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The present invention relates to a TIGIT antibody, antigen-binding fragments, and pharmaceutical use
thereof. Furthermore, the present invention relates to mouse antibodies, chimeric and humanized antibodies
comprising the CDR regions of the present TIGIT antibody, as well as pharmaceutical compositions
comprising the present TIGIT antibody and antigen-binding fragments thereof, and their use as drugs. In
particular, the present invention relates to a humanized TIGIT antibody, and its use in preparation of a

medicament for the treatment of TIGIT mediated disease.
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The present invention relates to a TIGIT antibody,
antigen-binding fragments, and pharmaceutical use thereof.-
Furthermore, the present invention relates to mouse
antibodies, chimeric and humanized antibodies comprising
the CDR regions of the present TIGIT antibody, as well as
pharmaceutical compositions comprising the present TIGIT
antibody and antigen-binding fragments thereof, and their
use as drugs. In particular, the present invention relates to a
humanized TIGIT antibody, and its use in preparation of a

medicament for the treatment of TIGIT mediated disease.
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AEERER  LEETRU T XENE LR PES
85 9t Ry 201710908565.3 » HHEE H & 20174 9 B 29 H » #%
ﬁﬂuaﬂﬁ/\F#ﬁVﬂ@%‘B%ﬂEE%lﬁﬁ{ﬁA’éJTZ&EﬁngE.

[ 5 fiF & )

AAHBR TIGITHRBURENEEGRE  E—%
#oARANEES KRB E% TIGITH 8 CORENH A B
ANBEDE  AoHBSRES% TIGITHER ARG
éHE&E’-\J%%?ﬂE‘z%"u)jzﬁ{’H%TIGITJFEE%ﬁ%ﬁ%féEﬁH
MEREYHAR -

[ 5% Ay & if 1

MER  HEHREEHEXTHZBNRAE RESRA
REEREEARTHATERER  SHANKRBYNML
M EZER,F - EH2KEEFENAE - THRERER
ERHEENEE  THBENELMKE TCR & 9 M3t & &=
o RWBEHRANE THRBENREER - sk kLN
S HH 5 %% %% N % 4 (mnmnunol Rev,2012,248:122-139 ;
Autoimmun Rev,2013,12:1171-1176) - TIGIT(T cell
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immunoglobulin and ITIM domain)& ¥ & 3 09 fir /¥ NK 41
PR THMREZEOXMEGSR ST - 8 T 48 - NK 48
Kt iR DCENHERS BEIMEEE -

TIGIT BERM N ABEE 16 SR 68 > G H 244 F
MERAEKNI BEEERELS - ATIGITS FHREIER 141
ERER 7 IELAERELS V BEEE BEE 23 #
AR REE®HE FS0EKRER > EF 1 H PDZ &
BEEEEN 1 #E ITIM #8 - TIGIT S FERREREA
BREIGSFN—B - HEBRRARRF TEHATHTY T+ H
SBETHEBRES T A TIGIT 2 FHE - FA/ARWK
TIGIT 43 F 4 R B B 88% - 67%f 58% Y [F JB ¥ (Nat
Immunol > 2009 > 10( 1):48— 57) »

TIGIT # FEXERER T MMM NK 45 % EH Nat
Immunol,2009,10:48-57) - Naive T 4IJH FIEF S0 T 4055
MR FE TIGIT A EMLERELFEJ Immunol, 2012,
188:3869-3875)- NK 4l fi £ T TIGIT 8| A & = K F %= i
(Proc Natl Acad Sci USA > 2009 > 106(42):17858 — 17863) o
TIGIT 2mEB NN R EEEFEE CAARRERFE
M HE TIGITHWEMKISE CHYEAPERTEEN
11 BB % R B (Martinet and Smyth 2015) - TIGIT #} B fI PD-1
NEMH EWEE COSTHHRHE HIVINEECGEZEBN®KS
TRE » E—WIEEZEH CD226 19 [H B 1 74 & (Chew, Fujita
et al.2016) - HAI B N SN E & F[HE TIGIT 1y B #k i1 48 &
mEh > HEREHEBSXREME TIGIT HEHk I8N
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§§S o

H A > E & WO02009126688 ~ WO02014089113 -
WO02015009856 -~ WO2015143343 ~ WO02015174439
WO02017053748 < WO2017030823 ~ WO02016106302 '~
US20160176963 ~ US20130251720 L H F|# ¥ T TIGIT i
DENHEBER - -HHR AL > WK TIGIT L& E AN E
R-IMEEEHSN  EERERERN TIGIT 148 -
[Z2HAZE]

ALNFHRMGEHE TIGITHHAENEERFII XN = &4
BRAEAMEcNWERIEBEXNESGE AR B(L # TIGIT
EEaTTF)e

— T H RE-—EBEERIBRXENEEEARE 2 H
MBS NEESR BREREEE S A TIGIT ZEKE
EBEE#EITEENMKRETEE » H | -

MWE#TEEE2%EEW SEQ ID NO: 15+ 16 F1 17
B £ B FF 51 Fif 5% 89 HCDR1- HCDR2 f1 HCDR3 = 8 SEQ ID
NO: 15~ 16 1 17 fi 7R #y HCDR1+ HCDR2 1 HCDR3 4} &
BEF 32K 1 EHE=Z21 HCDR €8 > KE T8 E
BEE2EEW SEQID NO: 18- 19M 20 FE M F 5 AT~ By
LCDR1 - LCDR2 1 LCDR3 & & SEQID NO : 18- 19 I 20
FrsREY LCDR1 -~ LCDR2 fl LCDR3 4RI EH 32 & 1
Pr B = 20 LCDR &8 &

((DEETEEE=ZEZEHM SEQIDNO: 21 F 23 &
B% 7 %1 BT 7~ 8 HCDR1- HCDR2 1 HCDR3 5 82 SEQ ID NO :
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21 & 23 Ff;R Ay HCDR1- HCDR2 f1 HCDR3 43 B E & 3+ 2
B 1 EFEER=ZEN HCOREE KETSEECSELT W
SEQ ID NO: 24 % 26 BEMFES 8 LCDRI1 - LCDR2

- A LCDR3 g 81 SEQ ID NO:24 F 26 ff ;v &y LCDR1-LCDR2

MLCDR3FRIEA 3-28 1 EEFAM =24 LCDR &8
=%
(IINEETEZEEIEBELN SEQ ID NO: 27 E 29 I
E B FF 5 F 7R & HCDR1 ~ HCDR2 f1 HCDR3 = 8 SEQ ID
NO : 27 & 29 Ff/;~#) HCDR1 - HCDR2 #1 HCDR3 4} 7 &
H 3 28 1 EHEEEZREN HCDR 8 KB TEEQ
&= B H 4 SEQ ID NO : 30-32 fF & % £ 5 Bi )R 8y LCDRI1 -
LCDR2 1 LCDR3 = 84 SEQ ID NO:30-32 fi ;R ¥ LCDRI ~
LCDR2FILCDR3 S HIER 3-2 1 Epr A= 21 LCDR
=l =Y
C(MESTEESSE S L SEQID NO: 33 E 35 i K
B2 % %l B >k 9 HCDR1- HCDR2 1 HCDR3 5 % SEQ ID NO :
33 & 35 Fi;~ 8y HCDR1- HCDR2 1 HCDR3 %3 B B A 32
NI EREEREZENW HCOREE E@ETEELIEA W
SEQ ID NO : 36-38 B¢ £ ¥ £ 5 i -x 8y LCDR1 ~ LCDR2 #I
LCDR3 5 8 SEQ ID NO: 36-38 ff ;R § LCDRI - LCDR2
MILCDR3IZZHIEF 3-28 | EEEEREZEWN LCDR &£
=,
MEHSTEESSEEL SEQIDNO: 39 F 41 &
% FF %1 Bt 5k 89 HCDR1- HCDR2 fl HCDR3 & ¥4 SEQ ID NO :
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39 £ 41 Fi;x 89 HCDRI1- HCDR2 f1 HCDR3 43Rl EH 3~ 2
N IEREBRERN HCORER EBHETEBELAEEA W
SEQ ID NO : 42 & 44 B E M F 5 Fis;r &y LCDR1 « LCDR2
1 LCDR3 B, ¥ SEQ ID NO:42 & 44 i ;- 9y LCDR1-LCDR2
M LCDR3rRIEH 3-28 | HEERZEZEN LCDREE -

EF-EFHE TR T ZEKABRIRESESR BN

CDR(E®L.f& 3 (§EZ# CDR Ml 3 Hi# CDR)EFH 32 5 1

EREREZEYN CDR BREZEEENIIBRR T AGERER
WERE 32K | EEERZERELN CDR &5 -
E—EEHITAT FARERIBRILEGESRBRE
TIGIT B9 8 1 77 (XKD)/N A 10°°M ~ /NI 10°M ~ /Nt 1071°M
B /ANFY 1071 M -
E—®E2FHEIAT ZE®RNBIHEERGECHKHERE
&S AN TIGIT ZEKRIBEAEH R E RN HE &

& Hop o

(V) EETSEEALSN SEQ ID NO: 15 & 17 Fimil
HCDR1- - HCDR2 f1 HCDR3 & > S ## 0] & & &0 & 41 SEQ ID
NO : 18 % 20 AR #J LCDRI ~ LCDR2 fl LCDR3 & ; &

(ViDE#E N EES &4 SEQ ID NO: 21 & 23 Fi iy
HCDR1- HCDR2 f1 HCDR3 & > K8 A] &% |& 2 & 40 SEQ ID
NO : 24 %F 26 ff-rfy LCDR1 ~ LCDR2 fl LCDR3 & ; |

(ViiDDE#E T EEE &4 SEQIDNO : 27 £ 29 fi R
HCDRI1- HCDR2 1 HCDR3 & > IR W] & & & 2 41 SEQ ID
NO: 30 & 32 Fim &Y LCDRl - LCDR2 1 LCDR3 & ; X
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(Ix)E#TEEGSW SEQ ID NO: 33 & 35 Fim IV
HCDR1 - HCDR2 1 HCDR3 & » #R # W % & £ & 41 SEQ ID
NO : 36 % 38 Fff/R Ay LCDR1 + LCDR2 fI LCDR3 [E ; ;|

E#ETEEESW SEQ ID NO: 39 E 41 FiR iy
HCDR1 -~ HCDR2 1 HCDR3 [& - ¥€ 4 5] 8 & & & 41 SEQ ID
NO : 42 & 44 Ffi ;R Y LCDR1 + LCDR2 f1 LCDR3 [& -

