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206.&96!/-(0")"-98 1R 21 (.+1'(.' % LASOADM/I&(QN()/*! *1&!" 1> 1*&*- 0611 1062"* /1*,1/*&%!

* %206.06/1 (+1>)(9! (! 1%)%! " 19%623)(2! 2%.%! %C>1%//"*.1 +31".2! -1(./'1"5"ER
Y*196%29%181/*&%!>1*-%" [16C$"0"-/>%" ™I(,,"."-91 *1IDM8Y/3'$(/1$%- %6 1 *FlI*gf-"1
Hy!4QWHyY781:$"$$*:/1>1%,%1%.-"()10" +".21-*1>(1()) %) 11 (-$%L1-$(.1(-">(1()) %) ;6 <!(.+!
=6<IDM/A7IB$%Y3+91*, IDMVY/-13"-31%/1(. $56"11>1*>%1-"06/1"/1* 121 % (1 ABHsR." . 2!

(=" E(.'%111%)(-%-+1+132/Al

!

GAGAEERA)&3*

DEL"S$!;6<! /%F3%.'%6/1'(.1 *)+1" - *31 B-1(.+%-+! BE3(+13>)%C%/!".!1-$%! >1%/%. %! *,!
&%-()1"*./81:$")%! -$%! *&>)%6&9%.-(19!'9-*/EWS! 4HEL"$7! 1%F3%. %/l '(.! *)+1 " HIE

&*- " I(-1Y*:1> Q1 (/1 (1 19/3)-1%,1$9+1%2%6.10% +".210%-:%6%. ! (1>("11*,1'9-*/" %/ /$(L" . 21(!

I b
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S1¥-* IAHETT81:$"$1-$96.1) %6 (+/1-*1-$%! *1&(-"*. 1% | BR*-" IF3(+13>)%CY/-13'-31%!4V"2A]
HAETAI<)-$*32$15899/".%6!.3")%*-"+9%6/1:%6 1%, "1/-1/-3+"06+!" 1-$%!1%(1) 9! HEA /B! -

3.-") HbbN!-$(-! -SHR*-", 1 :(/! ,"1/-1/-13'-31()) 9 "$(L(-%1"/%-+! (-] ("+"1 -* Yo(E%3-1()!
>QAI!

"B 119! *3E-1(.+%+Y-13'-31%/1, *1&%-HAER"$:6<Al]"&") (11-*] DMSIER*-" /I(.!

()/*10%!,*1&%+!" -1(&*)%'3)(1)914V"2AI HAE(7! (.+!".-9%1&*)%'3)(1)91 4V"2A! HRGZH(.+!'TAl
1%F3"1%8&%.-1*,1>1%-* (-%+1"9-*/" %/1" 1-$%! *1&(-"*.1* IEG8AYT) Yo (+/1-*1(1/-1%.21>Q!
1%./"-"2"-981 :$"$ $(/! 0%%.! 3/%-+! “$Y6kY%/"2.! *1 0"*/%./*1/8! (*&('$".%/8! (.+!
8*)%'3)(L1Y:"- "$%/A" 1! |

|

T@Y@Z0&1$0387$+%&$)2883E& BUSRB0LTS<818$)R{OA&'D)&*(%28+),%$2(.3".$%./1&T$SOES)-&
+),3%2(.3".$%./&+)"."-+)#8&1+2(.3" . $%&TLO&S R &3 UH6& T' CB:H*04
!
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["--)%! (--%.-"*.1 $(/1 0%%.! >("+! -*I -SHAIEB! /-1 (.+! +3%! -*1 -$%! 1% (/*.! -SRI /! (1%!
-1(+"-"*.())910%)"%?%+1-*10%1)%//1/-(0)%!(-1.%3-1() 1> Q!(.+1-$%1%, *1%8!-$%10"*)*2"()11%) %
* 1-$%/%!/-13'-31%/!" /' (| &(--%1!*,! +%0Q(= %A% L&*-" /' $( ?%0%%.! P%o-)9!*0/%1?%+!

