improved in Chapter 5
by introducing a two-way SMA spring that provided both push and pull movements
at different temperatures. This unique two-way effect was tested for the first time in
any robotic capsule application and allowed space and power requirement savings. To
assure that the new design of actuator (Chapter 5) was compatible with the previously
designed sampling mechanism (Chapter 4), the robotic capsule was tested in living
small intestines of three animal species (cow, sheep and pig). The average sample
collection across all the species were more than 100 pL. which is an adequate quantity
for performing microbiota assessment through next generation sequencing techniques.

However, the design of robotic capsule presented in Chapter 5, is lacking in two
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aspects. First, it was powered by a AAA battery that is 45 mm x ¢ 10.5 mm in size
which restricted its testing under in-vivo conditions (in animals or humans). Second,
the sample contamination issue was not addressed and it was possible for the collected
sample to get mixed with content from non-targeted sites. Therefore, these limitations
were addressed in Chapter 6, by analysing small size high-drain current batteries which
were necessary for SMA actuators. Furthermore, three sealing materials were tested
for the proposed capsule to secure the sample from contamination and the selected
material (silicon) was tested to ensure optimum sample collection at the target-site.
The challenges of safety, both for the host and the capsule itself were resolved by
fabricating the capsule with bio-compatible materials that neither deteriorate nor harm
the host. Lastly, to ensure that the developed capsule prototype was fit for in-vivo trials,
consideration was given to rigorous testing under various gut conditions. A special
gut simulator was designed to replicate the different parts of the in-vivo environment
and the capsule underwent full testing to ensure safe passage during future in-vivo
trials. Lastly, the capsule has successfully collected more than the target amount of 100
puL sample under a proxy in-vivo environment (living small intestine), which provides
enough confidence to perform in-vivo studies in future.

The stage-wise development of robotic capsule in this thesis has significantly reduced
the limitations as laid down in Chapter 1. These findings will help researchers to
develop more tools for sampling the gut that would eventually increase our knowledge
of microbial communities and their relationship with human health. The design detailed
in this thesis is a proof of concept for in-vivo testing after miniaturisation and it will

allow to perform full microbiota assessment in future.

7.2 Future research directions

The robotic capsule prototype developed in this thesis has a potential to collect digesta
and gut microbiota from big animals like a cow or horse. In future, the size of the
capsule can be miniaturised to test it in smaller animals and humans. Following research

directions will improve the gut health diagnosis.

7.2.1 Miniaturisation of the developed capsule

The capsule developed in this thesis can be miniaturised to test it in humans. A rela-
tively quick way to reduce the prototype dimension to swallowable size is by changing
the shape and reducing the size of the wireless receiver. Further miniaturisation can
be achieved by using modern manufacturing tools like a micro-milling machine to fab-
ricate the capsule shell. The miniaturisation to ingestible size may allow us to better

diagnose human health conditions that will in turn improve the treatment methods. A
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sampling device of ingestible size may enable better treatment of gut related problems
like inflammatory bowel diseases, ulceration, coeliac disease, Crohn’s disease, and irri-
table bowel syndrome. Furthermore, early diagnosis of diseases like cancer, obesity and
diabetes might be realised which would help to treat these deadly diseases effectively.

However, the miniatursation process will have its own limitations. Therefore, it
is critical to determine the optimal size of the capsule that can pass through the gut
of animals and humans. A dummy capsule study should be conducted to determine
the maximum size of the capsule that will allow the safe passage of the capsule while
utilising the possible maximum space to incorporate the mechanical and electronic

components for robotic capsule.

7.2.2 Determination of optimal size to pass through the gut

A study with a patency capsule (dummy capsule shell without any internal components)
should determine the maximum size of the capsule that can pass through different
animals. This patency capsule study will allow testing of the capsule developed in this
thesis in smaller animals like pigs and dogs. This development will extend to range
of species able to be studied using the technology and will ultimately contribute to
studying nutrient absorption and digestion which will improve our understanding of
nutritional requirements of animals and allow to develop better foods for animals.
The patency capsule with smaller size, e.g., 25 mm, in length and 12 mm in diameter
should be tested initially to pass through the gut of small animal, e.g., dog. Once the
capsule has proven to pass through the gut, 30 mm length with similar diameter (12
mm) can be tested next. Furthermore, 35 mm and 40 mm lengths can be tested
to determine the maximal size of the capsule that can pass through the gut without
posing any danger to the animal. Similarly, other species can be tested to determine
the maximal size of a capsule for their gut. The patency capsule can be developed with
a biodegradable material to pose less harm to the animal, and be designed to dissolve in
the gut over the time, in case the capsule gets stuck. Therefore, this will not endanger
the animal while allowing determination of the maximum capsule size. This study will
benefit the researchers working in the gut robotics field to develop better tools with
the size that can pass through the animal’s gut. Additionally, this study can further

help to test the maximal size of a capsule to be used in humans for gut diagnosis.
7.2.3 Localisation methods to track the capsule

Onboard actuation

The identification of the target-site is critical to trigger the sampling process in order to

collect gut microbiota from specific locations. This can be achieved by placing a small
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pH sensor inside the capsule that can determine the transition from the stomach to the
small intestine in the gut. Furthermore, a microcontroller may be able to trigger the
sample collection process using transit profiles. An efficient mechanism that is small
enough to fit inside the capsule and draws little power is desired to solve the localisation
problem. Considering that the space is a major factor in the design of robotic capsule,
external devices can be used to track the capsule that will not consume any power and

space from the capsule.

External tracking

Another method to track the capsule movement is through the imaging devices, e.g.,
x-ray or ultrasound. Imaging devices can be used but the precise tracking of the capsule
inside the gut needs to be improved. Long term x-ray exposure may pose challenges
and are not considered as efficient way to localise the capsule. Therefore, tracking
via ultrasound might be a good option but the current literature provides a handful
possibilities around the use of ultrasound machines. Considering that the ultrasound
machines do not harm the host even with long term exposure and the latest machines
are portable so performing these tests will be relatively easier as opposed to x-ray. A
diversified team of engineers, animal scientists, ultrasound technicials and clinicians
may able to develop some solution that will help to expand the field of robotic capsule

to perform a range of activities (therapeutics, diagnosis and treatment) inside the gut.

