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s ±;*£0i|X-rSo 

[0072] w±©ii(cj;y, 

[0073] ^^V-fbL/cJ/CJ!^ U §1 

Im&ttT ($?£ L< ttpH6JU"F, ^e>JCSfS L<ttpH2~5) 

t(Dtcisb, i/-A\sXlZ±m$ h-7°£EtJH3 
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££#•?$£<> ZOtzSb, l 

Mlz^£tiZT<<X(D±tf h-7°%, 1 

-x±izm&t,Tzzttfv$z0 

[0074] )%lzs TAPSfcf>/<?n&tamzjli£&$i*:Z>o 

[0075] LT, mitt itii, ami4tf-x\ «mi4tf-x\ ^>r?n 

7° U — K =f~thZ.ii1fX$ S7^\ ® #r0 £t fE © I®ll'ttbMfi'14tf— 

#$?£ Ll\ J^Ts JStt^ LT £-X£f £0!J£IEi6 

"TSo 

[0076] ^-X^^ffl©;§ili:iitSo £-XlzTXlz9>sS9M.£<D$i£'&% 

Mfiit & £ 9 4MfrJfe3 tlXIN3*§£•tCtiN f©SSb-XiTAPSjb* > 

tf - X £ ̂  ^ H £ © ̂  £ M Si 1" S <£ 9 4 Mfr 

JrCtiMttJHBltC, TAPSjb^7 

J/Efa 0 K Jfc £ PIS L 4 ̂  J: 9 4 tlM £ IAT, tf- X®Mfi £ IT 9 0 

[0077] TAPSjb^>/^S®;m^^-X0^;l)S£;Fb^-rSo 7$7l 

£ ntcsttfbtsntc tf-xt m-st & mttmm&2~ 160#m# 

$?£ lA\> 

[0078] tf-X£[5]J|XU 2fc 

LTtt'J 

&&m<D'<y7 7-lzWiMLTs Uftt&o M0^V7 7-

i: UTtiBio-Radtt0'(^#/<>y 7 7 — btlSo y 7 7 — if 

§11114 ($?£ L < ttpH6JUTs 3 blZftt L < ttpH2~5) T?&*U*N TAPSjb^ 

> / \° ? SI © RH£'I4 # £V£femzftt£tl& o 
[0079] JU±©Xg^<fcyN 

[0080] (J^Ts *fg 

©!££££ IB t~) —W^tLX<D, !¥!£?" 

§ o 

[0081] *fPJ!<Z)t£2i£tt, 

ti&Stftlfcdiffl !£!!"££> ^ X t» J: i\ 
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[0082] mntLxitw 
o MtUli, 7^'ifru M7ks 

si7K 
IA\, mmmm^vPMt 

IA\> 

t LTlis n&Ufif <y izJ;S£«IXZfflHTZZttf-CZ 

So tofc<Dffif£l%lft±TZfcsbiz^/<,j 

[0083] $SXLfclMAN^ ^TMt£^IXt"S0 S/cN 

LT«M^M£*T9^ ibimzwmtzztbpiffi-eftz 
o 

[0084] s/c, ^'lfil£}SIXU lftl;§£lXf#L 

s mnt LTtitsctt-e^So 

[0085] Hifo<Dl&&lZlbtzV s MSXM)t£^HJ^i;T#fR-rSo 

[0086] *%vmnMtm%t^^t§o -M^X 

Li\ *fP£©^iH£s M'i>^it;£«mg®^y[3]j|xu Mti>0 

[0087] V 

Zt1?X^Z>tc&>, K&SEf Z>Zt1fX^Z>o 

[0088] htis 

*fP£©t£2£lC^LT^£}nftttt: hJ/E^-efeSo t(Dtctb, 

—WKWt LT^Iii^bL/c^t hJnfr£ffllNT*I!i£tT9o 0!Ja.^ 

KlgGv^X^y ? •£tiS0 

[0089] 7P-+M hy-^-£ffllNT~M;tfr7^^L/ctf-X£^tJH~tSo *£ 

ttS^tT^P^ t^"—X^-^tCDtCt^fe^tT^btlTlNSBio-PLex (Bio-Rad}±) 