" 1-$96!1.3')%" 1, 1$3&(.1'%))/1(.+1/$*:.1-*1>) (91(11%)%!".I'06)) 1 1%> 1+ 3" B B $!; 6<!
1%2"*./1(1%!"*&&*.)9!,*3.+1".12%.%!1%23) (-"*.1>*1-"* /* 1-$6 206 8!/3'$!(/!-%)* &% 1"
;6<8l:$™"$  1"/1'(>(0)%!*,!,*1&".2I"E&*-",1/-13'-31%/A! B$%/B! P! 4*.1* %! /-1 (47! (.+!
#E"$!4*.1-$%! *&>)%&%.-(19!/-1(.+7!/%F3%.:'$6/81 (1%! ,*3.+!". 1-$%!-%)*&%1%/! *,!
&*/-1%3@(19*-""1*12(."/&/IGLU6'+%()! ,*1! -$%! ¥ L&(-"*.1*,1 0X®M/! (+!"R&*-",/AIL-1"/}
0%)"%?%+1-$(-1-$%/ B 1(34%0+!/-13'-31%/1'*3)+10%!". 2%) 2%+1".1 (12(1"%-9!*,10"*)*2"()!
>1*'%//%/8!/3'$! (/'-%)*&%1%! &(".-%.(.'%8! 1%23)(-"*.!*,1*."*2%.%! % C>1%//"*.8! (.+!;6<!
1%>("12Al

!

G4G4LU2)%8).'&.+*3"%*)8%'.)&-"*".-"6&9*=A1

GA4GALAB4'6.*.] &)&*

5.9%! >1*&"/". 21 (>>1*('$! *11 -(12%-".2! 2%.*&"1 ;6<! "/l 2%.*&%! Y%o+"-".28! ()/*1 '())%+!
29%.*&%!%.2".%%1".21*112%.%!%+"-".28!:$"$!1%)"%/1*.1&*)%'3) %0/!-$(-'3-1*11*>%.!-$%!- (12
+3>)%CA!D%.*&%! %+"-".213/%/! 2(1"*3/1-%'$.*)*2"%/! -*!" .+3'%! >%1&(.%.-! "SGR/ ".!
2%.*&™1;6<!/%F3%.'%!*! (1'%))!* 1! (.1 *12(."/&AK!'*&&* .1 *1&!*,12%.*&%0! Yo +"-". 2!
19%)"%/1*6<! +*30)% B-1(.+%+! 01%(@! 4; \T%>("1! &%'$(."/8A! B$%1%! (1%! -:*! &(Z*1!
S(-$:(9/-*11%>("11N 1x. BB*&*)*2*3/1%.+1 25" " 2146Q AT+ 1$%&*)*29 B-"1%"-%%o+!
1%>("114Q;A296Q _"3/%/'%.R9&%/!-*1+"1%'-)9! Z*" 1-$%! ;6<!%.+/!, 1*&! i$") %!

Q;=! 3/%/! (! $*&*)*2*3/1 1%F3%.'%! (/! (! -%&>)(-%1L! 1%2%.%1(-"*.1 *,| &"/[".2! ;6<!
1%F3%.'%/!(-1-$%!01%(@>*".-14V'& AMADBR*1%!("31(-98!B$%!+%/"1%+!"$(.2%!""(.!0%!
" 1%1-%+!(-1-$%!/"-%!*,1-$%!;]\!09!3/".2!1Q;2A!

|
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NN

lDouble strand break

AVAVAVAVAVA AN/

x«dd donor DNA
Nonhomologous

end joining NN
AVAVAV/AVAVANSEEEANVAAN/ANAVAS

Homologous
recombination

DAV A AV AVIANVAVAV/AVAVAVS IAVANAZNAN AN AN
Targeted mutagenesis Targeted gene replacement 1