7.2.4 Gadgets for gut

In the future, the robotic capsule may be made less dependent on any external system
like tracking via imaging devices or triggering through external activation. This may
simplify the process and allow capsule testing at home for personalised treatments
which will reduce the burden on the healthcare system. Software on a mobile device
may interpret the results in a similar way to portable blood-sugar testing machines
which are operated by the users at home currently. The mobile software may also
update the diagnoses regularly to make and prepare weekly diet plans for optimum
results. The smart sampling devices could also specify optimal diets for each individual
based on their microbiota composition. The rapid pace in development could determine
that this happens in near future and the next generation may keep a log of their gut
health from childhood to assess any drastic changes in their health to treat themselves
with the aid of prescriptions provided by machine learning algorithms and artificial
intelligence, without even visiting a doctor. This will not remove the doctors and
physicians from this treatment process, rather their role will be changed from looking
the patients physically to checking their health status online and they can intervene if

needed. Specially, with the COVID restrictions observed recently, this will allow the
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doctors to perform diagnosis and treatment from their offices or personal space.
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of publication), advance online publication, day month year (doi: 10.1038/s;.
[JOURNAL ACRONYMY))

For Book content:
Reprinted/adapted by permission from [the Licensor]: [Book Publisher (e.g.
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Palgrave Macmillan, Springer etc) [Book Title] by [Book author(s)]
[COPYRIGHT] (year of publication)

Other Conditions:

Version 1.3

Questions? customercare@copyright.com or +1-855-239-3415 (toll free in the US) or
+1-978-646-2777.
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CCC Marketplace”

This is a License Agreement between Muhammad Rehan ("User") and Copyright Clearance Center, Inc. ("CCC") on
behalf of the Rightsholder identified in the order details below. The license consists of the order details, the
Marketplace Order General Terms and Conditions below, and any Rightsholder Terms and Conditions which are

included below.
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All payments must be made in full to CCCin accordance with the Marketplace Order General Terms and Conditions

below.

Order Date
Order License ID
ISSN

LICENSED CONTENT

Publication Title
Article Title

Author/Editor

Date
Language

Country

REQUEST DETAILS

Portion Type

Number of images /
photos/illustrations

Format (select all that
apply)

Who will republish the
content?

Duration of Use
Lifetime Unit Quantity
Rights Requested

NEW WORK DETAILS

Title

274ul-2022
1252202-1
1473-0197

Labonachip

Small intestinal sampling
capsule for inflammatory
bowel disease type
detection and
management

Royal Society of Chemistry
(Great Britain)

01/01/2001
English

United Kingdom of Great
Britain and Northern
Ireland

Image/photo/illustration
2

Print, Electronic

Author of requested
content

Life of current edition
Up to 4,999
Main product

Robotic Capsule for
Sampling Gut Microbiota:
Design, Development and
Evaluation

Type of Use
Publisher

Portion

Rightsholder
Publication Type
Start Page

End Page

Issue

Volume

Distribution

Translation

Copies for the disabled?
Minor editing privileges?

Incidental promotional
use?

Currency

Institution name

Expected presentation
date

Republishiin a
thesis/dissertation
ROYAL SOCIETY OF
CHEMISTRY
Image/photo/illustration

Royal Society of Chemistry
Journal

57

70

1

22

Worldwide

Original language of
publication

No
Yes

No

usDh

Massey University
2022-10-18
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Instructor name

Muhammad Rehan

ADDITIONAL DETAILS

Order reference number

(64]

REUSE CONTENT DETAILS

Title, description or
numeric reference of the
portion(s)

Editor of portion(s)

Fig. 1 (aand b)and Fig. 2 (a)

Nejati, Sina; Wang,
Jiangshan; Heredia-Rivera,
Ulisses; Sedaghat,
Sotoudeh; Woodhouse,
lan; Johnson, Jay S.; Verma,
Mohit; Rahimi, Rahim

The requesting person /
organization to appear
on thelicense

Title of the article/chapter
the portionisfrom

Author of portion(s)
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Muhammad Rehan

Smallintestinal sampling
capsule for inflammatory
bowel disease type
detection and
management

Nejati, Sina; Wang,
Jiangshan; Heredia-Rivera,
Ulisses; Sedaghat,
Sotoudeh; Woodhouse,

2 lan; Johnson, Jay S.; Verma,
Mohit; Rahimi, Rahim

Volume of serial or
monograph
Issue, if republishing an 1

57-70 ) )
articlefrom a serial

Page or page range of
portion
Publication date of 2021-11-26

portion

Marketplace Order General Terms and Conditions

The following terms and conditions (“General Terms”), together with any applicable Publisher Terms and Conditions, govern
User's use of Works pursuant to the Licenses granted by Copyright Clearance Center, Inc. (“CCC") on behalf of the applicable
Rightsholders of such Works through CCC's applicable Marketplace transactional licensing services (each, a “Service").

1) Definitions. For purposes of these General Terms, the following definitions apply:

“License” is the licensed use the User obtains via the Marketplace platform in a particular licensing transaction, as set forth in
the Order Confirmation.

“Order Confirmation” is the confirmation CCC provides to the User at the conclusion of each Marketplace transaction.
“Order Confirmation Terms” are additional terms set forth on specific Order Confirmations not set forth in the General
Terms that can include terms applicable to a particular CCC transactional licensing service and/or any Rightsholder-specific
terms.

"Rightsholder(s)” are the holders of copyright rights in the Works for which a User obtains licenses via the Marketplace
platform, which are displayed on specific Order Confirmations.

"Terms” means the terms and conditions set forth in these General Terms and any additional Order Confirmation Terms
collectively.

"User” or "you” is the person or entity making the use granted under the relevant License. Where the person accepting the
Terms on behalf of a User is a freelancer or other third party who the User authorized to accept the General Terms on the
User's behalf, such person shall be deemed jointly a User for purposes of such Terms.

“Work(s)" are the copyright protected works described in relevant Order Confirmations.

2) Description of Service. CCC's Marketplace enables Users to obtain Licenses to use one or more Works in accordance with
all relevant Terms. CCC grants Licenses as an agent on behalf of the copyright rightsholder identified in the relevant Order
Confirmation.

https://marketplace.copyright.com/rs-ui-web/mp/license/013c8956-52ed-440a-8528-00d376e50907/2f3e848c-214d-4848-8d02-ee 1cbdd83692

2/7



APPENDIX C. REPRINTS AND PERMISSIONS 116

8/4/22, 12:29 AM https://marketplace.copyright.com/rs-ui-web/mp/license/013c8956-52ed-440a-8528-00d376e50907/2f3e848c-214d-4848-8d02-ee...

3) Applicability of Terms. The Terms govern User's use of Works in connection with the relevant License. In the event of
any conflict between General Terms and Order Confirmation Terms, the latter shall govern. User acknowledges that
Rightsholders have complete discretion whether to grant any permission, and whether to place any limitations on any grant,
and that CCC has no right to supersede or to modify any such discretionary act by a Rightsholder.

4) Representations; Acceptance. By using the Service, User represents and warrants that User has been duly authorized by
the User to accept, and hereby does accept, all Terms.

5) Scope of License; Limitations and Obligations. All Works and all rights therein, including copyright rights, remain the
sole and exclusive property of the Rightsholder. The License provides only those rights expressly set forth in the terms and
conveys no other rights in any Works

6) General Payment Terms. User may pay at time of checkout by credit card or choose to be invoiced. If the User chooses
to be invoiced, the User shall: (i) remit payments in the manner identified on specific invoices, (ii) unless otherwise
specifically stated in an Order Confirmation or separate written agreement, Users shall remit payments upon receipt of the
relevant invoice from CCC, either by delivery or notification of availability of the invoice via the Marketplace platform, and (iii)
if the User does not pay the invoice within 30 days of receipt, the User may incur a service charge of 1.5% per month or the
maximum rate allowed by applicable law, whichever is less. While User may exercise the rights in the License immediately
upon receiving the Order Confirmation, the License is automatically revoked and is null and void, as if it had never been
issued, if CCC does not receive complete payment on a timely basis.