E—EBRTXN P HPZERNBEEANE &
FEEEERFELE REeHB - ABRGChHEMNEHETSE -

E—EEHE TN HPZAB L EERENEE
BE EHEENERE FR EF 5 25 RER AE K8
ERERNEEERFT -

E—E&FHITXdh HPZ AFEHBESAE SEQ ID
NO:45~51~56~64 K TI I m"MEH TR EXLEE; ¥
B ETI SEQIDNO: 455156 64 3 71 Fiom by &= & T
SEFINEERFIE I0EREBREL - |

E-S8mITA T ZEBER SEQID NO: 45~ 51 »
5664 Tl TANE#HTEEN FREMELER 1 &
1o B EMNEHES Gfn  ZEERSEES

£ SEQIDNO:45 Fir N E S A/ % & L iy N84S+ S85R
MEFEREENWREEBRBDEEE

B SEQ ID NO:51 FimRiESE T & & £ M48I -
R72V - VIO AR HEESHENKEBR B H =

£ SEQ ID NO:56 FiRiVEH T & E L& Y27F -
M481~ R72V ~ V79A ~ SBAN M1 H £ B 4H & HY B & B [0 18 2¢
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B fE SEQ ID NO:64 fiR W EBEMEE £ # R3I8K
R67K » R72V ~ T74K -~ M48I ~ V68A - M70L ~ V79A 1 H £
BHEHEHHEBREEREE

2 fE SEQ ID NO:71 i EM Y EBE L&Y G27Y -
M48I ~ L83F + AS7T I 5 T B 41 & fy B 2 B 5] /8 % 8 -

E-EBRmAIAF -HPZARLIBERaES !
(vi)SEQ ID NO:M4S B SO TN E#H W # &

(vii)SEQ ID NO:51~ 54 & 55 h{E —{H iRV E # 7
s

viii)SEQ ID NO:56~ 61~ 62 fl 63 h{F —{H i Y &

ix)SEQ ID NO:64 ~ 67~ 68~ 69 f1 70 T {£ — {H i = 1y
HHEOERE M
~ X)SEQ ID NO:71~ 75~ 76 F1 77 H{F — @ Fi >R Y = 8
TEE - |

E—EFTHEA P HFZARLEESEA SEQ ID
NO: 46~ 525765 M2 I KRBV EERXELEE
ZEEEEEE SEQIDNO: 46~ 52 57~ 65 5 72 Fi = I
RETEELEE | Z 0EREBSELNET -

F-—SEH AT EFZEB/ERE SEQIDNO: 46 -
525765 M2 TR EITEEN FREMNELAEE 1
ZIOEEEBRNEERE  REN > ZEEREBED

£ SEQID NO: 46 Fin ViR fE W] # & | #7 S60D~T85D -
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A43S - S63T I HMFE BEH S EREH H & &

EfE SEQ ID NO: 52 Fron VK@ A & & LBy A43S 19
BEREERE

FE SEQ ID NO: 57 FinpER g v & & LAY Q3V »
A43S -~ S60D ~ Y8IF NI HE EH G K ER B 182 & ;

ﬁ?ﬁ‘:‘ SEQ ID NO: 65 FR AR #E & & L1y A43S -
M8V EEEEH G EREREERE |

B/ SEQ ID NO: 72 Fin iU T & & £ #y N228S -
PAOS IEMEBHAACNWHEEBEEEE -

E—-HEETAF EHbZARLLBERER -

xi)SEQ ID NO: 46 ~ 47 ~ 48 f1 49 £ {F — {B By /= By % 8
B #E

xii)SEQ ID NO:52 B 53 B/~ BV iR § o] & &

xiii)SEQ ID NO:57 ~ 58 ~ 59 §I 60 th % — {# F7 ;& Ay &
I EE

xiv)SEQ ID NO:65 3¢ 66 FT/n HYEE g ol B 1&

xv)SEQ ID NO:72 ~ 73 #1 74 = {f — {& By /= #y B8 % 7] &

E-SERART EEZABLHABAEES
xvi)SEQ ID NO:45 5 50 Fr RV E # 0] 8 & f1 SEQ ID
NO: 46~ 47~ 48 FI 49 FE—HF "M EBHEITEE
xvii)SEQ ID NO:51 » 54 f 55 ' £ — {H 7 5 £9 = 8 77
5 & fl SEQ ID NO:52 % 53 FimMW M I B &
xviii)SEQ ID NO:56 ~ 61 62 fl 63 i {f — H i ;< Y &
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#E O] S E A SEQID NO:57 ~ 58 ~ 59 F1 60 1 {F£ — {E Fr ;R 69
BR g O] 2 &

 xix)SEQ ID NO:64 - 67~ 68+ 69 F1 70 H {T — {# Fi 7
AVE T EER SEQ ID NO:65 B 66 finfVEEH W& E
%

xx)SEQ ID NO:71~ 7576 f1 77 {F — AT ;R 0V & $&
o g [ Rl SEQ ID NO:72 ~ 73 fl 74 o {T — { ff 5% 7 & $ 7
B E - |

E—SgEITAd  ERiBRHEREEE&EERE  H
TR AERIE  E-—JSHEEANBEEE r Hb E
EETCE®EE S A IgGl - 1gG2 -~ 1gG3 fl 1gG4 i &
HE®E » EH£HE4 SEQ ID NOISFImM AN BEHEEE
& M SEQID NO:79 Fimiy AEKEEEE -

E—-—&giE i\t ERiEREREE&EERE &
FZPlEE SR BR/Z2% B Fab- Fab'~ F(ab')2 ~ EEH B
(scFv)» “ LW V B(EHB) “H#ERBELN VE
(dsFv)fi & COR MKW EE& & R & -

E—EEEATRAT  ERIBREREEARE &
HERENERIERENEESREBRFELE G A TIGIT

S—7H AAHRE-—EBEERY  HE2FEK
ERENHBELAERTBRERREARE  UR—&
NELEEELUESNERE - HEE - -SHEEIBEHE -
BEHERYWEARETECERIBREREEARBNE
BifE R 0.1 & 2000mg > FE R 0.1 F 1000mg
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B—HE AARBE—BAROREBEST L EE
PR EAREREN RGN B -

BoAE - AAMAK-BEARE XEE LU
B 4 F -

S A ARG — AR A
CHNETENE RET@MEEERMEA A B
(A B MR - E R LB G -

B E AN B R A B E B
RS H B H % R AR 7 4 B R
PETHEUREEE PR AR RREREGE AR &
DRAEENE G BN EE S B

5 — 77 - A/ BIER 0 AR MR OB E A TIGIT 89 %5
kBT EABER LRERRBR LN RES N B
Bx .

7 AN B RS E R R0 E A TIGIT 89 3
Mo ZREAE FAERAEREREEAR S -

% — 77 E 0 A B SR G FRR B A TIGIT A3 B 1
FORE R EME L PR BRI RS S B
REs L RBEERY  RAE CROBBST 0 LB
BER TR GRS T A BRI T
GRFEE R EME NK GREANOE T A 58
GEEMEEH RN AR REERER  TEEEW -
B R R R B R - E R
B~ B - A G E B - S %
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BRE - BRIRE - BE BRE - rmEE MALE BRE-
AR - HARRE - R FAIFRE  REBEEHARE -
EYE -BMEE -ODODR MEE- -BER ERXEAFE -
BrEARE T LREIAEE FRAAGEE BERE -

ERHEEN AT FEARBANNEAS NG E

iR HT BHEEERSZEMHFEREMM) . 2 & HER
RESHGX - XUBER - HEF - - BREEFRERE
MWREBERE - Z—TTHEH  ALHRAESRERE A TIGIT 5
%ﬁﬁ%ﬁ%’%ﬁ%@%@%ﬁ%%%%%ﬁﬁ%%t
At B PR O A B CH bt R 4 ﬁ&%@at LR B EHKY
=" DR 2 s i Y = %ATMHW%%ﬁﬁ’%ﬁﬁ
WEZE THRITEERERE  TEEBEE - BERE 3%
MERIE > &ER CDISS BHH PVR BHNERE - BiE
HKREERFRBEERE -

S—H > AAMRERLIEEREBREREES
B HEE LM BEERY RS T ER G
AN TIGIT A ERNERBTHER  ARFBRERT
MEEEERERE  FEEEZEE - BEERELAERE
R CDISS (Ml PVR IGMMNER - BE - B4 E
7 BRF MR OE

FZ—AHE AAERE—EREREFRNFE  ZhH%
BREZEEENEYEREN L AEHRRBEREINES
ERE B LABEARY R ERSYBENIZEBS T
ZRFEEE TUMIIERERERE FEEERE  BE
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BB MR E 0 REE CD155 B3 PVR it E R -
BEE B FEERE -
[ B =i B )

E 1EHA TIGIT I ES S A TIGIT HEHEy ELISA i
H o

22 2 @& TIGITH BEB4& S E TIGIT ZHEy ELISA &
H o

F3E K TIGITHiBHE BFRE AN TIGIT # CHO 4 i
Y 45 & R - |

% 4B & TIGITHEHE A PBMCHWE SR A -

%2 SA B % chl708 RE ANR/ALHREBHE A TIGIT #
CDI55 &5 & WHEFEH®MA » &£ 5B B & TIGIT AJFAEH
BE¥ A TIGIT 8 CDI155 &5 & AU RH B /F B # 0| -

£ 6 Bh TIGIT i Y TIGIT L EHEEFEHE CDI55
HY CHO il &5 GV HET E & -

E TE A TIGITI B2 % CD155 #3% %= # TIGITE CHO
MEEcNHE & B -

% 8 Bk TIGIT {iE Y TIGIT ¥ HEIBEIE CD1I12
) CHO il & &V FHET B B8 -

% 9 @ & TIGIT Hif 4 TIGIT #EEH CHO 4 M &
NEENEER HPTPAF 1/ -

%10A [B % TIGIT 51 B (B 3 & 24 % 540 i (NK) K 40 7
wEEE S 10BE A& TIGIT fi B {E # B A K & 41 iz (NK)
Al REEE R -
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% 11 B A TIGIT % PBMC-T ¥ &4 M #0s &
Eﬁ °