LTiNtui\ mmo¥-x%m^zm.mz-frrtz>ztt>^mtt^) 
s -^(Dm^xmmom-fc^mfjt&zttfx^&0 tote®, M/TBIP^ 
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[0090] ifa 
m © t£2£IZ J; y N ffeCD^ft+f > 7°;Ufr e> Jnl* t s d t ifX $ £o 

[0091] d 

£ IZ J; y JJTF© J; 9 
• © £<* p«a ic <fc y, ® T7 u Ju ̂  - Rifcte £¥0 £t *> 

0 

&©^>u • ¥y^^tT9o 

)p^t«-ffi S d tl t<_ J: y % fR]_h£ |S| So 

• fttt©#¥fir£fT9 d£T\ 

S d: £ tit 

[0092] fu*!i®$]Jil£t#Sd<>:&, xtf K£ffll^c}ntt*&aifflt£2i£"C 

1 RT t g •T? * % 0^ (D is mt? & * > / <<p n * it ffl t z> d t if-u $ s ̂  
tC£lNT®tlTlNSo ^>/^ff£fiJffl~tSd<>:T\ 7°tcfy 

ll;*ft5d£&<^*£;|&ajt~£>d£tf-c$5/ca&-cfc£>0 tcotcisb, -fls 
tCVf :J—xtf K-7°^7°51 

M*JT£*T9 dh^tii^So 

1 

[0093] uTs mmm^hiix^mn^mmizmmtho fcfcu xmrnzmz 

[0094] <mSE-h4tm-](D±mi%mtmmj5}t;(Dltm> 
tts fttt&iiHCtefflt" >'<<7g.(Dm$k%'tJ^tCo 

[0095] pET28b^^^-tC^ •-->^^tl/cHis-tagffl^MAGE-A4 (|fi^]#§ 1 6 

s 1 7, 4) ^ms-tags^wT-i mm 
#§14, 15, , 2) <o-mm<o7°^ 
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KDNAT-*JlST7express£Mff$E^U 7°b-tl/c=l • " 

~%mt y 10mL©LB/Kan25^JfttC^iJD U 2 Ltc0 

[0096] %.lZ4MrnL(DlB)&mz'Pw)&£LtcLtc:b<D%:m\\Ls 3 b tC37°C-ei£S£ 

mVtc o Sft©)lJ£tfOD600-e0. 7~Q.8tt£?tct?*, IPTG£$t}f Jt0. 5mMtC 

&£ J; 9 «JP U 3 £ tC37°C-e30|^±M L/co 

[0097] Sft£40mL©?§Sbuffer (20mM Tris HCL pH8.0, 50mM NaCL 5mM MgS04, 0 

.2% Tween20) 3 £ td^x3"tz y h(D 

[0098] afr»^^#StlS;m^^^4^l|^|#^-efeSBenzonase(HC)£1 

MU)P;LT, ^-ei5^M^lfML/co 

[0099] WT-Hi% 3S'C.^H (8krpm, 10-15min, ^;m) tCcty^fcJ^ (inclusion bo 

dy) £0i|XU ±;*»£L/co 0i]X^tl/c;«tC50-100mL0RO7K£iPXs 

*fj£7 = ̂ -*-£^T,*fc8S!£5K>SU (8krpm, 10-15min, ^ 

;U) tcJ:y;«£[S]i]XL/co 

[0100] MAGE-A4&, (8krpm, 10-15min, IZ<£ y ±/t?:@KL/c 

o 

[0101] <WT—1©&fi»£© *j f1* >lb;£tc J: £ Rn§<b> 

[0102] ;«£5-10mL06M^>-y>0.1M Tris-HCl pH8 + 1mM EDlkX^M Ltc0 

• mmmmmz3idmU(Ddiimw)^i]Up^ 37ocx 10#^ti^MiiL/co 
[0103] WT-1£#fr;#>fc70mM TAPS-SuLfonate^AP U 37°Ce30^(iL/c 