7) General Limits on Use. Unless otherwise provided in the Order Confirmation, any grant of rights to User (i) involves only
the rights set forth in the Terms and does not include subsequent or additional uses, (i) is non-exclusive and non-
transferable, and (iii) is subject to any and all limitations and restrictions (such as, but not limited to, limitations on duration
of use or circulation) included in the Terms. Upon completion of the licensed use as set forth in the Order Confirmation, User
shall either secure a new permission for further use of the Work(s) or immediately cease any new use of the Work(s) and
shall render inaccessible (such as by deleting or by removing or severing links or other locators) any further copies of the
Work. User may only make alterations to the Work if and as expressly set forth in the Order Confirmation. No Work may be
used in any way that is defamatory, violates the rights of third parties (including such third parties' rights of copyright,
privacy, publicity, or other tangible or intangible property), or is otherwise illegal, sexually explicit, or obscene. In addition,
User may not conjoin a Work with any other material that may result in damage to the reputation of the Rightsholder. User
agrees to inform CCC if it becomes aware of any infringement of any rights in a Work and to cooperate with any reasonable
request of CCC or the Rightsholder in connection therewith.

8) Third Party Materials. In the event that the material for which a License is sought includes third party materials (such as
photographs, illustrations, graphs, inserts and similar materials) that are identified in such material as having been used by
permission (or a similar indicator), User is responsible for identifying, and seeking separate licenses (under this Service, if
available, or otherwise) for any of such third party materials; without a separate license, User may not use such third party
materials via the License.

9) Copyright Notice. Use of proper copyright notice for a Work is required as a condition of any License granted under the
Service. Unless otherwise provided in the Order Confirmation, a proper copyright notice will read substantially as follows:
"Used with permission of [Rightsholder's name], from [Work's title, author, volume, edition number and year of copyright];
permission conveyed through Copyright Clearance Center, Inc." Such notice must be provided in a reasonably legible font
size and must be placed either on a cover page or in another location that any person, upon gaining access to the material
which is the subject of a permission, shall see, or in the case of republication Licenses, immediately adjacent to the Work as
used (for example, as part of a by-line or footnote) or in the place where substantially all other credits or notices for the new
work containing the republished Work are located. Failure to include the required notice results in loss to the Rightsholder
and CCC, and the User shall be liable to pay liquidated damages for each such failure equal to twice the use fee specified in
the Order Confirmation, in addition to the use fee itself and any other fees and charges specified.

10) Indemnity. User hereby indemnifies and agrees to defend the Rightsholder and CCC, and their respective employees
and directors, against all claims, liability, damages, costs, and expenses, including legal fees and expenses, arising out of any
use of a Work beyond the scope of the rights granted herein and in the Order Confirmation, or any use of a Work which has
been altered in any unauthorized way by User, including claims of defamation or infringement of rights of copyright,
publicity, privacy, or other tangible or intangible property.

11) Limitation of Liability. UNDER NO CIRCUMSTANCES WILL CCC OR THE RIGHTSHOLDER BE LIABLE FOR ANY DIRECT,
INDIRECT, CONSEQUENTIAL, OR INCIDENTAL DAMAGES (INCLUDING WITHOUT LIMITATION DAMAGES FOR LOSS OF
BUSINESS PROFITS OR INFORMATION, OR FOR BUSINESS INTERRUPTION) ARISING OUT OF THE USE OR INABILITY TO USE A
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WORK, EVEN IF ONE OR BOTH OF THEM HAS BEEN ADVISED OF THE POSSIBILITY OF SUCH DAMAGES. In any event, the total
liability of the Rightsholder and CCC (including their respective employees and directors) shall not exceed the total amount
actually paid by User for the relevant License. User assumes full liability for the actions and omissions of its principals,
employees, agents, affiliates, successors, and assigns.

12) Limited Warranties. THE WORK(S) AND RIGHT(S) ARE PROVIDED "AS IS." CCC HAS THE RIGHT TO GRANT TO USER THE
RIGHTS GRANTED IN THE ORDER CONFIRMATION DOCUMENT. CCC AND THE RIGHTSHOLDER DISCLAIM ALL OTHER
WARRANTIES RELATING TO THE WORK(S) AND RIGHT(S), EITHER EXPRESS OR IMPLIED, INCLUDING WITHOUT LIMITATION
IMPLIED WARRANTIES OF MERCHANTABILITY OR FITNESS FOR A PARTICULAR PURPOSE. ADDITIONAL RIGHTS MAY BE
REQUIRED TO USE ILLUSTRATIONS, GRAPHS, PHOTOGRAPHS, ABSTRACTS, INSERTS, OR OTHER PORTIONS OF THE WORK
(AS OPPOSED TO THE ENTIRE WORK) IN A MANNER CONTEMPLATED BY USER; USER UNDERSTANDS AND AGREES THAT
NEITHER CCCNOR THE RIGHTSHOLDER MAY HAVE SUCH ADDITIONAL RIGHTS TO GRANT.

13) Effect of Breach. Any failure by User to pay any amount when due, or any use by User of a Work beyond the scope of
the License set forth in the Order Confirmation and/or the Terms, shall be a material breach of such License. Any breach not
cured within 10 days of written notice thereof shall result in immediate termination of such License without further notice.
Any unauthorized (but licensable) use of a Work that is terminated immediately upon notice thereof may be liquidated by
payment of the Rightsholder's ordinary license price therefor; any unauthorized (and unlicensable) use that is not
terminated immediately for any reason (including, for example, because materials containing the Work cannot reasonably
be recalled) will be subject to all remedies available at law or in equity, but in no event to a payment of less than three times
the Rightsholder's ordinary license price for the most closely analogous licensable use plus Rightsholder's and/or CCC's costs
and expenses incurred in collecting such payment.