% 12 EA TIGIT AB(HEEABEANERDH
= 1% -
15 88

BTEESEMAAR  UTHBESET X& & A
MEHE REECAXERERREES AT ERNAAE
SRR R R B A 2 B U GBS — A E A
BEEEMREN S % -

AABFAREBR =S BABANES 8RB
I.biol.chem,243,p3558(1968) Ff iit

AABF R R ERES 20 A
% 9 I G 06 A 5 0 8 G RS ch g U0 4R R T A B U B g
S o IR D B T B M 2 R A B IE R
F B Rt R - T R RE A SR A
HBAEEEREONEER - B IgM- IgD - IgG ~ IgA f
TgE» HAAMEAEHEAF A w858y 3 - o B A e
B [F — 9 Tg AR L 45 0 M A B A PR R R 4B R OR O
BRI B A9 A LA A K M9 5 40 1gG T 4 & 1gG1 -
18G2 ~ 1gG3 ~ 1gG4 - S MM HEE WO R % x BH 2
o FM Ig TG Ig A A « S A 38 -

AL AAMFENRBEETE 58 a K
METE ZEREEBEAS AEREIRN ) e
g% o

13
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EAANFET  AAHFLINBEETE S aEE
MECE ZE#ETESS AEREKRN [gGl- 1gG2 -
IgG3 -~ 1gG4 By H & & -

PBEEAETNRESE A NENY IOEREBNFY &
LRA - BEAEEEVE); ST C U H 8 5 & 8 5
HEE REZE TZEEE 3 EEZEMHVRA 4
FHIHERTINELEECFR) -3 EEEES ERBNE R
> NBEREMERAEE(CDR) - FHEH#TEE(LCVR)
2 #8 7] 2 & (HCVR)[ 3 {8 CDR EF1 4 {8 FR & 40 B » 42
MEREBERERREINIESE L - CDRI » FR2
CDR2-~FR3-CDR3-FR4- g 3 CDR & 5§ LCDRI1 -~
LCDR2-fl LCDR3; E#1# 3 {§ CDR & HCDR1~HCDR2
Ml HCDR3 - A AP BRI E G A F BN LCVR &
f1 HCVR By CDR BRERBEEZBBEAUERAE AN
Kabat & 5% 3 B (LCDR1-3 > HCDR1-3) -

AABMWBBOERRRNE RonBE AELHRE
mE AR -

BB IR E A N T BRI A A 5% R

HENH A TIGITHERDIE - HEKH TIGIT i F =8

REEZ RROBREEFFITRIXNIERENE
WaERE XA —ERENERFES > AN EE
TIGITHRERXEREEEFE TE S EEERF « L #
NKEZENEEEZE HNE—FBEEE IgG1 - 1gG2 ~
IgG3  IgGA N EERNEHEERE -

14
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filf 5 “#% £ Hi #8 (chimeric antibody)” > ¥ BBk H 8
METEERANBENECERSTROMNE  TURER
BENBEFENAREESNE -BURSHE  HhET
SUBFEBREEERNRAE  AARERSEHEAE T
EETEEEN EREFEEEANBNECEER
KETZEARE A BECEEFNEERROERNEBAS
EHRBT RETEMRAGLRERAGTREROHES
FoEAAH—ERENERFTED - &% TIGIT A i B
HHBEME— SR AR cA BNEBRNEEEEE -
2 TIGIT &AM BENBEERE -84 LK IgGl-1gG2 -
1gG3 - [gG4 REBENEREEE B ELE AE 1gG1 -
1gG2 % 1gG4 EHEEE » REFAREBES (W YTE
Ze S Eg o] 15 28 & - S228P)AY IgGl ~ IgG2 5 IgG4 & & .

15 28 “ A JB 16 #1 B (humanized antibody)”> /1 #6 CDR #&
{8 $1 #8 (CDR-grafted antibody) 215 /4 B/ CDR F 5l % #
BAAMPBETEEEL HFAEEENABRAREERF
Sl EANPE - TU SRS EERESRERES
Ry RTMFENERERE - WEBEFH T UREE
BALAABERFIOAL DNA BEERARN 2 E XK
A MAEBENSETEELFANESR DNA F5 T
£ “VBase” A B % F % 8 B B (£ H % @
www:mrccpe.com.ac.uk/vbase A] JE & )~ B £ Kabat® E.A.

% AN 1991 Sequences of Proteins of Immunological Interest »
ESHRFPHRT - RBEEEEMTHENERE  SIENEHE
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TH UTHZANBUZEEEFIETREIREESE K
EIEZEE - DIRFEE AN ARLCHBOLBEE —
HEERERE Y CORETHM IR ARBO AR RE -
EAANHE —ESRENERETEFR > % TIGIT AR E T
ELAY CDR FF %53 5 SEQID NO:15-44; A Hy#Hi 8 0 & & fE
FEBRTEE  HbRbiBEETEE FEHE FR &
o A RE#EEH © (IGHV3-7*01 1 hjh2) -
(IGHV1-46*01 f1 hjh4.1)f1 (IGHV1-69*02 1 hjh4.1)HJ 4H &
Fol > MABAKE#EESY © (IGKV1-39%02 f hjk2.1) >
(IGKV1-39%01 1 hjk4.1)Ff1(IGKV4-1*01 §1 hjk4. 1) &
Fol - hBERERETROVER  SIENEETE T
HZADEYTERTETE IR EE(HERE KA
LERIEY FREREBBEERERFBRENBEHEML
ENKRERRERE) URESE

COR W ETHRENEEFBENIRBREBENERE
8 TIGIT iE RN ENREE SR EHREN RN IR -
HEMEFAYTUREREREERENER - BIL > T4
MARERHEABEBERERBEZE AR BOBEE -
RKEFATICITH RN ENFEESRBENSHREESN
BRERBRETHEHREBRERNBUTBERIIAL EKE
E-CDR EEBETHBEARENNEBETHZEREHE
BREY - IR FAERERBEINEAR BETHFY #Hi R
EEFIREESHLUEESBNEFIINEEFFIMHELL
W -HMABEBERIATERRUERSERENER -

\F
FTE"
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RRMEEEPHEETEMEH -

EEU“BEE I 2K 1 EREREENEB D KE
BREEEEHERREEOER SR SBEOERERE
EREBRNUERNRE  AEEREOERNS KA ER
& 1 ERBREREBRNEBA - Bt En -

MENENDEEERBE R “HERR” BEHE
WRHREEEGESREM®W @ - TIGIT) WE TN —EZX %
BRE EEFTAHSEABNRERERABNRE
SEE  WELENHEEaRBR " PEANESHR B
W B Bl B & (I)Fab RE » B VL~ VH - CL 1 CH1 & # I
HARWEER B (()F(ab), RE BEHEEHEE LW
“HmEEENMWME Fab R R @A K > (iii) B VH
CHl GRS E M Fd RE S (iv) HIBWEEN VH M1
VL EEBAEMN Fv RE (v) EEREBREK dAb B &
(Ward % A ,(1989)Nature341 : 544-546)> HH VH % &5
SR RI(vi) 2> BEEY O # R € & (CDR) H(vii) AT H B E #
EHORNEEEENWME R ESE S 8N CDR ES-
Beoh - #EAR Fv R BRI ES&EE VL f1 VH B o BN E
Rt - B EHEHTE  HFHARWEEREESH
RMESHEHAHELEREST VL I VE EREEREES
THEHEEEHREMM R/ EE Fv(scFv) 5 25> #1400 > Bird

-ZF= AN (1988)Science242 :423-426-=; 1 Huston = A

(1988)Proc.Natl.Acad.Sci USA85:5879-5883) - [t %5 55 & %
ML ENEEENMERNBN“HEE SR BT - FHAHE
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HEMARCMN —REMESLERBR K X H DM
HRERBIUENTAHEHEN A RER &R - T#
FHEYS DNA SR EHBREILLEHFERNEREEERES
REEDRE&EEH D HBUTNUNEABEEMNNEE 4
@ > IgG( Hl40 - 1gG1» I1gG2 > [gG3 B IgG4 EE ) > IgAl »
IgA2 > IgD » IgE ¢ IgM 3§ -
AAFBRIE&E SR BB Fab- F(ab')2~ Fab'~ EH §#
DLRE (scFv) ~ ZH Y VEB(EHB) —mEBELN V
& (dsFv) ~ @& CDR UK & - |
Fab ZHEBAEBEOBANEABMIE HEN 224 11
MEEBRBEE)EE 1gG B FHRESNREETNERY
50000 9 FTEVEANREEEEENHBRE 4 H
HNHERHNY - ENEELEED _HFBEEE—® -
AAFHB Fab A DMERARNEOBEER AN
ZERINATICITIL RHENENBRABRFIRE =G4S E
EONERRBARLERE - i TUEHBEBEZ B W
FabBY DNARB AT EREVRERBR AN ERE YR =S
FUWKEEEATNEZEDHEZEY P LR E Fab 5k &
& #% Fab -
Fab' )2 R HBAMEEOMBELCRGGREETRE =
MBEBNTHHEoMEBESENS FEAE 100,000 It EFH E

HEEEHLTE e ERBUEHENWE Fab ENHRBEBR

B -

AoFH F(@b)2 AIEEASEOBREEALARY
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S R B0 A TIGIT 40 58 F 4 B 10 B 45 B 5 51 o0 38 = 4 45
MGG ERRBAREE - i TUEHARBER -
i fE N E S By Fab'3R & E ¥ F(ab')2 o

Fab'f2 ¥ B V) & £ 4t F(ab')2 iy 8% 88 [ 9 — &7 42 7 18 18
BN FERBLS0,000 M EEFERELEAETHENNBRE - &
A BAH Fab'®] DAE B0 FH B IR B 6 40 — Wi &R 0% B2 02 B A ) B
R RERY TIGITEHES BN RER RS & &
B4 & I F(ab))2 2 & B -

B4 AL EE G GBS G Fab'F ER Y DNA # A
HRMAY R ERBNEREYEERB P L EREE A
B R EYRELE Y U RE Fab' R & B Fab' =

BB - “Eg Fv s cscFv & i5 A & & b %
OE HE HERU DUMR R BE T S A5 RSN (E S VH) AR
TG (RES VL) 95T - [ scFv S FIAA
— R & % ° NH,-VL-#: 58 -VH-COOH B, NH,-VH- # Bg
-VL-COOH- 4 MW R AH W B EHEH Y GGGCS BER
RIS B BIE R 1-4 HEEAERE (Holliger
% A (1993) > Proc. Natl. Acad. Sci. USA90: 6444-6448) - T
FIR A A BN E AL B B B Alfthan % A (1995) > Protein
Eng.8:725-731 » Choi % A (2001) » Eur.J.Immuno

1.31:94-106 > Hu Z&E A (1996) > Cancer Res.56:3055-3061 »