o 

[0104] WT-n TAPS-Sulfonate£#fr;#>fc1/10M©M££0.1%PEI600£;^AP L/c 

it, 40C-emilliQ7KtC^LTJ:<^/fL/co SDS-PAGE£fjofc^£ 

H|2tc^L/co Suptiilg^f^CO;#)^^:^!!] Ltc b — ppUi^/TtlBC^;# 

LXmbHtcV-yX^^pmLtciy-y^LX^ho TMT^J 

, TAPS£^HLfc^>/^ff£)7]<B]L/cb-

^ +f>7°JUtcM^$y£^Jp-&t\ TAPSibL/c^>/^ff 

£)7]<S]L/cb->£^-ro HI2tC^L/cSDS-PAGE0M/f^^J:y, WT-1£T 
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APS-fbfo X?qT;#^"e $ T ̂  S d <>: 5ls£"e $ tc0 

[0105] <MAGE-A40Co2+£ ^ AIZ £ & H i s-tag*i§^> 

[0106] Co2+^^A£A^(20mM Tris HCL pH8. 0, 50mM NaCL, 0.2% Tween20) 

MCE-kA<D±m^mmiz\^m^^tz0 torn, A:X 
tCA^ + 5mM-T $ yV—)\s%:3QmL)fc Ltc0 ti =j AtCA^ + 200mM-T $ yx/-JU£4 

I0llM5 01UIU 

AGE-A4£[g]J]XL/co 

[0107] <MAGE-A4CDTAPS'fb> 

[0108] ^"XM7^X=ltC±IE777-T-T^-T-|f^®MAGE-A4£Jp^N 

L^ct,©«:3mL©6M fT-Vy, 0.1M Tris-HCL pH8 

o j&m • mmmmmz3idmU(DJ)iimw)^i]Up^ 37°c-e 1 
MAGE-A40#^tlS;#^^70mM TAPS-SuLfonate^AP U 37°Ce30^(i 

IIL/co 

[0109] MAGE-A4, TAPS-Sulfonate£#fr;#}fc1/10M(£>M£<>:0.1 %PEI600£;^AP 

Ltc&s 4°C-eMiLLi-Q7KtC^LTJ:<^/fL/co mtitfks SDS-PAGE^tjo^c 

i|p^^:HI3tC^ L/co 

[0110] <HPUHcJ;-g4iii> 

TAPS-fb L/cMAGE-A4% WT-HCtt L&ffiHPLC£ffllN Tittle fro tca 

H|4N 5 

[0111] HPLC^0TAPSjbMAGE-A4% WT-HCtt LSDS-PAGE^/f 6 

to ikpsitty^tntk&mpmz&vmmt&ztz, 
LTmw$ffe~e$>zz.ttffem-zntco MAGE-A4& 

i§tfi0$isi50#fr£>51# (06© b —>50min) (D7 <7 is 3 y %s 

0#^52^75)N^53^ (HI 6 CD b — >52min) CD7 ^ ̂  :> a >£LT 

, L/co 

[0112] His-tag^SSn" L/cNY-ESO-1 1 8, 1 9, tftJI* 

6) N XAGE1 b (I3^S§2 0, 2 1, tftJI* 

ttSB9!l#^7N 8) N gp100 (IB^#§2 2N 2 3, tftJI* 
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IB^US§9N 1 0) N Survivin-2B (IB^ll#§2 4N 2 5, 

1 s 12) &WT-1£|ia0^;£TiJ^L/co WmLtc* > 

LSDS-PAGE$?#r fc|p^^:l§l 7 

[0113] <Bio-PLex COOHtf-X (Bio-Rad*±§^) 

[0114] 6ffl|I®Bio-PLex COOHtf-X (1/10*0. 25X 106beads)) ts Bio-PLexT7^ 

y~h v 7°'J K (Bio-Radtti^) 7c„ L/c 

1 ^gt\ t^TikPSitiz^v^mtLtc^mmofcWsXfo&o 
[0115] Pim<tLtc*>s«7n&'<y7 7-izmM3-G. 7K±^IIML/CO 