14) Additional Terms for Specific Products and Services. If a User is making one of the uses described in this Section 14,
the additional terms and conditions apply:

a) Print Uses of Academic Course Content and Materials (photocopies for academic coursepacks or classroom
handouts). For photocopies for academic coursepacks or classroom handouts the following additional terms apply:

i) The copies and anthologies created under this License may be made and assembled by faculty members
individually or at their request by on-campus bookstores or copy centers, or by off-campus copy shops and other
similar entities.

i) No License granted shall in any way: (i) include any right by User to create a substantively non-identical copy of
the Work or to edit or in any other way modify the Work (except by means of deleting material immediately
preceding or following the entire portion of the Work copied) (i) permit "publishing ventures" where any particular
anthology would be systematically marketed at multiple institutions.

iii) Subject to any Publisher Terms (and notwithstanding any apparent contradiction in the Order Confirmation
arising from data provided by User), any use authorized under the academic pay-per-use service is limited as follows:

A) any License granted shall apply to only one class (bearing a unique identifier as assigned by the institution,
and thereby including all sections or other subparts of the class) at one institution;

B) use is limited to not more than 25% of the text of a book or of the items in a published collection of essays,
poems or articles;

Q) use is limited to no more than the greater of (a) 25% of the text of an issue of a journal or other periodical or
(b) two articles from such an issue;

D) no User may sell or distribute any particular anthology, whether photocopied or electronic, at more than one
institution of learning;

E) in the case of a photocopy permission, no materials may be entered into electronic memory by User except in
order to produce an identical copy of a Work before or during the academic term (or analogous period) as to
which any particular permission is granted. In the event that User shall choose to retain materials that are the
subject of a photocopy permission in electronic memory for purposes of producing identical copies more than
one day after such retention (but still within the scope of any permission granted), User must notify CCC of such
fact in the applicable permission request and such retention shall constitute one copy actually sold for purposes
of calculating permission fees due; and
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F) any permission granted shall expire at the end of the class. No permission granted shall in any way include
any right by User to create a substantively non-identical copy of the Work or to edit or in any other way modify
the Work (except by means of deleting material immediately preceding or following the entire portion of the
Work copied).

iv) Books and Records; Right to Audit. As to each permission granted under the academic pay-per-use Service, User
shall maintain for at least four full calendar years books and records sufficient for CCC to determine the numbers of
copies made by User under such permission. CCC and any representatives it may designate shall have the right to
audit such books and records at any time during User's ordinary business hours, upon two days' prior notice. If any
such audit shall determine that User shall have underpaid for, or underreported, any photocopies sold or by three
percent (3%) or more, then User shall bear all the costs of any such audit; otherwise, CCC shall bear the costs of any
such audit. Any amount determined by such audit to have been underpaid by User shall immediately be paid to CCC
by User, together with interest thereon at the rate of 10% per annum from the date such amount was originally due.
The provisions of this paragraph shall survive the termination of this License for any reason.

b) Digital Pay-Per-Uses of Academic Course Content and Materials (e-coursepacks, electronic reserves, learning
management systems, academic institution intranets). For uses in e-coursepacks, posts in electronic reserves, posts
in learning management systems, or posts on academic institution intranets, the following additional terms apply:

i) The pay-per-uses subject to this Section 14(b) include:

A) Posting e-reserves, course management systems, e-coursepacks for text-based content, which grants
authorizations to import requested material in electronic format, and allows electronic access to this material to
members of a designated college or university class, under the direction of an instructor designated by the
college or university, accessible only under appropriate electronic controls (e.g., password);

B) Posting e-reserves, course management systems, e-coursepacks for material consisting of photographs
or other still images not embedded in text, which grants not only the authorizations described in Section 14(b)
(i)(A) above, but also the following authorization: to include the requested material in course materials for use
consistent with Section 14(b)(i)(A) above, including any necessary resizing, reformatting or modification of the
resolution of such requested material (provided that such modification does not alter the underlying editorial
content or meaning of the requested material, and provided that the resulting modified content is used solely
within the scope of, and in a manner consistent with, the particular authorization described in the Order
Confirmation and the Terms), but not including any other form of manipulation, alteration or editing of the
requested material;

Q) Posting e-reserves, course management systems, e-coursepacks or other academic distribution for
audiovisual content, which grants not only the authorizations described in Section 14(b)(i)(A) above, but also
the following authorizations: (i) to include the requested material in course materials for use consistent with
Section 14(b)(i)(A) above; (ii) to display and perform the requested material to such members of such class in the
physical classroom or remotely by means of streaming media or other video formats; and (iii) to "clip" or
reformat the requested material for purposes of time or content management or ease of delivery, provided that
such “clipping” or reformatting does not alter the underlying editorial content or meaning of the requested
material and that the resulting material is used solely within the scope of, and in a manner consistent with, the
particular authorization described in the Order Confirmation and the Terms. Unless expressly set forth in the
relevant Order Conformation, the License does not authorize any other form of manipulation, alteration or
editing of the requested material.
ii) Unless expressly set forth in the relevant Order Confirmation, no License granted shall in any way: (i) include any
right by User to create a substantively non-identical copy of the Work or to edit or in any other way modify the Work
(except by means of deleting material immediately preceding or following the entire portion of the Work copied or,
in the case of Works subject to Sections 14(b)(1)(B) or (C) above, as described in such Sections) (ii) permit "publishing
ventures" where any particular course materials would be systematically marketed at multiple institutions.

iii) Subject to any further limitations determined in the Rightsholder Terms (and notwithstanding any apparent
contradiction in the Order Confirmation arising from data provided by User), any use authorized under the
electronic course content pay-per-use service is limited as follows:

A) any License granted shall apply to only one class (bearing a unique identifier as assigned by the institution,
and thereby including all sections or other subparts of the class) at one institution;
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B) use is limited to not more than 25% of the text of a book or of the items in a published collection of essays,
poems or articles;

Q) use is limited to not more than the greater of (a) 25% of the text of an issue of a journal or other periodical or
(b) two articles from such an issue;

D) no User may sell or distribute any particular materials, whether photocopied or electronic, at more than one
institution of learning;

E) electronic access to material which is the subject of an electronic-use permission must be limited by means of
electronic password, student identification or other control permitting access solely to students and instructors
in the class;

F) User must ensure (through use of an electronic cover page or other appropriate means) that any person,
upon gaining electronic access to the material, which is the subject of a permission, shall see:

o aproper copyright notice, identifying the Rightsholder in whose name CCC has granted permission,
o astatement to the effect that such copy was made pursuant to permission,

o astatement identifying the class to which the material applies and notifying the reader that the material has
been made available electronically solely for use in the class, and

o astatement to the effect that the material may not be further distributed to any person outside the class,
whether by copying or by transmission and whether electronically or in paper form, and User must also
ensure that such cover page or other means will print out in the event that the person accessing the
material chooses to print out the material or any part thereof.

G) any permission granted shall expire at the end of the class and, absent some other form of authorization,
User is thereupon required to delete the applicable material from any electronic storage or to block electronic
access to the applicable material.

iv) Uses of separate portions of a Work, even if they are to be included in the same course material or the same
university or college class, require separate permissions under the electronic course content pay-per-use Service.
Unless otherwise provided in the Order Confirmation, any grant of rights to User is limited to use completed no later
than the end of the academic term (or analogous period) as to which any particular permission is granted.

v) Books and Records; Right to Audit. As to each permission granted under the electronic course content Service,
User shall maintain for at least four full calendar years books and records sufficient for CCC to determine the
numbers of copies made by User under such permission. CCC and any representatives it may designate shall have
the right to audit such books and records at any time during User's ordinary business hours, upon two days' prior
notice. If any such audit shall determine that User shall have underpaid for, or underreported, any electronic copies
used by three percent (3%) or more, then User shall bear all the costs of any such audit; otherwise, CCC shall bear
the costs of any such audit. Any amount determined by such audit to have been underpaid by User shall
immediately be paid to CCC by User, together with interest thereon at the rate of 10% per annum from the date
such amount was originally due. The provisions of this paragraph shall survive the termination of this license for any
reason.
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C) Pay-Per-Use Permissions for Certain Reproductions (Academic photocopies for library reserves and interlibrary
loan reporting) (Non-academic internal/external business uses and commercial document delivery). The License
expressly excludes the uses listed in Section (c)(i)-(v) below (which must be subject to separate license from the
applicable Rightsholder) for: academic photocopies for library reserves and interlibrary loan reporting; and non-

academicinternal/external business uses and commercial document delivery.

i) electronic storage of any reproduction (whether in plain-text, PDF, or any other format) other than on a transitory

basis;
ii) the input of Works or reproductions thereof into any computerized database;

iii) reproduction of an entire Work (cover-to-cover copying) except where the Work is a single article;
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iv) reproduction for resale to anyone other than a specific customer of User;

v) republication in any different form. Please obtain authorizations for these uses through other CCC services or
directly from the rightsholder.