~Kipriyanov & A (1999) > J.Mol.Bi01.293:41-56 #I Roovers

% A (2001) > Cancer Immunol. il -
ALAFEN scFv I UERUTEIBREE BB LA LH
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N EEBRIATIGITYEEIENBREBFI R HE =4
EHEEaNEERBRBEN VER VL A4 cDNA 22 H 1B
scFv iy DNA: & DNAH A EZRAEYYEZESEEXRERK

T EMRBELBR T REBRRELBREAIEREYRE

1% 44 LB scFy -
ﬁh%%ﬂ¢s$vﬁ“%?%%ﬁ?ﬁ&:ﬁ5ﬁ:
BRGSO RBAL - Eo R RES SRS W
B R T U2 E SRR AL -
AABMMERBAUEEU TS BREE  BE K/
BRI RERA A TIGITE R BN LRI R
Gt S E RIS VHA VL B4 7 cDNA- B2 &
BE scFv iy DNA MEMBENREBFFEE L 8 BEE
RED K% DNA BAHERAYREREREKEY
HERBY  ARPZREREEANEREYREIRE
EES L o
 GFVREEABETEE VER VL RN — ERERE
EWEMEBEBRENANS RCH LR E A =
B MEET EEKN - T RE X H % (Protein
Engineering,7,697(1994)) & 1A i B 19 = 4 4 #8 T8 0 5k % 4=
BENEBRBENAOBRERBE -
AABE dsFv AU BEEU TS Bk EE: EE AL N

o

—_—

R ERBIA TIGITE RS ENRERFIINE =&
EREGEENWENRIAEN VHE M VL W& cDNA B EK

i dsFv #J DNA - & DNAB A R R AEYREHERBRE
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REMRERBET  RAERBAREBBEAINEREY R
HEZEYH LLFRE dsFv -

HWe& CORIRKEFHE A VHE VL E CDR 11y — {#
L EEKTHERA -2 4% @ CDR MR B M ¥ B #18 &
REHESHRREEME -

RAAMKES CORHNMTUEHRU TS B REE
BEAAFBRNEME T A TIGIT Xt 8 a4 & &y B 2 B 5 %1
NEZHEHESHERREY VAR VL &9 CDR N 4R 18
DNA- K& DNA BAFERAYERERERRAREYE
ZEET REKAREABE \IEREYRNEKEY
FUREZK - W T UEHEZ AR FTIEH M Fmoe K%
2 tBoc FAKAEE Z B4 CDR B fik -

AXPEAOMENBEL BETEEHES VL
o VHE —® oy HAFZTELE BN EE S B (CDR)
WXZHR - RABELE > HRBFEHF CDR K T 84 5 -

fiieE “RAUK “BEREERERE LA ERE O
MEREEESNEAL(FI0 TIGITS F LW EEIA) -
RUBEUBERNEENBREEEEDV 34567~ 8-

910~ 11~ 12~ 13~ 14 IS HEENFEEENRERE -

2 B > #l 40 > Epitope Mapping Protocols in Methods in
Molecular B iology * 28 66 % > G.E.Morris ° Ed.(1996) -
MEERAEEE” " BEMES  “BEEHES"
M T EEtMEE"EENBHEALABEENRERE LN E M
CE-BHE ODIBIURLGAR 10°M #1401 K4 /N 10°M -

21



1803523

10°"°M ~ 10°"'M L E /N M S (KD) & & -

fif & "KD" H“Kd"EZEHERENR-NEHETFEFENE
MTHER &%  FAOHNHBUNARRLY 10-7TM» f]
WM/AFRE 10°M ~ 10°M 5 107'°M s F /Ny R B 45 %
B (KD) & & TIGIT  #] 41 - 21 £ F 3= [ & B T #8 £ #R (SPR)
X fit /£ BIACORE EH HI EH -

EME“BEF " ARNGEFHEERALONEESEEQ
WFHNEEECEIRFTNHBINE R TR BEEERIKE
EEBAZEBRT  REEUTHEERHE LM
ELF FRANIEEEEIW NN BRERERIIE
RE)G MBI OBE)Z2EFHESEEES B OES
KSEHE)VELEREW W TIGITH E=HEH BNE R
MEE  REEFEIUNGEHESCH ETHREE —ERE
SoEHRERTHEH S —EHRF  ELAEf 0 BHE#ER
BEEAEZEHNZERIA) BHESENHEEBREENE
(BTA)~ 3R 035 % H 2 (& Rl 40 Stahli % > 1983 Methodsin
Enzymology 9 : 242-253); BIHEE AW E-FH WX EIA(S
B 41 Kirkland % > 1986 > J.Immunol.137 : 3614-3619) ~
EHEZELHHE BEEE#ESXKLHE(ZRHAL
Harlow I Lane> 1988 Antibodies> A Laboratory Manual(#7
Be , B EZE F M) Cold Spring Harbor Press) ; Fi 1-125 f&
YR EMHEZEES RIA(ZR AW Morel & - 1988 >
Molec.Immunol.25: 7-15); B E# 4 % = -5 f1 = EIA(2
B 5 40 Cheung > & » 1990 > -Virologyl76 : 546-552); M &
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#% 12 52 Y RIA(Moldenhauer %1990+ Scand.J.Immunol.32 :
77-82) - BEZANEEZESREREHEAFEREL VB AR
RECEOREXNSENEGECEOE& AN ERE
(FFAN R EESRERYEEH) EFIREEEES

FET > IEECRERREREMNETHNE  KHE
HEEUENHE - BE GHNEECEQZBEREEN - B

BENANEEEFREEAEOEENNELS A EQGE
GAHSEREEAEAR - ZNNRNALEAER A&
AERNBET2E NG AEINES RN B ERT R
FEAEN  ZWMERMEEM L EHPBRSEES - £
AXERATEREFRARNECE IS AN ENEE
HEEE  BEERENNEECELOBEEAER > HE
H 461 (B 4 B 1R )ZE 2D 40 B 459 - 45 5 509 ~ 50 & 559 -
552 609% ~ 602 659% ~652%F 709% ~ 70 & 75% = 759% E¢
FH2ERRGAEAARANENEERES - B
BT > ARG E /D 80 F 85% ~ 85 F 90% - 90 &
95% ~ 95 2 97% E 9T HE X -

A AT E KB T2 DNA 4 F Rl RNA
STy TUMNREE@SR S E 8842 % DNA
ERBEBRES —ERRFNENRDERGTE KBRS
WEBENT PO ARBSFREBRTFEEEBFI NS

C % MR TRURTEREEEZEERF -

B R RN IR L EENS — EEBY
BRBEOST EHERSEXT BHBREBER" HEEF
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54Ny DNA BERBEBEHTWBREHE DNA B-E 5
—EEEATET HERFEHE  HP K551 DNA
EREZEEFRFERNET - AXTLAHANEBEHAEES
AEMNEBEZART EEEHPI0 - BFHE YT ML
WHEZEBNRMEELBYHER) XTE5ABEMAR

BRESCABEIARNERSE  RMEBIERNE —ERH

(Bran - FEHF B HA B EHBE) -
HARMPTRAMEENHELIBUREE AR EN
FAE WARENNEERRMESE »5-8FER 15F - fi
W BAMAATIGITHHERERE TSN BER
B -4 WERMDA-—BNTEETEERARF - 1
REGRBEETURE K7 EEE - SHERMBRNER
MREERBEHERIE A EAEIEAREN CDR B L —
& 2% @ ANJE FRE - A FR & % /7 5 7 DL #% B bb 3 IMGT
ANBRETEEREAEZERBEBEMN MOE &g » #
IrﬁMunoGeneTics(IMGT)B@%% IE http://imgt.cines.fr & & »
HERAEEREHSE > 20011SBN012441351 E#ESE -
BB IR ZEHEEREPSIIATRESZBNARE -
HEHARTEEAE  WMAEY HEYRBYHE - 5RE
/b BY 4l B B 5 BE 17 B T} (enterobacteriaceae) IR B > #l 40
A B 18 B (Escherichia coli) 3 ¥ FJ K & (Salmonella) M &

BR 5 FF FE 1R B B (Bacillaceae) B 41 i B % 78 2 B (Bacillus

- subtilis) s Fi X ER (Pneumococcus) ; # Ik

(Streptococcus) FI AR B8 M & (Haemophilus influenzae) e
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@iﬁﬂﬁﬁﬁi%@?ﬁﬁ%‘}@ﬁ%(Saécharomyces cerevisiae) Al
2 7% B 13 (Pichia pastoris) - BEN Y E I HHR L2 G
CHO( TEERNELMMA) 1 NSO- 41 -
AARMIBENNERNNESESRETH —K 7%
HEMGGL - tb > EFWEEMEKHELY cDNAFF] - 7B
BRILEHE GS REHE HUENAEREOREHRE T
DRREME R CHOMM -FRh—EEEBNR AL W
ABYBERELAGGERGBOIBEL BIARE Fc B
EERT Ninfr - FHREBRA TICGITHRESREANHR
EREREWEALR BUENAEKEEYRESNEME
BETEAEBEULEENR - 53‘5/\7?;?%’3’9%%7&3]1«‘)\%
— R flodiiE b HEREBEBNEEHERN A X G
Sepharose FF EE#E T4k - REFEHEBEANE Y -
HH P HBEZAFREANELE - H| SDS-PAGE Bl H1 88
R WHE HETH-KRITEETEBERE - IANE
GYNMSER CHMH-RIFEEZR LOSTF&H - B
TR#E - BRENEWFTBUMLIE » W-70C > HEFHRFE -
“CTRRECEERRARSY - A ERBZHE 4@
&S BEREYRERN  BRENREEY - BREE -
R ECEHY A ZRE @K 48 - FE
HEYRBENES - “GTFT " RRBE T UEFOERE - &
VR#EINE 2 MENERBTE AENRESR
A E M S DIERABERBNES g rs
HdRER - “G@T N RE"EEHEOSE - 28 - &

25



1803523

& S R EE 5 — A A A SN R B B T A -
HOEERARA BRESRMEIREE  RELEER
TR S HEE - HERAOSEHER -
CEECEREGTERERARNELER > fuBaak
ABNE—BEALaYNELY ZRELE—BERS
BERER  MEOZLARANBEEREAEHEER -