C00Htf-X®#^£/1^U^y ^X$^+f-T-30#P^IMU itM^£30# 
AHtTs HL/co 

COOH£-X5g>S&£14, 000Xg-e4#F^/fr U ±l^liL/c0 

[0116] 0J1X L/c;±}^tC Lf—X^fA'y 7 7 —£100M-LJPX, dv/l/^v £ 3=-tf 

--e 10#P^IM U £ 10#^ttTM Ltco COOH ti-XM$£ 14, 

000Xg"^4^^^/i> LN Ltco 

[0117] [g]J]XL/c;«tce-X;^b/<>>7 7-£80MLJpxN 

--e30#r^j; < mmu L/C0 

[0118] COOHtf-Xi§;l}fc50mg/mL EDAC£ 10%JP 7L tc{$ts 50mg/mL S-NHS (N-hydr 

oxysuLfosuccinimide) £10M.LJP^_/CO COOH tf— X^^^^r^l/T1, '> ^ X $ 

^r"9~— T'30#^ii^ L/Co 

[0119] COOH^-X^;l^£l°]$E±Mt5"e20 

L/c0 

[0120] COOH^-X^;1^^PBS£150MLJPXN jtfJl/T1'* ? XS *+*—-? 10#P^JIM 

L/co COOH£-X!SS&£14,000Xg-e43f^/&U ±;*£P££L/c0 C0 

[0121] [g]J]XL/c;«tCPBS£100MLJPxN ? x $ ̂ +J—-e30#P^jgM U 

m&fc£ 15#^T M L tco 

[0122] cooHtf-xs^ ihPSitty'wnmnfetzm'&L, MMAL 
tteZ&olZP BS£Jp^/co 
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[0123] U 

m^tco 

[0124] COOHtf—X\ TAPS<b*>^?ff©!S>S$£14,000Xg-e4£f^/&U ±)m 

^PiiL/c o 

[0125] LT[°]i|XL/cC00Htf-X (TAPS^ tlT^S) 

tCP BS£500MLJP^N fcfrLtco COOH£-X©!S>S&£14,000Xg-e4#^ 
j®/L> L s ±;flr £ L fco 

[0126] LT0JK LfcCOOH tf-XOLocking Buffer£250M L 

IL/co COOH tf- X5KS&£ >> 0 X $ ̂ +f-T? 15#P^JSM L tc0 

[0127] C00H^-XtCTlD^^/c^4lNj:977>'U$^^>'U"e3i7lDLs ^S"e30£fsk 

C00H£-X58>S&£14,000xg-e4#F^/frU ±MPiiL/co 

[0128] LT0J|XL/cCOOHe-XtC«#fflA-«>7 7-£500MLJp^N MS 

L/co COOHtf—Xli;l}S£16, 000XgTW^M>i>U ±;*»£L/c0 

[0129] £®<£9^LTlXt#L/cTAPS{b^>/^ff£IIl:^bL/ctf-X&. 

•7 7 7-150)xL(:IILt, l£#L/c0 ll tf-X®;fJt£^ 

"To 

[0130] [H1] 

e-x#-^ t:-X;IM m/ml) 

NY-ESO-1 26 4.33 X106 

XAGEIb 28 5.59X106 

MAGE-A4 43 3.68 X106 

WT-1 45 1.95 X106 

gp100 62 6.09 X106 

Survivin-2B 64 1.61 X106 
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2 
[0131] 1 > 