Any license granted is further limited as set forth in any restrictions included in the Order Confirmation and/or in these
Terms.

d) Electronic Reproductions in Online Environments (Non-Academic-email, intranet, internet and extranet). For
"electronic reproductions", which generally includes e-mail use (including instant messaging or other electronic
transmission to a defined group of recipients) or posting on an intranet, extranet or Intranet site (including any display
or performance incidental thereto), the following additional terms apply:

i) Unless otherwise set forth in the Order Confirmation, the License is limited to use completed within 30 days for
any use on the Internet, 60 days for any use on an intranet or extranet and one year for any other use, all as
measured from the "republication date" as identified in the Order Confirmation, if any, and otherwise from the date
of the Order Confirmation.

ii) User may not make or permit any alterations to the Work, unless expressly set forth in the Order Confirmation
(after request by User and approval by Rightsholder); provided, however, that a Work consisting of photographs or
other still images not embedded in text may, if necessary, be resized, reformatted or have its resolution modified
without additional express permission, and a Work consisting of audiovisual content may, if necessary, be "clipped"
or reformatted for purposes of time or content management or ease of delivery (provided that any such resizing,
reformatting, resolution modification or “clipping” does not alter the underlying editorial content or meaning of the
Work used, and that the resulting material is used solely within the scope of, and in a manner consistent with, the
particular License described in the Order Confirmation and the Terms.

Miscellaneous.

a) User acknowledges that CCC may, from time to time, make changes or additions to the Service or to the Terms, and
that Rightsholder may make changes or additions to the Rightsholder Terms. Such updated Terms will replace the prior
terms and conditions in the order workflow and shall be effective as to any subsequent Licenses but shall not apply to
Licenses already granted and paid for under a prior set of terms.

b) Use of User-related information collected through the Service is governed by CCC's privacy policy, available online at
www.copyright.com/about/privacy-policy/.

) The License is personal to User. Therefore, User may not assign or transfer to any other person (whether a natural
person or an organization of any kind) the License or any rights granted thereunder; provided, however, that, where
applicable, User may assign such License in its entirety on written notice to CCC in the event of a transfer of all or
substantially all of User's rights in any new material which includes the Work(s) licensed under this Service.

d) No amendment or waiver of any Terms is binding unless set forth in writing and signed by the appropriate parties,
including, where applicable, the Rightsholder. The Rightsholder and CCC hereby object to any terms contained in any
writing prepared by or on behalf of the User or its principals, employees, agents or affiliates and purporting to govern or
otherwise relate to the License described in the Order Confirmation, which terms are in any way inconsistent with any
Terms set forth in the Order Confirmation, and/or in CCC's standard operating procedures, whether such writing is
prepared prior to, simultaneously with or subsequent to the Order Confirmation, and whether such writing appears on
a copy of the Order Confirmation or in a separate instrument.

e) The License described in the Order Confirmation shall be governed by and construed under the law of the State of
New York, USA, without regard to the principles thereof of conflicts of law. Any case, controversy, suit, action, or
proceeding arising out of, in connection with, or related to such License shall be brought, at CCC's sole discretion, in any
federal or state court located in the County of New York, State of New York, USA, or in any federal or state court whose
geographical jurisdiction covers the location of the Rightsholder set forth in the Order Confirmation. The parties
expressly submit to the personal jurisdiction and venue of each such federal or state court.
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non-transferable licence to re-use material as detailed in your request for this/those
purpose(s) only and in accordance with the following conditions:

1) Scope of Licence: Use of the Licensed Material(s) is restricted to the ways specified by
you during the order process and any additional use(s) outside of those specified in that
request, require a further grant of permission.

2) Acknowledgement: In all cases, due acknowledgement to the original publication with
permission from BMJ should be stated adjacent to the reproduced Licensed Material. The
format of such acknowledgement should read as follows:

"Reproduced from [publication title, author(s), volume number, page numbers, copyright
notice year] with permission from BMJ Publishing Group Ltd."

3) Third Party Material: BMJ acknowledges to the best of its knowledge, it has the rights
to licence your reuse of the Licensed Material, subject always to the caveat that
images/diagrams, tables and other illustrative material included within, which have a
separate copyright notice, are presumed as excluded from the licence. Therefore, you should
ensure that the Licensed Material you are requesting is original to BMJ and does not carry
the copyright of another entity (as credited in the published version). If the credit line on any
part of the material you have requested in any way indicates that it was reprinted or adapted
by BMJ with permission from another source, then you should seek permission from that
source directly to re-use the Licensed Material, as this is outside of the licence granted
herein.

4) Altering/Modifying Material: The text of any material for which a licence is granted
may not be altered in any way without the prior express permission of BMJ. If adaptation of
disclaimer: "Adapted by permissionﬁo-m BMIJ Publisﬁg Group Limited. [publication title,
author, volume number, page numbers, copyright notice year]

5) Reservation of Rights: BMJ reserves all rights not specifically granted in the
combination of (i) the licence details provided by you and accepted in the course of this
licensing transaction, (ii) these terms and conditions and (iii) CCC's Billing and Payment
Terms and Conditions.

6) Timing of Use: First use of the Licensed Material must take place within 12 months of
the grant of permission.
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7) Creation of Contract and Termination: Once you have submitted an order via
RightsLink and this is received by CCC, and subject to you completing accurate details of
your proposed use, this is when a binding contract is in effect and our acceptance occurs. As
you are ordering rights from a periodical, to the fullest extent permitted by law, you will
have no right to cancel the contract from this point other than for BMJ's material breach or
fraudulent misrepresentation or as otherwise permitted under a statutory right. Payment must
be made in accordance with CCC's Billing and Payment Terms and conditions. In the event
that you breach any material condition of these terms and condition or any of CCC's Billing
and Payment Terms and Conditions, the license is automatically terminated upon written
notice from BMJ or CCC or as otherwise provided for in CCC's Billing and Payment Terms
and Conditions, where these apply. Continued use of materials where a licence has been
terminated, as well as any use of the Licensed Materials beyond the scope of an unrevoked
licence, may constitute intellectual property rights infringement and BMJ reserves the right
to take any and all action to protect its intellectual property rights in the Licensed Materials.