I"#$96&' () 1B +**3%3),&5898%637$+%& 7S, 6X S/ R ITH-R6&5!=4

B$%6! @%9!-*12%.*8%61 %o+"-". 21" /1/>%6™ " ()91 1%(-". 21 (NI (-1 (1>*".-1:"-$" 1-$%! 296, *&I6A!
#-8&* )913/%-+11%6/-1"-"* 106 RO&IH/N(.I'3-1:6<1%,,%'-"296)9103-12%6.9%61 () 11 %"*2. " %( . +!
'3-1 (-] &3)-">)%! /"-%/Al BS1%%! +"/-""-1 ) (/%! *,! .3)%(/%! $(?%! QADBNY6+! (.+!
0"06.2" %%1%+! -*1 '19%6(-B#9%" \8! -$%! &%2(.3')%(/%/8! c".'1 ,".2%1! .3")%(/%!!
ACVE/T8! (! -1(./1">-"* F'-"2(-*11)"@%! %, %'-*1! .3)%(IB[46 7TAl Y%2(.3)%(/%/!
$(2%!-$%! 0%.%,"-1* 1'(3/".21)%//1-*C""-91" 1'%6))/1-$(.!| &%6-$*+/! /3 BIY6/Al 2968-$%!
132" 1% 1/96F3%. 'Y E>%" " 1%.RI&Y/!, *11())1>*//"0)%!/%F 3%. '%6/1"/| &*1%6!™*/-) 91 (.+!
SQOEF /3 &".21-$(.1CV6/1(+1B<[_6/AI=%'%.-)981-$%!")3/-%1%+! 1%23)(1)9!".-%1/>(%o+!
I$+1-1>()" +1*&"1 1%>%6(-HAL]W=FH(/07! /9/-%&) (/! &*1%! %, ,""%.-! (.+! ("31(-%! ".!

206 *&%1%+"-"12A

!

GAGALAGA®A29:.8+.+ *

Y%2(.3')%(/9% (1%! %.RO&Y6/! .1 L886+*.3')%(/%(&")9! '(>(0)%! *,! 106™2."/". 21 (.+!
13- 21)(12%! :6<! /9% F3%.'%/! 4,1*&! HM! -*I Mg! O(/%! S{*AK%2(.3")%(/%/! (1%! *3.+!
*&&*)OI" 18" 10" ()/>% "%/ ANY%' (3/%*,1-$%!3."F3%!>1*>%61-91, 11%6"*2."/" 2132
1%F3%.'%/818%62()6(/%/!/$*:1$" 23! 1%F 3%. %! />%" "520U*:%62%18!"-I"/1>1(-"())9!
"&SH["0)Ub-*1 " +1-$9%!/>%"™ "1 &%62(.3')% (/%! 1%F 3" 1%+, *1! (1'$*/%.!;:6<! /% F 3B %A
*2041*&9%! -$"/1'$())%. 298E1"*3/1 (--%&>-/1.))3+".2 | &3-(2%.%/'E708$"2$! -$1*32$>3-1
1'1%9%.". 28%-$*+E"8.+! 1(-"*.())9! +9%/"2.%+ &%2(.3)%(/%! -$(-! ()1%$%! :6<!

" ORL(-". 20 (&"H (1 1-$%) &%62(.3)% (/%! -1 " 1%(/%! /%F3%. %! [>%" (DY %. !

! H.
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&(+YARTA<1 & *19%! 196 -1 (>>1*('$! 3/%/! *&>3-%1! &*+9%)/! -*I >1%8{/t ("31(-%)9! (/
>*/["0)9B-$%! (-"2"-O1 (+1/>06™ ""-O1* 1-$961 &*+" "%+ &%62(.3") %6FIBLA) (129! >1*-%" !
0(.@'$(/10%%6.1"1%(-%o+1".-("." 21-9%./1% 1-$*3/(+/1*,13."-/81:$"$!'(.|0%! *&0" Yo+ 1-*!
*0-(".1 &%2(.3)%6(/%/! -$(-I'(.!  19%'%2."/%! -$%! -(12%-1 $BdBE1*?"+". 21 1%/%(1'$! (.+!
+962%)*>&% -*)/1,*11,3.+(&%.-()! (.(09/"/ 81$%()-$8!(21"3)-31%!(.+!".+3/-19!1 %M 1'SA
!

GA4GALAGBRAIB&- %*-29:.8+ %
CV6/1(1%13/%,3)1(.+1>*:%1,3)11%(2%. -1, *112% &Y 1%8% 1 (@%!8%2(.3) % (/%/8IcV6/!
319! (1%, B>%" " :6<! '3--".21 %.RO&YH! :"-$! />%™ "I :6<! [%6F3%.'%6! 1%6'*2."/".2!
>06>-"+UGME/IB(?%610%9%6.13/%-+1-+1+" 196" L IVI(H>%6™ 1206, 58 1> -I(+ 11%>("11-$%/%!
01%(@/109!.*1&()'%))3)(111%>("11>(-$:(/AIL-1$(1OB6FAIUB-1%6.2". %% 1%+CV6/!'(.!