2^0i)NXII (Donor 1 $.£/Donor2) Ls L/c0 

[0132] M (NY-ESO-U WT-1% MAGE-A4, XAGEIb, gp100. Survivin-2B 

) 96we 

L L 7° b — K (Bio-Rad, #171-025001) [Zft^Ltc0 JLMZB^<DM^ 

^-eiBtp^jiMU J5^3-&/c0 e-xz 
V* vis=LX^-isEi y (Bio-Rad) t,Z& y }%& U htcSb-A 

tfiWt. LT, tfTl"-?1 Vjbanti-human IgG (H+L) (Vector Laboratories}±|^N 

BA-3000) £;^JPU 7)\,$ *4 ^-e30^^SMLs 

fco tf— X't^ t y is nX'r — is a y (Bio-Rad) til cfc lJ }&}# Ls (R—) 7 

jZIJl'jX'jy (Phycoerythr i n (PE) ) K b 7° h 7 \f.V > (Vector 

Laboratories) £;^JPLTs !F,IU$ JUT'JIIT'D Ls ^/mT'1LT 

JxJ^A^tt/co tf— TI" y :>ZLX^T — is a > (Bio-Rad) til cfc lJ }&}# Ls Bi 

o-PLex (Bio-Rad) E^lfil;*&400^ 1600fe, 6400^C 

Ltco 

[0133] m8lZ^tmVs Donor1-etiNY-ESO-HC^-rSJ5J^^5SII^tl/co 

[0134] Donor1©lM4J£NY-ES0-1£s£l$t~£ftfttf#*tt~£;i£ 

% Donor10^X^NY-ESO-1£^iiLTlNSC^, NY-ESO-1 Ltc^X^-

K 7 ? ̂  y ̂ >DC 7 ? ̂  y T? £> £ Rl t£'IW^P£ 3 tl/cQ 

[0135] Donor2^teXAGE1blCftt~£>J5Jfctf5is£3*lfco 

[0136] Donor2©lM4J£XAGE1b£s£l$t~£ftfttf#£t~£;i£s D 

onor20^X^XAGE1b£^iiLTlNSC^, XAGE1b£^ffl Ltc^X^- K7^ 

y^vzvo^y $&£*##$] -?$>* Rrtiif A^it 3 ft tc0 

3 
[0137] <tf&&%<DJln.m*lZ-S£tlZtiifo<DMtiT2> 

mW&lf (Donor 2 ~Donor 9 ) ifbs EP-DC)^0®fu^T\ ifil;# 

%M§Lfc o 
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tc cfc U ^ -r -tz — LTiJ^U IL/^ hP*°b—>a 7;£tc<£ 

femjjfexfoZ) o 
[0138] tame A,&<nzmfe<tL tcmn z-XQmzmw&mzti:**? iz 

U 96we L L 7° b — K (Bio-Rad, #171-025001) [Zft^Ltc0 &0 JLJUZB^ 

bf— X£ 7 t y is o- X^r — is a 7 (Bio-Rad) tC cfc lJ/5t/# LN $n,Wfk%$.lh~$~ & 

tcSb—/X^n,Wt[yXs tf:?!"-?17-fbant i-human IgG (H+L) (Vector Laboratori 

esN BA-3000) LN T^U-S: -'UT'JIIT'D !^/mT'30^fl!]}jj|M JXJ^A 

3t±"7c0 bf— X£7 TI" y :>i7,f-:> a 7 (Bio-Rad) tC<£ lJ }&}# Ls PE^ifH 

X K b 7° K T7 tf:77 (Vector Laboratories) £;^JPLT\ ;F,IU$ JUT'jill 

% U ^/mT'10^Pe^IM LTJxJ^-tt/co bf— X£7 y :>ZLX^ — :> a 7 

(Bio-Rad) Kcfcyafc&U BioPlex (Bio-Rad) 

o E^lfil;*&400^ 1600^ 6400^tC^L/c:fc©£^ffl L/co 

[0139] HI 9 lJ % Donor 6 iiDonor 8 (DM)mX\ MAGE-A4tC^t~S 

btltco Donor 6 i;Donor 8 ©ifa^^3 t3AGE-A4£|$f|it~S:l:;tffc7^#;S LTIN^ 

Z. Donor 6 £ Donor 8 fa®Si^fIii$7^MAGE-A4£^§i|! LTlN^) 

RTt^^Dt^tlSo ^(DmtilZlt, MAGE-A4£&ffl Ltc^X^ K77^7^ 

DC7 7 f-7£fj 9 d ̂  if Mt?& £ t W.m3 ft£o 

[0140] i 1 CMC^f IH^IN Donor 3 DC7 7 517>£|Sfu £: 