8) Warranties: BMJ makes no express or implied representations or warranties with respect
to the Licensed Material and to the fullest extent permitted by law this is provided on an "as
is" basis. For the avoidance of doubt BMJ does not warrant that the Licensed Material is
accurate or fit for any particular purpose.

9) Limitation of Liability: To the fullest extent permitted by law, BMJ disclaims all liability
for any indirect, consequential or incidental damages (including without limitation, damages
for loss of profits, information or interruption) arising out of the use or inability to use the
Licensed Material or the inability to obtain additional rights to use the Licensed Material. To
the fullest extent permitted by law, the maximum aggregate liability of BMJ for any claims,
costs, proceedings and demands for direct losses caused by BMJ's breaches of its obligations
herein shall be limited to twice the amount paid by you to CCC for the licence granted
herein.

10) Indemnity: You hereby indemnify and hold harmless BMJ and their respective officers,
directors, employees and agents, from and against any and all claims, costs, proceeding or
demands arising out of your unauthorised use of the Licensed Material.

11) No Transfer of License: This licence is personal to you, and may not be assigned or
transferred by you without prior written consent from BMJ or its authorised agent(s). BMJ
may assign or transfer any of its rights and obligations under this Agreement, upon written
notice to you.

12) No Amendment Except in Writing: This licence may not be amended except in a
writing signed by both parties (or, in the case of BMJ, by CCC on BMJ's behalf).

13) Objection to Contrary terms: BMJ hereby objects to any terms contained in any
purchase order, acknowledgment, check endorsement or other writing prepared by you,
which terms are inconsistent with these terms and conditions or CCC's Billing and Payment
Terms and Conditions. These terms and conditions, together with CCC's Billing and
Payment Terms and Conditions (which to the extent they are consistent are incorporated
herein), comprise the entire agreement between you and BMJ (and CCC) and the Licensee
concerning this licensing transaction. In the event of any conflict between your obligations
established by these terms and conditions and those established by CCC's Billing and
Payment Terms and Conditions, these terms and conditions shall control.

14) Revocation: BMJ or CCC may, within 30 days of issuance of this licence, deny the
permissions described in this licence at their sole discretion, for any reason or no reason,
with a full refund payable to you should you have not been able to exercise your rights in
full. Notice of such denial will be made using the contact information provided by you.
Failure to receive such notice from BMJ or CCC will not, to the fullest extent permitted by
law alter or invalidate the denial. For the fullest extent permitted by law in no event will
BMJ or CCC be responsible or liable for any costs, expenses or damage incurred by you as a
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result of a denial of your permission request, other than a refund of the amount(s) paid by
you to BMJ and/or CCC for denied permissions.

15) Restrictions to the license:

15.1) Promotion: BMJ will not give permission to reproduce in full or in part any
Licensed Material for use in the promotion of the following:

a) non-medical products that are harmful or potentially harmful to health

b) medical products that do not have a product license granted by the Medicines and
Healthcare products Regulatory Agency (MHRA) or its international equivalents.
Marketing of the product may start only after data sheets have been released to
members of the medical profession and must conform to the marketing authorization
contained in the product license.

16) Translation: This permission is granted for non-exclusive world English language rights
only unless explicitly stated in your licence. If translation rights are granted, a professional
translator should be employed and it must be a true reproduction, accurately conveying the
original meaning and of the same quality.

17) STM Permissions Guidelines: For content reuse in journals that qualify for permission
under the STM Permissions Guidelines (which may be updated from time to time) the terms
and conditions of the Guidelines supersede those in this licence. https:/www.stm-
assoc.org/intellectual-property/permissions/permissions-guidelines/

18) General: Neither party shall be liable for failure, default or delay in performing its
obligations under this Licence, caused by a Force Majeure event which shall include any act
of God, war, or threatened war, act or threatened act of terrorism, riot, strike, lockout,
individual action, fire, flood, drought, tempest or other event beyond the reasonable control
of either party.
18.1) In the event that any provision of this Agreement is held to be invalid, the
remainder of the provisions shall continue in full force and effect.
18.2) There shall be no right whatsoever for any third party to enforce the terms and
conditions of this Agreement. The Parties hereby expressly wish to exclude the operation
of the Contracts (Rights of Third Parties) Act 1999 and any other legislation which has
this effect and is binding on this agreement.
18.3) To the fullest extent permitted by law, this Licence will be governed by the laws of
England and shall be governed and construed in accordance with the laws of England.
Any action arising out of or relating to this agreement shall be brought in courts situated
in England save where it is necessary for BMJ for enforcement to bring proceedings to
bring an action in an alternative jurisdiction.

V1.1

Questions? customercare@copyright.com or +1-855-239-3415 (toll free in the US) or
+1-978-646-2777.
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OXFORD UNIVERSITY PRESS LICENSE
TERMS AND CONDITIONS

Jul 28, 2022

This Agreement between Mr. Muhammad Rehan ("You") and Oxford University Press
("Oxford University Press") consists of your license details and the terms and conditions
provided by Oxford University Press and Copyright Clearance Center.

License

Number 5357430374511

License date Jul 28, 2022

Licensed
content Oxford University Press
publisher

Licensed
content Inflammatory Bowel Diseases
publication

Licensed Current Trends in IBD—Development of Mucosal-Based Biomarkers and a
content title Novel Minimally Invasive Recoverable Sampling System

Licensed

Yau, Yunki Y; Wasinger, Valerie C
content author

Licensed
content date

Nov 15, 2021
Type of Use  Thesis/Dissertation

Institution
name

Title of your ~ Robotic Capsule for Sampling Gut Microbiota: Design, Development and
work Evaluation



APPENDIX C. REPRINTS AND PERMISSIONS

Publisher of

your work Massey University

Expected

publication date Oct 2022

Permissions
cost

0.00 USD
Value added tax 0.00 USD

Total 0.00 USD

Title Robotic Capsule for Sampling Gut Microbiota: Design, Development and

Evaluation
Institution Massey University
name
Expected
presentation Oct 2022
date

Order reference

number [69]
Portions Figure 1. The components of the Recoverable Sampling System (RSS)
capsule.
Mr. Muhammad Rehan
School of Food and Advanced Technology,
Massey University, Tennent Drive
Requestor
Location Palmerston Noth, Manawatu 4410
New Zealand
Attn: Mr. Muhammad Rehan
publisher Tox G 125506730

Total 0.00 USD
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Terms and Conditions

STANDARD TERMS AND CONDITIONS FOR REPRODUCTION OF MATERIAL
FROM AN OXFORD UNIVERSITY PRESS JOURNAL

1. Use of the material is restricted to the type of use specified in your order details.

2. This permission covers the use of the material in the English language in the following
territory: world. If you have requested additional permission to translate this material, the
terms and conditions of this reuse will be set out in clause 12.