" +3'%!1-(12%6-%+! @ % @*3-1&3-(-"*./1".1'3)-31%+1$3&(.1 %)) H{SHIRA+96)1*12(."/&/!
13'$1(/IR%01(,"/$AA

B$%6!1+96/"2.1%, IcVE/"10(/%+1*.1.(-31())91"311".21/-13'-31 () 1&*-" /81-$%1#9/JQ"/JIFE.!
206 118*-" 81:$"SI"/1:96))'S(L(-% 1" 1Yo+ (HIS(/1+"-" -1 8Y%-()14E TI(.+1:6<10".+".2!
>1*>061-"BEYG. " 8!,*3.+1".1gj*,10))I$3&(.1>1*-9%6" /8 I'12"- (1" 1¥12(."/".21-$%"11-$ 1 B%
+'&%./"*.()1/-13'-31%AI BSYEI61&". ()1 >(1-1+,106('$!,". 29111 1%/>* /"0) %!, *11-$%1/>%" "I
106'2."-"* 1* 1-$9%1:6<! /%F3%. %Al B$%! 196™2."/%-+ /9%R3LR06! (/1 /$*1-! (/-$19606/A
WL*-96" /1 />%"™ " ())9! 1%"2."/" 21 [%F3%.'%/! (1*3.+! Jg! 0(/%! 3{{10%! *0-(".%+! 09!

1*&0"." 21al-*lelR".'1 " 2% 1/AIB$Y% 1%, *1%68!"-1"/1>*//"0) %! -F¥ B/UR( Yo+ 1>1*-06" 1:"-$!
(1%.+*.3Y%(/%!-$(-'(.".+3'%!1(: (. +13/%1-$%/%1%. 2" %% 1 %+ICV6/1(/12%. *&%I1%6+"-". 2!
%) (A58 |

B$%1%! (1%! /92%1()! (>>1*($%/! ,*1! +96/"2.".21 cV6/! *11 [>%" ™! [%F3%.'%/A! B$%! &*/
*&&*)9! 3/%+1 * 05! ".2%)20%/1 *&0".".21 R".'E".2%1! 3."-/1 :"-$! @.%:.1 [>%",""-"06/A
X(1"+3/1 -%'S."F39%65(?%! 0%%.! +%67?2%)34%2+ 0(-%1"(8! 9%8+1! &(&&()! '%))/! -*!
"+, 91-$9%6109%/-1/>%" ,""-O1(.+10%/-1'%))I-*)YBROY-"*./ K728

!

GAGALAGAINA+ *

"&")(1! -*I cV6/8! B[ 6/ ! (1%! />%™, "1 ;6< D" +".2! >1*-06" /I "*&>*/%+! * | -$%!
(S LS (121 B @%! %,, %1/ AB< /7! ,31%-+! -*1-$9%! :6<1'3-" 21 +*&(".1* 1 (1
3)%(/%8!:$"$' (10" +1-41> 1(-"())9! (.9 +%6/"1%+! :6<! [%F3%. %Al B[ /I"*.["[-1* ]
1%>%(-%o+1+*&B([+ 1% (F+*&(".] *.-("./1(1$"2$)9!"* /%1 2%+ /%F3%. %! *,INM! (&".*!
(" 1-$(-1'( 11962.1%)1 (1. 2)%! :6<!.3")%*-"+001 "-$".1-$%! -(12%-! /"-%A!_('$! 1%6>%(-!"/!
* (%61 2%-+8! %C'%>-1 *11 -§¥6))Fo+! 1%>%6(-! 2(1" (OFVBA™3%6/! 4=X;/7! (-1 (&". %1 ("+!

! Hr
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S [THII(+1HNB¥%-%61 812 1-$%!;6<1/%F3%. 'Ub(--$%! B<[_!:")!0".+AIB$%!* Bb

B 051 *1196/>% +%6.'%! 0%-:9%69%6.1 -$%! B<[ ! 196>%(-/! (.+! -$%! ;:6<! /%F3%.'%! &(@%/! -$%!
16'2."-% 1["&>) %1 (+1/-1("2%-,*1: (1+A!