DC77^7>£^^ WT-HcMt"i>J5^i%< 

t if tl/co Donor 3 tCWT-1 ZMMt Ztitfoifftft LT^&Zt 

frb, Donor3 0|i^lllHI^WT-1£^iiLTlNSprt^^Dt^tlSo ?<Di§ 

&IZIZ* WT-1£teffl LtcUT K77517JpDC77517)^£tT9 

#MJ 4 
[0141] >(bK*fflSH>issstgffli!Fffl> 
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-7 h u#a >j VT-JX (i3^ys§i 3, J^TN §Et 

tCo 

[0142] 100mL^-^M7^X=ltC 'J A£ 15mgM U IX % 2mL06MJ^I|^ 

7-Vy, 0.1M Tris-HCL pH8.5, 2mM EDTAK^fl? %bUtc^^Wt 

mxKh-ib (DTD ^ij^mM^fcaj^icap 
X, 37°C0tI^f-e20|^J5^^-&/co VT-Jxiz, *l)lj£70 

(TAPS-suLfonate N titzteTAP3S 

-sulfonate) U £ ^tClil;mT'20t^JxJ^£t±-/c0 t#^tl/c;#)StCl/10 

M © Ml £ JP itT K It Z & ± 3 •£ fc it, M i L L i -Q7KIZ ft L T 4°CT? 1 0 m mtir £ 

U TAPS-fb U V^-A, TAP3Sjb'J V>-A£IXt#L/c0 &fc\ TAP3S-suLfon 

ate^#gI2010-070804tC|Ei6©^;i-e^L/c:fc©£^ffl L/c0 

[0143] TAPS1L TAP3S1L Nat ive&tJSlTU Ltc >J V^~AlZ^^X. 3£*@HPLC (i^ 

pv h?'^7 -f -) £^iteL/c0 Native® U AtC 1^1*1 

tC4-3 0SS^£-7^#£U I®7KS^Sai LTlN^lN/c^. fe£*MJt£>3l7.M4 

£^"^"•2)0 3M7U 'J V'51 —AtiSSi|p-n £M7U KT'fe lJ St7j<tt 

(7K^©;#^^ai^) t,<D?£>Z>0 ^A&COSMOSIL Protein-

R (+t>^-fT<7xt±m) mmno. ^ %mtxmKLtc7iL K_ 
K Us 7-tz K— K 1 %fr£> 5 0 Xlzmfe Ltc0 

[0144] 3£*@HPLC0^-tisbtemm^m 1 HC^-To K- K 'J 

Jls(D)mlK%:^Lr&i<Js b1f^ZfoZ>feE, >7^U0SfoM4Jt^&^ 

(7.K^(£>;#$?Jt^i^) TAP3SjbL/c'J V>-A ̂ Native 

RXfMju Ltc 'J V'51 —Act M i% < s 7-tz K — K U JU;#££-e 

;#tJHLTlN£0 LfrU TAP3S-eti'J V>-A® 8^-r^T0SHS£^Il • ^ 

51 ̂  > lbt £ © & sit-e y, -as©SHS3 ti T ̂  ^ 
XLTLSa/c^ TAPSikLfc'J 

8o®SHS^t-^T^Il • -h^-^y\tlsnx^1'), JSj—IftfiliINC 

^tl/co TAPS^;TAP3StCct £SHS®^fl|tbCDl£tiN (D ± $ 3 IZ £ & i (DX 
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A$INTAP3S^ U TA 

P3S£^^$fcV,Nfi&M©SHgtfgioT < <J hSH/SS 

£ tc to t 3 ft £ o 

5 

[0145] <tf-X0M£#£:£'l4cDM> 

3 ftx ^ ^ ̂ n-e fofafo tH m UM £ 
«Il^ti"rtca^/cSHS^SS^£JFML, 

tzx\ 
JU"F©#JiitcJ; U 5611L/Co 

[0146] ^Sfe0iJUClB*cU/c^|IItCd:''Js TAPSlb, TAP3S<bs Native0MAGE-A4£f 

ftrnwm us ttirn<D $ >/^ n ̂  gL tc e-xzmm L tc0 

[0147] ilUfc t-7 7 7-Cli L, 4OT3 7lC0MTt 

teftLtco -femmmmLtc&s 

y )UJ^ L/Co ^JUK^f tf-X 

3 tf- X T 7FM 3 ft ,1? Jl f*tf-X<M£fc 

x 1 0 CHCJ; ygiii L/co 

[0148] m 1 2 tcN 4°c-e5 ar^ 3 7°c-e 1 o 0^x&4 1 gwifcis 

4nc#3;tl£ ̂ -X;i^fr®SlJ-^£^-ro 4°C-e^#L/ciI^ NativeCDMAG 
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