BE EXAGRREABRBETUEREE —ERSIEER

ERNELETEERER  UFEEEERBLERNHEEE
RERETTERENENEE -FRNEHETTEBER
ERNEERNEMBEFEEERENTRBELSERR
SE -PIAEZENERRE ERUOBE  DUREYWER
FELEFTEFRANEN HHBEARHECEEZBTERREA

i OE P BT E ZOE AR B9 B E M S B R Y T B R AR
MGE IFEEREREACHRE -BEALCHNE
T EBNMERTEXBEREEREEEERRERF
HAREEN HERBAEBCONE MK 28K %
#1 Student t #& & - £ 7 B - kK Mann fI Whitney i U
¥ B~ Kruskal-Wallis 5 (H f& 5 ) - Jonckheere-Terpstra
BB Wilcoxon B E HEGKH LEEZHENE S|
JEE BB EEEREMR -

“RTEHI "X “RTERIBNR"EEEEFTHLUFR

- (Bl E R~ AN BOKMEARAKE - EHEEROE M

EMECREREREOTNREER EETHEEETX
SEMANBEANEDEEYE - AEHBEWMABNE > —
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mE > ZHRVELFERTNEEEREAREREARA LR
WEEYWEFEME (2 RGO Watson % (1987)Molecular

Y

Biology of the Gene,The Benjamin/Cummings Pub.Co.,%
22 H (B4 - B4 EEAHEEUNREERENE
BAKRTRBEELEYEES
“BREEER UM E NTEN B 2 &R R NIERKKE
HNE AUEERHERUAFREEZHNE - ARKE
BREUEBBEZHENERETMRELTREMEE : &1
W HEENRE  BENHEBREERL - -LENFTER
ENRENKBIFRABESE ARETUEHEBEZEE
R ESFEFANGEREENGEGETE -
“OHNEMEERBBELAECEY - HEABIIEENY
B -“MEME"EREBLEMARE EVWRABREENY

E -

‘ARE"REMESRZERFY) 2 MW E %K 2 H
ST - B R E LR F Y 50 i E S 5 E A
BEBRERERTEGEER  PIUAURWE DNA o FHNE—
EUERGERESEER BEZS FEZNLERFEEN-
MEFINZEHNEAREEIRZEMEFIXFNTERE
FHUNEHBRULEBENMER <100 NRE - FlH 755 &
ELEHR ARWEFINFH I0EMEFR 6 #ICE = H K-
A EREFF R 60%E K ; AR M EFF 3100 (@ i B
H 95 MCEESRHEIE > MEWMEFI K 95%EF - — MW
S ELHWMERFIIMGEERNEEE T SR &I
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AXEHANRMLME” - “HR AN HREZEY T
DHEMA LTHFRFFERABTBEERAR - Kb BH<H
"N ‘Bl afRAZRMBERMEETENEER
Y o MAETEERHEE BEZEMBENE BHRHERIE

AENRE HERNREDNASEFEHATMAREMEE -

EEEA RS R E TR BT
MHEBERR EEEFEHLBROBRT » oL TFTXH
BAH -

S PR B9 R £ 8 98 2\ JE 3 “PORY R 95 5 of B
f) 5% 5 H5 4 9 % B « RNA R1/5; DNA 41 72 Bl 401 % B % 7 5
4,683,195 AT MIBM B RNEM - —RER BEES
KEHEERAB R AN FFEA  EETURNER
LTI i S A 07 T B S 0 A A9 B BE 8 4
Bl AR BL - 2 B BI MY 50K b A HEER T B B A I B AR G
KU —3 - PCR T AR M I E 1 RNA 5] - K H@E
5 41 DNA 89 % & DNA FF 1 1 1 48 47 i RNA # $% 7 cDNA-
WEBRER S E - — &2 R Mullis %(1987) Cold
Spring Harbor Symp. Ouant. Biol. 51:263; Erlich 4 &8 »
(1989) PCR TECHNOLOGY (Stockton Press, N.Y.) - K3 f&#
B PCR B A AN BHMER AR R OB E AN
BRI —EED > BRRE—MEMN L EAEERE
BEMNE N KBRS AN DR RS RN
=55 -
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“LHREB'RGARBER RN ZFE G L0 E4HR
HULEALELE  ZAFECEZEGRBRERZSERTE
EWNHEE Pl “EFEECBE I Z3ENBEHETEE"
EREFREFINNBERTEETUERAREFE -

‘BREUKNRARe R —BRSELAXFALEYH
HEHS L/MEANEIRBEYRAMLEEINE
GV ZENMESPNAEEB/TEANEBNREE - B
HHRTHNENESREHAYBENGE  FIRNEERTH
W T EEYIEME -

B R ERE AR AREE TIGIT A8 B #Y R 7% #Y 2
B> B E2ARAHNERILEXRENBR BRERER

$f 5 TIGIT A5 BBV B8 B R &l - R 3 2 8 TIGIT
FE B 69 2 B BT o 40 R KA BB 4 F 5 MO8 B R JE
T8 45 & A TIGIT %476 W 38 5 1 & T 41 B o7 £ s 8
B REEEHER BERBAMRE  REEEH
SR EERERN LR G ENNER AR TERINA
R EE B RS > B CDISS B M ER
B 0 o R R

BE SR> AR A B R B R 4 0 B B SROM 2 TIGIT By 77 3% -
F B %6 MBI S0M B TIGIT M9 Sh 0~ F 1S 4 05 4 o 3 00 52
=% TIGIT By 4B FE Y 77 3% F1 B K 2 B 52 TIGIT 46 B 49 52 5
MR HEAA AN RSN A TIGIT 3 5 4
EORERFIRE S G EBE AN ERAB R BE B
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TE R BRI -

EARAREST  ARBASHE TIGITHEH JF7ET B
EEMEMGE - Fla > EEBEREHRAKHE TE -

ZEBANKACET ZEERAECHNERITER A
HHENBERNNREENTE  ERUNHAESTENE
PlamMAEYERECN R ERE T ARIA) B2 EHE
7% (EIA B¢ ELISA) » B R E M EE(FIA) - X RBEHE
A EBEBHEREHEE MELLRBTEE -

Ei e TIGITHEBEONRKTUEHA A LM EKR
BEiiiER BN ERE TIGITHHK KR

BTRAREZHKOMAE TUEABABN 2 ERN
A UTEEERBREINRZE  BXHEREAECE &S
GFOAE - LS JLUERFNAHA FMAT8100HTS % 4
(Applied Biosystem) SN E X LB L EEFE -

EALARET  HARRARHAZE TIGIT Y & S B g
ERAIRH > AEEAEREE&RE TIGIT 8y 41 Ay 7] 88 ¥
BIAT » P40 4H @R&HAE ~ M ~ M4~ mF - BK® -~ R »
HE @B RAEER -

MREBEFFNZH T E EFAAHNWERINERE R
BRREENZERETUEFARATHE-EKENR
B 2 RO A R B B9 BB - AR BRI B R - B R S FE AY BUB
BEEEMN  BF  ARBRANANEEETANRER
IR E T EORA > FIOBRA R E R HABA B
KEEGYNERECLNE RN EZELHENRES -
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AAHERAREN TIGITERGBEXRNESE SR K&

HTIGITEERSNRERMYE - URHE TIGITHSHAO T >

HEfP NFELBLENRAEREARER FRZ2RETE
FHRBURESE  ESNERNITRNEENERNINEE -

EAFMEBERARUEN TIGITEKRVBHRILESE SR &
EEFRFHNARBENREGHETEE BERHBRENEE
o RENEWHHE -

AABEWOIEED TIGIT ABLRBAFAEER
MEHRBEYE BEHEBEREELZEH  SRETEHEER
E - ARENOERNHRBE® -

AN ERAREN TIGITEKRNESREESE B
HERFHE NKAKRM THAREENRHE -
[E RG]
B i 1 51 3 3R B

UTHEEERPE—SHAEALALARH  HELEKG I
ERFMEXLAAHNEE - A AFERATRFZHAEBKE
NEBTZE BEER-—RBREHE UAZBNRBEWNE
BEFW > S FEEAFH BRI LEERERE
ZNGHE R ETHEREBRENSAE AW EBEN KR
Bl -
BHESM 1. TIGITHREBNNHE

1.1 EARHERE

LA TIGIT #£H (Uniprot 5 @ Q495AL)E K &~ B
TIGIT R » T A LAHE PRV EERIHE 8 W
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EBEFEY > TENE TIGITEOER S FRENES
Al EIEE pHr g £ (B E) 2 pXC-17.4 #H ik b
(LONZA)E - £ 293 il R EH CHOM B EREH
B BEEBALAAFANEERBRAAEES - LT TIGIT #i K
KRFF R BBV 9 #5 A TIGIT -
TIGIT HE 4t & 8 /N B 1gG2aFc B WV EL & & H

TIGIT-mFc » H J° 2 & A & A

MEFGLSWLFLVAILKGVQCMMTGTIETTGNISAEKGGSIIL

QCHLSSTTAQVTQVNWEQQDQLLAICNADLGWHISPSFKD
RVAPGPGLGLTLQSLTVNDTGEYFCIYHTYPDGTYTGRIFL
EVLESSVAEHGARFQIPEPRGPTIKPCPPCKCPAPNLLGGPS
VFIFPPKIKDVLMISLSPIVICVVVDVSEDDPDVQISWFVNNV
EVHTAQTQTHREDYNSTLRVVSALPIQHQDWMSGKEFKCKV
NNKDLPAPIERTISKPKGSVRAPQVYVLPPPEEEMTKKQVTLT
CMVTDFMPEDIYVEWTNNGKTELNYKNTEPVLDSDGSYFMY
SKLRVEKKNWVERNSYSCSVVHEGLHNHHTTKSFSRTPGK *