3. This permission is limited to the particular use authorized in (1) above and does not allow
you to sanction its use elsewhere in any other format other than specified above, nor does it

apply to quotations, images, artistic works etc that have been reproduced from other sources
which may be part of the material to be used.

4. No alteration, omission or addition is made to the material without our written consent.
Permission must be re-cleared with Oxford University Press if/when you decide to reprint.

5. The following credit line appears wherever the material is used: author, title, journal, year,
volume, issue number, pagination, by permission of Oxford University Press or the
sponsoring society if the journal is a society journal. Where a journal is being published on
behalf of a learned society, the details of that society must be included in the credit line.

6. For the reproduction of a full article from an Oxford University Press journal for whatever
purpose, the corresponding author of the material concerned should be informed of the
proposed use. Contact details for the corresponding authors of all Oxford University Press
journal contact can be found alongside either the abstract or full text of the article concerned,
accessible from www.oxfordjournals.org Should there be a problem clearing these rights,
please contact journals.permissions@oup.com

7. If the credit line or acknowledgement in our publication indicates that any of the figures,
images or photos was reproduced, drawn or modified from an earlier source it will be
necessary for you to clear this permission with the original publisher as well. If this
permission has not been obtained, please note that this material cannot be included in your
publication/photocopies.

8. While you may exercise the rights licensed immediately upon issuance of the license at
the end of the licensing process for the transaction, provided that you have disclosed
complete and accurate details of your proposed use, no license is finally effective unless and
until full payment is received from you (either by Oxford University Press or by Copyright
Clearance Center (CCC)) as provided in CCC's Billing and Payment terms and conditions. If
full payment is not received on a timely basis, then any license preliminarily granted shall be
deemed automatically revoked and shall be void as if never granted. Further, in the event
that you breach any of these terms and conditions or any of CCC's Billing and Payment
terms and conditions, the license is automatically revoked and shall be void as if never
granted. Use of materials as described in a revoked license, as well as any use of the
materials beyond the scope of an unrevoked license, may constitute copyright infringement
and Oxford University Press reserves the right to take any and all action to protect its
copyright in the materials.
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9. This license is personal to you and may not be sublicensed, assigned or transferred by you
to any other person without Oxford University Press’s written permission.

10. Oxford University Press reserves all rights not specifically granted in the combination of
(i) the license details provided by you and accepted in the course of this licensing
transaction, (ii) these terms and conditions and (iii) CCC’s Billing and Payment terms and
conditions.

11. You hereby indemnify and agree to hold harmless Oxford University Press and CCC, and
their respective officers, directors, employs and agents, from and against any and all claims
arising out of your use of the licensed material other than as specifically authorized pursuant
to this license.

12. Other Terms and Conditions:

vl4

Questions? customercare@copyright.com or +1-855-239-341S5 (toll free in the US) or
+1-978-646-2777.
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JOHN WILEY AND SONS LICENSE
TERMS AND CONDITIONS

Jul 28, 2022

This Agreement between Mr. Muhammad Rehan ("You") and John Wiley and Sons ("John

Wiley and Sons") consists of your license details and the terms and conditions provided by
John Wiley and Sons and Copyright Clearance Center.

License Number 5357430695500

License date Jul 28, 2022

Licensed Content

Publisher John Wiley and Sons
Licensed Content International Journal of Medical Robotics and Computer Assisted
Publication Surgery

Capsule robot for gut microbiota sampling using shape memory

Licensed Content Title .
alloy spring

Licensed Content
Author

Ebubekir Avci, David G. Thomas, Ibrahim Al-Bahadly, et al
Licensed Content Date Aug 14, 2020

Licensed Content
Volume

16

Licensed Content Issue 5

Licensed Content
Pages

Type of use Dissertation/Thesis



APPENDIX C. REPRINTS AND PERMISSIONS

Requestor type

Format

Portion

Number of
figures/tables

Will you be
translating?

Title

Institution name

Expected presentation
date

Order reference
number

Portions

Requestor Location

Publisher Tax ID

Total

Terms and Conditions

Author of this Wiley article

Print and electronic

Figure/table

Robotic Capsule for Sampling Gut Microbiota: Design,
Development and Evaluation

Massey University

Oct 2022

[75]

Figure 2: Sampling mechanism of capsule robot

Mr. Muhammad Rehan

School of Food and Advanced Technology,
Massey University, Tennent Drive
Palmerston Noth, Manawatu 4410

New Zealand
Attn: Mr. Muhammad Rehan

EU826007151

0.00 USD

TERMS AND CONDITIONS
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This copyrighted material is owned by or exclusively licensed to John Wiley & Sons, Inc. or
one of its group companies (each a"Wiley Company") or handled on behalf of a society with
which a Wiley Company has exclusive publishing rights in relation to a particular work
(collectively "WILEY"). By clicking "accept" in connection with completing this licensing
transaction, you agree that the following terms and conditions apply to this transaction
(along with the billing and payment terms and conditions established by the Copyright
Clearance Center Inc., ("CCC's Billing and Payment terms and conditions"), at the time that
you opened your RightsLink account (these are available at any time at

Terms and Conditions

¢ The materials you have requested permission to reproduce or reuse (the "Wiley
Materials") are protected by copyright.

* You are hereby granted a personal, non-exclusive, non-sub licensable (on a stand-
alone basis), non-transferable, worldwide, limited license to reproduce the Wiley,

CONTENT (PDF or image file) purchased as part of your order, is for a one-time
use only and limited to any maximum distribution number specified in the license.
The first instance of republication or reuse granted by this license must be completed
within two years of the date of the grant of this license (although copies prepared
before the end date may be distributed thereafter). The Wiley Materials shall not be
used in any other manner or for any other purpose, beyond what is granted in the
license. Permission is granted subject to an appropriate acknowledgement given to the
author, title of the material/book/journal and the publisher. You shall also duplicate the
copyright notice that appears in the Wiley publication in your use of the Wiley
Material. Permission is also granted on the understanding that nowhere in the text is a
previously published source acknowledged for all or part of this Wiley Material. Any
third party content is expressly excluded from this permission.