<)*.21 "-$1 cV6/8! B[ 6! "1 (I >1%&".%.-! *¥) ", | -$%2%. *&UBo+"-".R,"%)+A! B$%!

[72." (- 14" %1%.'%! 0%-:%0%.! -$%/%! %.2". %% 1%+ .3")%(/%/! "/ ".1 -$%! ;6<! 1062."-"* |
>06>-"+06ilCV6/11%) 9 HELY/JIR". 1" 29618!:$%1%B<[_61*/-13-/\B<[ /AH9/) E

Q"I " 2%1/1-95"())9! $(>>%.! ".| 106>9%6(-/! -$(-! (SAHBH | (>(1-Al_('$!,".2%1!"/!
%6.-"198YOH 5%, +06 LB +!-$%610" +". 21'(>("-91"/1"&> (-%-+1091"-/ %" 2$B LAIB<[_/8!*.!
%% 1IS(.+81(196],*3.+1" 1106>06(-/1:"-SRHEOALI1 %6+ 2. "-"* 11 (-"*10%-:%%. 1-$%!(&" 1

("1 (1 -$%! 19%*2." 1%+ .3")%6*-"+9%! >("LI&>(1"/*.! "-$! cV6/8! B<[_6/! $(?%!
$"2806110™R1/>%" ""-9-*:(1+/! :6<8N)*:%11*, E(12%-1%, IBCH 1% (/"™ /-13-" ]

*16< A" 204%&(") Al

!

GAGALAGUNADSURS+Z *
_(1)9!8%-$*+/1-$(-13/%!cV6/*1IB<[_6/1(1%19%C>%./"2%8!/)*: SH(H%.2". 21-*1+%%/"2.!
(1501, *1&!*&>(1%%*1.%:%11-%'S$."F3%/! 0(/ %o - BYok=L]W=B(/1/9/-%&Al#=L]W=!
11,891, 1:6<! [Y%F3%.'%6/! *3.+1".1-$%! 2% *&%%/1*, | >T*@(19%-"1%12(."/&/1 /3'$! (/!
0(-%1"( (.+! (1'S(%(AB$Y/%! /%F3%.'¢h#! *3.+1 "1 (>>1*C"&(-%)9! dgj! /%F3%.'%%6+!
0(-%1"()12%.*&9B(.+.%(1)9'bgj!/%F3%. %(1'S(Yo (A 6!

H=L]W=I(19%149%61" 2%+, 1#&):6<!, 1(28&%. Y0 -%1"+>$(2%M4(-1$(+1>1%2"+3/)9I". %'-%o-+!
-$%!>1*@ (19"BRAI%!/%F3%. '%6/1>) IHNL*)%!" . 1-$%!(.-"?"1() 14" AYVEBSIRY0 71+ %, %. /%]
191-%&! *,! >1*@ (19*-%M - $9%69! (1%! 3/%+! -*I +96-06"1 (.+! +96/-1*9! ;6<! , 1*&! ["&")(L!
0(-%1"*>$(2%/1+31".21/30/%F3%.-!".,.%'-"* JA!

#( AH=L]W=B//*"(-%+T7! %.R9&%/! (1865(1-1 *,! (! 0(-%1"()! "&&3.%! /9/-%&! -$(-!

" %] >*1(-%/1/$*1-817"1();6</%F3%. '%/1" -*1-$%!0(-%1" ()12%. *&%AIBSY6!>1*%//1"/1 *-19%:-|
%6.-"1%6)913.+061/-**+1+30%61-*1"-/1'*&>)0C"-9AIBS%!". * 1>*1 (-%+1?"1()1;:6<!/%F3%.'%/!'(.10%!
S1(S10%+!" 123"+ 91=6<142=6<71:$%.1.%%+%+Al G$%.!-$%!/(&Y6! @" . +1*,12"13/1-1"%%/1-*!
" %'-1-$9610(-%1"3&1(2(".81-$% H=L]W=1/9/-%&'(.I'3-1-$%!". 2(+".212"1()!:68!3/".2!