SEQ ID NO : 1
B TEEEHB2AERENK > REEHS K mFe-

TIGIT fE #M & 8L A IgGl Fe EX YRt & &, & : TIGIT-Fc »
R A
MEFGLSWLFLVAILKGVQCMMTGTIETTGNISAEKGGSIIL

QCHLSSTTAQVTQVNWEQQDQLLAICNADLGWHISPSFKD

RVAPGPGLGLTLQSLTVNDTGEYFCIYHTYPDGTYTGRIFL
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EVLESSVAEHGARFQIPEPKSSDKTHTCPPCPAPELLGGPSV
FLFPPKPKDTLMISRTPEVTICVVVDVSHEDPEVKFNWYVDG
VEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCK
VSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQVSL
TCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDGSFFLY
SKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK *
SEQ ID NO : 2

iR TEHEGEXT>RERRK S8 E S K Fco

=K TIGIT: HREE TIGIT AR ZHMEE > Btk
HI
MRWCLLLIWAQGLRQAPLASGMMTGTIETTGNISAEKGGS

IILQCHLSSTTAQVTQVNWEQQDQLLAICNADLGWHISPSF
KDRVAPGPGLGLTLQSLTVNDTGEYFCIYHTYPDGTYTGRI

FLEVLESSVAEHGARFQIPLLGAMAATLVVICTAVIVVVAL

- TRKKKALRIHSVEGDLRRKSAGQEEWSPSAPSPPGSCVQAEA

APAGLCGEQRGEDCAELHDYFNVLSYRSLGNCSFFTETG
SEQ ID NO : 3
ERK(ETE G+ E+ERE(ETEH KRN
B (# AR BT
cynoTIGIT HI4ME B2/NEl IgG2aFc BRHVRE & E B

cynoTIGIT-mFc » B & H

MEFGLSWLFLVAILKGVOCMMTGTIETTGNISAKKGGSVI

LQCHLSSTMAQVTQVNWEQHDHSLLAIRNAELGWHIYPA

FKDRVAPGPGLGLTLQSLTMNDTGEYFCTYHTYPDGTYRG
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RIFLEVLESSVAEHSARFQIPEPRGPTIKPCPPCKCPAPNLLG
GPSVFIFPPKIKDVLMISLSPIVTCVVVDVSEDDPDVQISWFV
NNVEVHTAQTQTHREDYNSTLRVVSALPIQHQDWMSGKEFK
CKVNNKDLPAPIERTISKPKGSVRAPQVYVLPPPEEEMTKKQ
VILTCMVTDFMPEDIYVEWTNNGKTELNYKNTEPVLDSDGS
YFMYSKLRVEKKNWVERNSYSCSVVHEGLHNHHTTKSFSRTP
GK*

SEQ ID NO : 4
akE D BEKEBSLEERK  SEE S K mFceo
1.2 TIGIT HB EAEAN &ML MEBAEHE -
HEHG B EML
(1) & 9 135 5 B 4L /ProteinG 38 71 @ #7
HR/DEBEEEEMLEZE ProteinGETHR BN >
KEEFSMEEBRLNMLEE  BELEBEEMA 10 B
15%EEFE Ry 1M Tris-HCI(pH8.0-8.5)58 & & pH- ProteinG
B OMEREAEL 32 S5 %%E%%‘E » R T H &K
BHEIESMHELBME AN 1xPBS(pPHT.H)EEE & 1F
HEITHEERNEMEEFE I E SEARE WL FE
FMABEBRELEREES  ZEFHREFEREBEEY Imnin XE
R FIE 1xPBS(HT )R KEMEE I ZE SIEEREE
MEERRWEZEZES  FIE 0.1M B B /5 B 84 (pH3.0)
EERETRLTR  RMEBERIIRAKETRE - HRE
V)M A 1M Tris-HCI(pHB.0)PR ZH 58 &7 pH & 5-6 & - H P
HPREMTIUNAREEEMAERAN T EAETERE
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B N EEEET B R EERAREREFENGEE
B WEFEASTHEL G-25 MEBHRRF BN EE
B % > SUE FI 40 Superdex 200 EH/ AW RS FHEE
EBRFEEY PO TER S LRSS

(2)Protein A A BN Fc EENRAOBEORE
bi g

BhERE Fc RASOREN BN EREE L EE
{7 % B E 0 U EL BB - ProteinA B AIE MR H 6M BB AN
EIESEERERE ARABRAKEERIE S HELS
B o FIFE 4 1xPBS(pH7.4)E 18 2 fF 5 T4 & & W B @ 7
ERETHI-SEEEBR- AR EEBEANABERELBEG S -
REREERYEEY Inin KEERBE > S22 %F
B IxPBS(PHT.A) A BEBHERIESEERBRE B4R
Ui T % 2 KR 4% o R 0.1M BS B% /B Bk 85 (pH3.0-3.5)48 8 %
o TR PR - AR EE R MR H W R R e - Y IR E MR
IM Tris-HCI(pH8.0)HR M & pH E 5-6 B&H - BN MR E
MANFAAERBEHMABRAN T EZETERESR @
MABEERETEEEERAREREFNENEHEE A -
WEFMBASFHED G25 RESHRRFIENEEHEEZ -
2 % FI Fl 40 Superdex 200 % 75 43 ¥ 3 57 F HE [0 & £ 5 & o
EEYPNERERSURESRESA@E -
HEH 2 A TIGITRAMBERE BN MG

2.1 2%

PLA TIGIT Bk i BE R R/ BEE - EHBE SIL
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H/NE B - 6-F 8 Bt (LGB EETRE Y E M
ERAE EWEEHFTHFEIR - SCXK(E)2012-0001) - £
ERE SPFH-/NEBER EFREZREEEE 1E12/12
INBESE /RS B HERET R 20 F 25 T JRIE 40 F 60 % o
WO EEBENNBEBEUATHERE - 2ERE RS mFc
By A TIGIT g 4F & (SEQ ID NO:1) -

%Fﬁ:ﬁf F TiterMax® Gold Adjuvant(Sigma Cat No.
T2684)81 Thermo Imject® Alum(Thermo Cat No. 77161)#
B 28 X % 3% o DU IR 82 2 Bl (TiterMax® Gold Adjuvant)th
B 1:1> JiJR B £ Bl (Thermo Imject® Alum)EEfl % 3:1
SOng/8 /% (B R % E) 25ug/%/a*<<mmﬁ)o 51 2L 1k
BETEE B A 0-14-28-42-56K - E 0XE
A (P S SOug/EMNAEBRIIE -5 14 RE T (se)F B
(—HEFHE 6 & 8B)EH 25 peg/&E - F 28 2 RMRBEFH

EHRNEXERREL  EETHRBEERERFALE - RNE

21+ 35~ 49 63 KRE M > F BLISA 77 3% B & /N B Ifn 3% o
NNBEE HE4ESREEUR BEENELHER
EeElTtHEEEBENFLENINBEETIEAEMSES - EETHE
MR ER 3 RMEBRE BEAAPES 50ug/E 00 &£ H
BAKRENEBRK -

2.2 RS

FRAEAN PEG NENR ST EEEMKEMEHAES
B8 %7 41 B Sp2/0 411 B (ATCC® CRL-8287™) 3 77 Bk & 72 5 B

-EHEME - MEFNBATHMEI 0.5-1x1076/ml & E

36



1803523

FI52 &85 % 5 (& 20% FBS -~ 1xHAT - 1xOPI § DMEM #%
BRE)EHBRT > 100pl/FLER 96 FLiKH » 37°C » 5% CO,
ME3ZE 4XR% > WA HAT S 288 % 100pl/7L - & HE
B3IZARERRSRBEKR - ZHRLEFE > MA 200pl/well
) HT 53 % ¥z % & (& 20%FBS - IxHT #1 1xOPI
RPMI-1640 ¥ % &) 37C 5% CO, K& 3 X1 # 1T ELISA
T HI o

23 BEHHBREE

REBMECEAREREE &4 ELISA FAETH
EHEBEELERN -AUHES ELISARANBHE LMK L
FETHRECERTNARIEEER - SARNHEYRE
MNAHEEARRETESYAEREN _S=XRGEEEEE
& 15 B AE At ik -

BROEEEMBEIEFE TIGIT 44 ELISA-HTRF

HE=EE dRECERBNARESTERKRMN - FHM L

ERGECSIMoREK AR BFARERLE - H
LR HALERELE - # f&uﬁ“ﬁﬂqﬂﬁiﬁﬁ i

24 BORBEMEFIIHE

REEMERETEEFIBEROT - KEHBERY
Bh& R4 B © A Trizol (Invitrogen, Cat No. 15596-018)#%
A B A ED BRI RNA - ff PrimeScript™ Reverse
Transcriptase & %l & & ¥ % (Takara, Cat No. 2680A)*° & KX
Bt 52 H cDNABRRHA/NE Ig- -Primer Set(Novagen, TB326
Rev.B 0503)# 7 PCRIEH R /¥ - KB T H DNA F 5l &
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FHGEEINGHEAERnTHENIET EEKERF Y
0T TR
m1707-HCVR

st

EVKLVESGGGLVQPGGSLKLSCAASGFIFSDYHMYWVRQ
TPEKRLEWVAYISKGGISTYYPDTVKGRFTISRDNAKHTLY
LQMSRLKSEDTAMYYCARQSSYDFAMDYWGRGTSVTVSS

SEQ ID NO : 5
m1707-LCVR
DIVMTQSHKFMSTSVGVRVSITCKASQDVGTSVAWYQQK
PGQSPKLLIYWASARHTGVPDRFTGSGSGTDFTLTITNVQS
EDLADYFCQQYSSYPLTFGAGTKLELK

SEQ ID NO : 6
m1708-HCVR
QVQLQQPGAELVKPGSSVKLSCKASGYTFTNYWMHWVKQ
GPGRGLEWIGRIDPDSTGSKYNEKFKTKASLTVDTVSGTAY
MQLSSLTSEDSAVYFCAREGAYGYYFDYWGQGTTLTVSS

SEQ ID NO : 7
m1708-LCVR
DIQMTQSPASLSASVGETVTITCRASENIYSYLAWYQQKQ
GKSPQLLVYNARTLAESVPSRFSGSGSGTQFSLKINSLQPE
DFGSYYCQYHSGSPLPFGAGTKLALK

SEQ ID' NO : 8
m1709-HCVR

EVQLQQSGPVLVKPGPSVKISCKASGFTFTDYYMHWVKQS
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LGKSLEWIGLVYPYNDNTGYNRKFKGKATLTVDTSSSTAYI
ELNSLTSEDSAVYYCARGGPSNWNYFDYWGQGTTLTVSS
SEQ ID NO : 9

m1709-LCVR
DIVMTQSQKFMSTTVGDRVSITCKASQNVVTAVAWYQQK
PGQSPKLLIYSASNRYTGVPDRFTGSGSGTDFTLTINNVQS
EDLADYFCQQYTLYPLTFGAGTKLELK

SEQ ID NO : 10
m1710-HCVR
QVQLQQP'GAELVKFGASVKLSCKASGYTFTNYYMHWVKQ
RPGRGLEWIGRIDPTSGATKYNDNFKGKATLTVDKPSTTAY
MQLSSLTSEDSAVYYCAREGGFGYYFDYWGQGTTLTVSS

SEQ ID NO : 11
m1710-LCVR
DIQMTQSPASLSASVGETVTITCRTSENIFTYLAWYQQKQG
KSPQLLVYNAKTFAEGVPSRFSGSGSGTQFSLKISSLQPED
FGIYYCQHHYGIPLPFGAGTKLELK