¢ With respect to the Wiley Materials, all rights are reserved. Except as expressly
granted by the terms of the license, no part of the Wiley Materials may be copied,
modified, adapted (except for minor reformatting required by the new Publication),
translated, reproduced, transferred or distributed, in any form or by any means, and no
derivative works may be made based on the Wiley Materials without the prior
permission of the respective copyright owner.For STM Signatory Publishers
clearing permission under the terms of the STM Permissions Guidelines only, the
terms of the license are extended to include subsequent editions and for editions
in other languages, provided such editions are for the work as a whole in situ and
does not involve the separate exploitation of the permitted figures or extracts,
You may not alter, remove or suppress in any manner any copyright, trademark or
other notices displayed by the Wiley Materials. You may not license, rent, sell, loan,
lease, pledge, offer as security, transfer or assign the Wiley Materials on a stand-alone
basis, or any of the rights granted to you hereunder to any other person.

e The Wiley Materials and all of the intellectual property rights therein shall at all times
remain the exclusive property of John Wiley & Sons Inc, the Wiley Companies, or
their respective licensors, and your interest therein is only that of having possession of
and the right to reproduce the Wiley Materials pursuant to Section 2 herein during the
continuance of this Agreement. You agree that you own no right, title or interest in or
to the Wiley Materials or any of the intellectual property rights therein. You shall have
no rights hereunder other than the license as provided for above in Section 2. No right,
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license or interest to any trademark, trade name, service mark or other branding
("Marks") of WILEY or its licensors is granted hereunder, and you agree that you
shall not assert any such right, license or interest with respect thereto

NEITHER WILEY NOR ITS LICENSORS MAKES ANY WARRANTY OR
REPRESENTATION OF ANY KIND TO YOU OR ANY THIRD PARTY,
EXPRESS, IMPLIED OR STATUTORY, WITH RESPECT TO THE MATERIALS
OR THE ACCURACY OF ANY INFORMATION CONTAINED IN THE
MATERIALS, INCLUDING, WITHOUT LIMITATION, ANY IMPLIED
WARRANTY OF MERCHANTABILITY, ACCURACY, SATISFACTORY
QUALITY, FITNESS FOR A PARTICULAR PURPOSE, USABILITY,
INTEGRATION OR NON-INFRINGEMENT AND ALL SUCH WARRANTIES
ARE HEREBY EXCLUDED BY WILEY AND ITS LICENSORS AND WAIVED
BY YOU.

WILEY shall have the right to terminate this Agreement immediately upon breach of
this Agreement by you.

You shall indemnify, defend and hold harmless WILEY, its Licensors and their
respective directors, officers, agents and employees, from and against any actual or
threatened claims, demands, causes of action or proceedings arising from any breach
of this Agreement by you.

IN NO EVENT SHALL WILEY OR ITS LICENSORS BE LIABLE TO YOU OR
ANY OTHER PARTY OR ANY OTHER PERSON OR ENTITY FOR ANY
SPECIAL, CONSEQUENTIAL, INCIDENTAL, INDIRECT, EXEMPLARY OR
PUNITIVE DAMAGES, HOWEVER CAUSED, ARISING OUT OF OR IN
CONNECTION WITH THE DOWNLOADING, PROVISIONING, VIEWING OR
USE OF THE MATERIALS REGARDLESS OF THE FORM OF ACTION,
WHETHER FOR BREACH OF CONTRACT, BREACH OF WARRANTY, TORT,
NEGLIGENCE, INFRINGEMENT OR OTHERWISE (INCLUDING, WITHOUT
LIMITATION, DAMAGES BASED ON LOSS OF PROFITS, DATA, FILES, USE,
BUSINESS OPPORTUNITY OR CLAIMS OF THIRD PARTIES), AND WHETHER
OR NOT THE PARTY HAS BEEN ADVISED OF THE POSSIBILITY OF SUCH
DAMAGES. THIS LIMITATION SHALL APPLY NOTWITHSTANDING ANY
FAILURE OF ESSENTIAL PURPOSE OF ANY LIMITED REMEDY PROVIDED
HEREIN.

Should any provision of this Agreement be held by a court of competent jurisdiction
to be illegal, invalid, or unenforceable, that provision shall be deemed amended to
achieve as nearly as possible the same economic effect as the original provision, and
the legality, validity and enforceability of the remaining provisions of this Agreement
shall not be affected or impaired thereby.

The failure of either party to enforce any term or condition of this Agreement shall not
constitute a waiver of either party's right to enforce each and every term and condition
of this Agreement. No breach under this agreement shall be deemed waived or
excused by either party unless such waiver or consent is in writing signed by the party
granting such waiver or consent. The waiver by or consent of a party to a breach of
any provision of this Agreement shall not operate or be construed as a waiver of or
consent to any other or subsequent breach by such other party.

This Agreement may not be assigned (including by operation of law or otherwise) by
you without WILEY's prior written consent.
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¢ Any fee required for this permission shall be non-refundable after thirty (30) days
from receipt by the CCC.

o These terms and conditions together with CCC's Billing and Payment terms and
conditions (which are incorporated herein) form the entire agreement between you and
WILEY concerning this licensing transaction and (in the absence of fraud) supersedes
all prior agreements and representations of the parties, oral or written. This Agreement
may not be amended except in writing signed by both parties. This Agreement shall be
binding upon and inure to the benefit of the parties' successors, legal representatives,
and authorized assigns.

¢ In the event of any conflict between your obligations established by these terms and
conditions and those established by CCC's Billing and Payment terms and conditions,
these terms and conditions shall prevail.

o WILEY expressly reserves all rights not specifically granted in the combination of (i)
the license details provided by you and accepted in the course of this licensing
transaction, (ii) these terms and conditions and (iii) CCC's Billing and Payment terms
and conditions.

e This Agreement will be void if the Type of Use, Format, Circulation, or Requestor
Type was misrepresented during the licensing process.

¢ This Agreement shall be governed by and construed in accordance with the laws of
the State of New York, USA, without regards to such state's conflict of law rules. Any
legal action, suit or proceeding arising out of or relating to these Terms and Conditions
or the breach thereof shall be instituted in a court of competent jurisdiction in New
York County in the State of New York in the United States of America and each party
hereby consents and submits to the personal jurisdiction of such court, waives any
objection to venue in such court and consents to service of process by registered or
certified mail, return receipt requested, at the last known address of such party.

WILEY OPEN ACCESS TERMS AND CONDITIONS

Wiley Publishes Open Access Articles in fully Open Access Journals and in Subscription
journals offering Online Open. Although most of the fully Open Access journals publish
open access articles under the terms of the Creative Commons Attribution (CC BY) License
only, the subscription journals and a few of the Open Access Journals offer a choice of
Creative Commons Licenses. The license type is clearly identified on the article.

The Creative Commons Attribution License

The Creative Commons Attribution License (CC-BY) allows users to copy, distribute and
transmit an article, adapt the article and make commercial use of the article. The CC-BY
license permits commercial and non-

Creative Commons Attribution Non-Commercial License
The Creative Commons Attribution Non-Commercial (CC-BY-NC)License permits use,

distribution and reproduction in any medium, provided the original work is properly cited
and is not used for commercial purposes.(see below)
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Creative Commons Attribution-Non-Commercial-NoDerivs License

The Creative Commons Attribution Non-Commercial-NoDerivs License (CC-BY-NC-ND)
permits use, distribution and reproduction in any medium, provided the original work is
properly cited, is not used for commercial purposes and no modifications or adaptations are
made. (see below)

Use by commercial "for-profit" organizations

Use of Wiley Open Access articles for commercial, promotional, or marketing purposes
requires further explicit permission from Wiley and will be subject to a fee.

Further details can be found on Wiley Online Library
http://olabout.wiley.com/WileyCDA/Section/id-410895.html

Other Terms and Conditions:

v1.10 Last updated September 2015

Questions? customercare@copyright.com or +1-855-239-3415 (toll free in the US) or
+1-978-646-2777.