-$9%! 2=6<! (.+1#(/1%.RI&YAI B$Y6! *&O".(-"*.1%,1 2=6<! .+ #(/1%.RI&Y6! -*1)%(?%! -$%!
L(12%-1:6<!" 11 (+*>-%+! (J(1#=L]W=B(/119/-%&) *11 2% .*&%! %+"-". 21" 1)(0*1(-* LAg-

(1 11%'2."/%+109! (16*0%)!W1"R%!".1#$%&"/-19!" 808842! (:(1+%+! ¥ &&(.3%))%!
H(1>9%.-" % 11(.+1NUYBLI:*3+. (Al |
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BSUH=L]W=B(/ 1/9/-%&/1"*&&*.)913-")"/%!-$%(/b 1%.RO&IBEY6H=L]WEH(/1%+"-".2!
191-%8&) $(/! (1 :"+%! 1(.2%! *,! (>>)"(-"*./8".)3+".21 ,3.+(&%.-()! 0"*)*2"()! 1%/%(1'$8!
+06296)*>&%.40"*-06'S. *)* 291> 1*+3'-/81(.+1&*1%61"&>*1-(.-)981-1%6(-8%6.-1*, 1+"/98( %6/ A
BSY%IH=L]WE(/DYO/-%&Y-(1-/1:"-$ -$%..%()" .21 W=L]W=1=6<4'1=6<7!(.+-1(/ E
(-"2(-" 2WH=L]W=1=6<14-1('1=6<7!-*2%-$%18! *1&".2! (1'*&)%-%! 2=6<A!6%C-812=6<!
0".+/1-*1-$%I#(/b1%.RO&I68! *1&".211"0%.3)%*>1+-94" 14=6W 7 AIBS%I=6W!"/1-$%.1+96)"2%1
" +1-$961'06)) /8% -$%612=6<4+"1%"-/I=6WI-*1-$%1:6<1-(12%6-1"./"+%!-$%!'%6))/1-$1*32$10(/%!
S("1" .20 $I(1> 154> (% 114-(12%-TAI<+Z('%.-1-*1-$% (1% 11" /1 (/$* 1-1/%F 3% 4L /!
*)91(1,%:10(/%/1)*. 281 () Yo+ 1*-*/>('% LI(+Z('%.-1&*-" JAW<Y TAIW<Y "/19%//%.-"()!, *11-$%!
-(12%-!;6<! -*1 0% 19%"*2."/%-+ G9Ye#(/b! %.RO&YEKIV".())98! -$%! :6<! -(12%-1"/1'3-!
>D6"/%)9!091-$%!#(/b1%.RI&Y6IAV"2AIHAHG 7A

!
I"H$96&' () (2)I'632$, +'&+.."0,%%,+()&(*&#3)3&3-+, +)#&"0+)#& @ROVED/0, 328&

! Hc
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#=L]W=F#(/b! 2%.*8%! %+"-".21 -%'$."F3%! "/1 1%&(1@(0)9! 1%)"(0)%! (.+!,)%C"0)%! ,*1! &(.9!
(>>)"(-"* JAIBS"/1/9/-%&*, %1/ ()". 21, (110%9* +1-$%! (>("-"%/1* IcV6/!(.+!B<[_6!
0(/%+1&%-$* A1 1$(/10%%.1>1*2%.1-1 @IV, ""%. -1, *11/" ' 1%'-%+1 206 *&%! %o+"-". 2!
" (%1 2(1"%-91* 10" 2™ ()1/9/-% &/ AL Q*: % 2% 181 0% /" + %%/ E(1 2941%, %6181 %-$"()!
w0611 (LUB12%)2%+1:$%.13/" 21#=L]W=12%.*8%! %+"Al2! JgHdBI#S$". %6/%! /"%, -"/-/!
(--%&>-%+! -*1 ()-0%11 -$%! ;6<! * | E2"(0)Ugb3&(.! %&019*A3/" 21 H#=L]W=! -*1"*11%'-1 (!
&3-(-"*.1 -$(-! '(3/%/ ! 0%-ES()(//%&"(8! (! )%-$()! $%1"-(0)%! +"/*1+%1A! B$%! %C>%1"&%.-/!
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