SEQ ID NO : 12
m1711-HCVR
QVQLQQSGTELVRPGTSVKMSCKASGYTFTNYWIGWAKQR
PGHGLEWIGDIYPGGAYTNYNEKFKDKATLTADKSSSTAYM
QFSSLTSEDSAIYYCTRGDYYDSSGRAMDYWGQGTSVTVSS

SEQ ID NO : 13

ml711-LCVR
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DIVMSQSPSSLAVSVGEKVSMSCKSSQSLLYSRNQMNYLA
WYQQKPGQSPKLLIYWTSTRESGVPDRFTGSGSGTDFTLTI
. SSVKAEDLAVYYCQQYYSYPYTFGGGTKLEIK
SEQ ID NO : 14
HpP X EHT CORFFIOR 1R -
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K1 ZE#HEKE®E CDR &P

L7 B B
' DYHMY KASQDVGTSVA
HCDR1 LCDR1
. , SEQ ID NO : 15 SEQ ID NO : 18
YISKGGISTYYPDTVKG WASARHT
m1707 | HCDR2 LCDR2
SEQ ID NO : 16 SEQ ID NO : 19
QSSYDFAMDY QQYSSYPLT
HCDR3 LCDR3
SEQ ID NO : 17 SEQ ID NO : 20
NYWMH RASENIYSYLA
HCDR1 LCDRI
SEQ ID NO : 21 SEQ ID NO : 24
RIDPDSTGSKYNEKFKT NARTLAE
m1708 | HCDR2 LCDR2
SEQ ID NO : 22 SEQ ID NO : 25
EGAYGYYFDY QYHSGSPLP
HCDR3 LCDR3
SEQ ID NO : 23 SEQ ID NO : 26
DYYMH KASQNVVTAVA
HCDR1 LCDR1 |
SEQ ID NO : 27 SEQ ID NO : 30
| LVYPYNDNTGYNRKFKG SASNRYT
m1709 | HCDR2 LCDR2
SEQ ID NO : 28 SEQ ID NO : 31
GGPSNWNYFDY QQYTLYPLT
HCDR3 » LCDR3
SEQ ID NO : 29 SEQ ID NO : 32
NYYMH RTSENIFTYLA
HCDR1 LCDR1
SEQ ID NO : 33 SEQ ID NO : 36
RIDPTSGATK YNDNFKG NAKTFAE
m1710 | HCDR2 LCDR2
SEQ ID NO : 34 SEQ ID NO : 37
S EGGFGYYFDY QHHYGIPLP
HCDR3 LCDR3
SEQ ID NO : 35 SEQ ID NO : 38
HCDR1 NYWIG LCDR1 | KSSQSLLYSRNQ

ml711
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SEQ ID NO : 39 MNYLA
SEQ ID NO : 42

DIYPGGAYTNYNEKFKD WTSTRES

HCDR2 LCDR2
SEQ ID NO : 40 SEQ ID NO - 43
GDYYDSSGRAMDY QQYYSYPYT

HCDR3 LCDR3
SEQ ID NO : 41 SEQ ID NO : 44

BHA 3 BRI A TIGIT Sy A E 1t

BHELY IMGT ABHBERSETSEBE A LR K
BEAM MOE ##s > SR EAEER BN Bt SN EEM
BT EEEAERFERER  BEF BN CDR £ 3%
MEAHENARBEK T WRXF B FRI-CDRI-FR2-
CDR2-FR3-CDR3-FR4 WHE & F5] - (REBEE > ¥ 5%
FHCHEREROEEZEAE RN BHENREER » I
REEFOBEMT > BEE AFR TIGIT Eikiee - &
4 CDR B & BB E N EH Kabat 55 % %5 & %
;F% o

LTHBFRBENEERTEEE A R BN E M
EEEEBEARFSHE  nl707 BN ENRS B
@ % B chl1707 » B ftn 47 88 5 3

3.1 Bh& & #k m1707 89 A B 1L

(1)m1707 NJRA{b #4282

EEHLE ml1707 B AR(LEEER A IGKVI1-39%02
1 hjk2.1 > AJFEACE#HER B IGHV3-7*01 fl hjh2 » & A
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BHIERBE ABRASE 1707 ANFEATEEFINOT :
h1707 VH-CDR graft
EVOLVESGGGLVQPGGSLRLSCAASGFTFSDYHMYWVRQAP

GKGLEWVAYISKGGISTYYPDTVKGRFTISRDNAKNSLYLQ

MNSLRAEDTAVYYCARQSSYDFAMDYWGRGTLVTVSS

SEQ ID NO : 45
h1707VL-CDR graft

DIOMTQOSPSFLSASVGDRVTITCKASODVGTSVAWYQQKPG

KAPKLLIYWASARHTGVPSRFSGSGSGTDFTLTISSLOQPEDFA

TYYCOOQYSSYPLTFGQGTKLEIK

SEQ ID NO : 46
% : B & FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4 > F& %[ &
#ER FRFS - TEH S CDR FF -

(2)h1707 HEEBERF U TR ¢

h1707-VL h1707-VH
h1707-L1 | Grafted h1707-H1 | Grafted
h1707-L2 | S60D, T85D h1707-H2 | N84S, S85R

h1707-L3 | S60D, T85D, A43S

S60D, T85D, A438S,
h1707-1L4
S63T

S 41 S60D ERIKEREBRFNEABEER & 60 fr
S ZE9 [ D- Grafted fR X 5. 5% CDRHEAAE % FRE 5
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50 e
(3)h1707 NFEALfFIIE M T &
h1707-H1 h1707-H2
h1707-L1 h1707-01 h1707-02
h1707-L2 h1707-03 h1707-04
h1707-L3 h1707-05 h1707-06
h1707-L4 h1707-07 h1707-08

HRERTSEEBE AR GUFS M h1707-04% R -
EANRACAIPLE h1707-04 R EE# L2 & # H2 /9 V0 {F [1
HoesE - HEEH#H -

(4)h1707 NFLEBF IO T -
> h1707-L1 (F h1707 VL-CDR graft)

DIOMTQSPSFLSASVGDRVTITCKASQDVGTSVAWYQQKPG

KAPKLLIYWASARHTGVPSRFSGSGSGTDFTLTISSLQPEDFA

TYYCQOYSSYPITFGQGTKLEIK

SEQ ID NO : 46
> h1707-L2

DIOMTQSPSFLSASVGDRVTITCKASQDVGTSVAWYQQKPG

KA PKLLIYWASARHTG VPDRFSGSGSGTDFTL TISSL QPEDF

ADYYC(LQYS SYPLTFGQGTKLEIK

SEQ ID NO : 47
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> h1707-L3

DIOMTQSPSFLSASVGDRVTITCKASQDVGTSVAWYQQKPG

KSPKLLIYWASARHTGVPDRFSGSGSGTDFTLTISSLOQPEDFA

DYYCOQQYSSYPLTFGQGTKLEIK

SEQ ID NO - 48
> hl1707-1L4

DIQMTQSPSFLSASVGDRVTITCKASQDVGTSVAWYQQKPG

KSPKLLIYWASARHTGVPDRFTGSGSGTDFTLTISSLQPEDF

ADYYCQOYSSYPLTFGQGTKLEIK

SEQ ID NO : 49
> h1707-H1 ([§ h1707 VH-CDR graft)
EVQLVESGGGLVQPGGSLRLSCAASGFTFSDYHMY WVRQAP

GKGLEWVAYISKGGISTYYPDTVKGRFTISRDNAKNSLYLQ

MNSLRAEDTAVYYCARQSSYDFAMDYWGRGTLVTIVSS

SEQ ID NO - 45
> h1707-H2
EVQLVESGGGLVQPGGSLRLSCAASGFTFSDYHMYWVRQAP

GKGLEWVAYISKGGISTYYPDTVKGRFTISRDNAKNSLYLQ

MSRLRAEDTAVYYCARQSSYDFAMDYWGRGTLVTVSS

SEQ ID NO : 50
3.2 B & 4k m1708 9 A JR AL
(1)m1708 NJEALHS R EE
BEPIAR ml708 W AR EER S IGKV1I-39*01

" Al hjk4.1 > NFAEEEEN K IGHV1-46*01 f1 hjhd.1 - &
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ANBEEBESI ARAEIE hi708 NFEATEE FF A
T

h1708VH-CDR graft
EVQLVQSGAEVKKPGASVKVSCKASGYTFTNYWMHWVRQA

PGOQGLEWMGRIDPDSTGSKYNEKFKTRVITMTRDTSTSTVYM

ELSSLRSEDTAVYYCAREGAYGYYFDYWGQGTLVTIVSS

SEQ ID NO : 51
h1708VL-CDR graft

DIOMTQSPSSLSASVGDRVTITCRASENIYSYLAWYQQKPGK

APKLLIYNARTLAEGVPSRFSGSGSGTDFTLTISSLOPEDFAT

YYCQYHSGSPLPFGGGTKVEIK

SEQ ID NO : 52
¥ : I[§FF & FRI1-CDR1-FR2-CDR2-FR3-CDR3-FR4 > F ¥l i
MR FRF3F - TEH K CDR 73 -
(2)51708 Bl EZEERITHO TR

h1708-VL h1708-VH

h1708-L1 Grafted | h1708-H1 Grafted

h1708-L2 | A43S h1708-H2 [R72V

h1708-H3 M48I» R72V: V79A

i ABS ERRBEEEZBRFIBEARARF&ES > & 43 4
Ze & ME S- Grafted RFEH BB CDREAANE LR FREF
¥ -
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(3)h1708 ARAEFINEEGEW TR ¢

h1708-H1 h1708-H2 | h1708-H3

h1708-L1 | h1708-01 h1708-02 h1708-03

h1708-L2 | h1708-04 h1708-05 h1708-06

R RBERNEEREHEHBSNFI - h1708-05FKR
AR DR h1708-05 EH K L2 & # H2 /Y K E [

(4)h1708 AJRERBEF IO T ¢
> h1708-L1 ([ h1708 VL-CDR graft)

DIOMTQSPSSLSASVGDRVTITCRASENIYSYLAWYQQKPGK

APKLLIYNARTLAEGVPSRFSGSGSGTDFTLTISSLOQPEDFAT

YYCOYHSGSPLPFGGGTKVEIK

SEQ ID NO : 52
> h1708-L2

DIOMTQOSPSSLSASVGDRVTITCRASENIYSYLAWYQQKPGK

SPKLLIYNARTLAEGVPSRFSGSGSGTDFTLTISSLQPEDFAT

YYCOYHSGSPLPFGGGTKVEIK

SEQ ID NO : 53
> h1708-HI1(J& h1708 VH-CDR graft)
EVQLVQSGAEVKKPGASVKVSCKASGYTFTNYWMHWVRQA

PGOGLEWMGRIDPDSTGSKYNEKFKTRVTMTRDTSTSTVYM

ELSSLRSEDTAVYYCAREGAYGYYFDYWGQGTLVTVSS
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SEQ ID NO : 51
> h1708-H2
EVQLVQSGAEVKKPGASVKVSCKASGYTFTNYWMHWVRQA

PGQGLEWMGRIDPDSTGSKYNEKFKTRVTMIVDTSTSTVYM

ELSSLRSEDTAVYYCAREGAYGYYEDYWGQGTLVTVSS

| SEQ ID NO : 54
> h1708-H3
EVQOLVQSGAEVKKPGASVKVSCKASGYTFTNY WMHWVRQA

PGOGLEWIGRIDPDSTGSKYNEKFKTRVTMTVDTSTSTAYM

ELSSLRSEDTAVYYCAREGAYGYYFDYWGQGTLVTVSS

SEQ ID NO : 55

3.3 BE& &Lk m1709 9 AR (b

(1)m1709 A JEAE & 48 %

BEIE ml709 WAIRERERER B IGKV1-39*01
A hjk4.1> NIR/EE@#HER H IGHV1-46*01 Al hjh4.1 » &
ABEBRBEANRMARE h1709 AFRAETEEFT O
T
h1709VH-CDR graft
EVQLVQSGAEVKKPGASVKVSCKASGYTFTDYYMHWVRQAP

GOGLEWMGLVYPYNDNTGYNRKFKGRVTMTRDTSTSTVYM

ELSSLRSEDTAVYYCARGGPSNWNYFDYWGQGTLVTVSS

= SEQ ID NO : 56
h1709VL-CDR graft

DIOMTQSPSSLSASVGDRVTITCKASONVVTAVAWYQQKPG
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KAPKLLIYSASNRYTGVPSRFSGSGSGTDFTLTISSLQPEDFA

. TYYCOQYTLYPLTFGGGTKVEIK

SEQ ID NO : 57
¥ : J§EF B FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4: [ %l
FERFRFI - TEKE COR F31 -

(2)h1709 EIH R EHF AT & ¢

h1709-VL h1709-VH
h1709-L1 Grafted h1709-H1 Grafted
h1709-L2 S60D h1709-H2 | R72V > S84N
A43S > S60D > R72V » V79A >
h1709-L3 'h1709-H3
Y87F S84N
Y27F » M48I >
Q3V s A43S >
h1709-L4 h1709-H4 | R72V » V79A »
S60D » Y87F
S84N

it 0 W S60D RORMKBBEEBFIERAMF &S » & 60 fiL
S2e&[a A Grafted fARE A CODREAAE LR FREF
50 -

(3)h1709 NIEEFSIEEW T & ¢
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h1709-H1 [h1709-H2 | h1709-H3 [ h1709-H4
h1709-L1 | h1709-01 |h1709-02 | h1709-03 h1709-04
h1709-L2 | h1709-05 |h1709-06 | h1709-07 | h1709-08
h1709-L3 | h1709-09 | h1709-10{ h1709-11 | h1709-12
h1709-L4 | h1709-13 | h1709-14 | h1709-15 [ h1709-16

T RERRAEZERBESCHENFI - h1709-06 F K -
FEABFAEBDIRE h1709-06 FF &8 L2 E 8 H2 iy = {f [H

()h1709 NRIEERBEFEFI@T
> h1709-L1 (/& h1709 VL-CDR graft)

DIOQMTQOSPSSLSASVGDRVTITCKASONVVTAVAWYQQKPG

KAPKLLIYSASNRYTGVPSRFSGSGSGTDFTLTISSLOPEDFA

TYYCOOYTLYPLTFGGGTKVEIK

SEQ ID NO : 57

> h1709-L2

DIOQMTQOSPSSLSASVGDRVTITCKASQNVVTAVAWYQQKPG

KAPKLLIYSASNRYTGVPDRFSGSGSGTDFTLTISSLOPEDFA

TYYCQOYTLYPLTFGGGTKVEIK

SEQ ID NO : 58

> h1709L3

DIQMTQOSPSSLSASVGDRVTITCKASQONVVTAVAWYQOQOKPG
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KSPKLLIYSASNRYTGVPDRFSGSGSGTDFTLTISSLOPEDFA

TYFCQQYTLYPILTFGGGTKVEIK

SEQ ID NO : 59

> h1709-L4

DIVMTQSPSSLSASVGDRVTITCKASONVVTAVAWYQQKPG

KSPKLLIYSASNRYTGVPDRFSGSGSGTDFTLTISSLQOQPEDFA

TYFCOQOYTLYPLTFGGGTKVEIK

SEQ ID NO : 60
> h1709.H1(/E h1709 VH-CDR graft) -
EVOLVQSGAEVKKPGASVKVSCKASGYTFTDYYMHWVRQAP

GOGLEWMGLVYPYNDNTGYNRKFKGRVTMTRDTSTSTVYM

ELSSLRSEDTAVYYCARGGPSNWNYFDYWGQGTLVIVSS

SEQ ID NO : 56
> h1709-H2
EVOLVQOSGAEVKKPGASVKVSCKASGYTFTDYYMHWVRQAP
GOGLEWMGLVYPYNDNTGYNRKFKGR VTMTVDTSTSTVYM

ELNSLRSEDTAVYYCARGGPSNWNYFDYWGQGTLVTVSS

SEQ ID NO : 61
> h1709-H3
EVQLVQSGAEVKKPGASVKVSCKASGYTFTDYYMHWVRQAP

GOGLEWMGLVYPYNDNTGYNRKFKGRVTMTVDTSTSTAYM

ELNSLRSEDTAVYYCARGGPSNWNYFDYWGQGTLVTVSS

SEQ ID NO : 62

> h1709-H4
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EVOLVOSGAEVKKPGASVKVSCKASGFTFTDYYMHWVRQAP

GOGLEWIGLVYPYNDNTGYNRKFKGR VIMTVDTSTSTAYM

ELNSLRSEDTAVYYCARGGPSNWNYFDYWGQGTLVTVSS

SEQ ID NO : 63

3.4 BMEBEHAK m1710 9 AR 1L

(Dm1710 AJR{EE R EE

BURILAE ml710 A ATR/EE @R & IGKV1-39*01
1 hjk4.1> AJE/EE GBI & IGHV1-46*01 I hjhd4.1 » &K
ABEBESEANFARE h710 AFAETEE F 5 A
T :
h1710VH-CDR graft
EVQLVQSGAEVKKPGASVKVSCKASGYTFTNYYMHWVRQAP

GOGLEWMGRIDPTSGATKYNDNFKGRVITMTRDTSTSTVYM

ELSSLRSEDTAVYYCAREGGFEGYYEDYWGQGTTVTVSS

SEQ ID NO : 64
h1710VL-CDR graft

DIOMTQSPSSLSASVGDRVTITCRTSENIFTYLAWYQQKPGK

APKLLIYNAKTFAEGVPSRFSGSGSGTDFTLTISSLOQPEDFAT

YYCOQHHYGIPLPFGQGTKLEIK

SEQ ID NO : 65

2 : | & FR1I-CDR1-FR2-CDR2-FR3-CDR3-FR4: FE %I

fEB B FRFS > TEI4 %K CDR F5 -

(2)B1710 B 28 # 3 0 T % -
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h1710-VL h1710-VH
) h1710-L1 | Grafted h1710-H1 | Grafted
h1710-L2 | A43S, 148V |h1710-H2 [R72V, T74K
R72V, T74K, M70L,
h1710-H3
V79A
R72V, T74K, MA48I,
h1710-H4
V68A, M70L, V79A
R38K, R67K, R72V,
h1710-H5 | T74K, MA48I, V68A,
M70L, V79A

it M A4S RAIKIREERE FF 5 8 R IE F 4R 5% -

¥ 43 fir

A28 [H Se Grafted (UREHE COREAABARA FRERF

51 -

(3)h1710 NFEFHIEHE W T & ¢

h1710-H1 | h1710-H2 | h1710-H3 |h1710-H4 |h1710-H5

h1710-L1 | h1710-01 | h1710-02 | h1710-03 | h1710-04 | h1710-05
h1710-L2 | h1710-06 | h1710-07 | h1710-08 |h1710-09 | h1710-10
E'“?%E%Téﬁ ?‘”EAFEHE’JFTT@J > 41 h1710-07 F 7 >

TA/}?{EE']?ILEE h1710-07 F F & §# L2 = H2 79 M {E [E

4 Fetd
e

EE R
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(Hh1710 AEEEBFFMT ¢
> h1710-L1 (& h1710 VL-CDR graft)

DIOMTQSPSSLSASVGDRVTITCRTSENIFTYLAWYQOKPGK

APKLLIYNAKTFAEGVPSRFSGSGSGTDFTLTISSLQPEDFAT

YYCOQHHYGIPLPFGQOGTKLEIK

SEQ ID NO : 65
> h1710-L2

DIOMTQOSPSSLSASVGDRVTITCRTSENIFTYLAWYQQOKPGK

SPKLLVYNAKTFAEGVPSRFSGSGSGTDFTLTISSLOQPEDFAT

 YYCQHHYGIPLPFGQGTKLEIK

SEQ ID NO : 66
> h1710-H1(JE h1710 VH-CDR graft)
EVOLVQOSGAEVKKPGASVKVSCKASGYTFTNYYMHWVRQAP

GOGLEWMGRIDPTSGATKYNDNFKGRVTIMTRDTSTSTVYM

ELSSLRSEDTAVYYCAREGGFGYYFDYWGQGTTVTVSS

SEQ ID NO © 64
> h1710-H2
EVOQLVOQSGAEVKKPGASVKVSCKASGYTFTNYYMHWVRQAP

GOGLEWMGRIDPTSGATKYNDNFKGRVTMTVDKSTSTVYM

ELSSLRSEDTAVYYCAREGGFGYYFDYWGQGTTVTVSS

SEQ ID NO : 67

-> h1710-H3

EVOLVOSGAEVKKPGASVKVSCKASGYTFTNYYMHWVRQAP

GOGLEWMGRIDPTSGATKYNDNFKGRVTLTVDKSTSTAYME
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LSSLRSEDTAVYYCAREGGEGYYEDYWGQGTTVTVSS

SEQ ID NO : 68
>h1710-H4
EVOLVQSGAEVKKPGASVKVSCKASGYTFTNYYMHWVRQAP

GOGLEWIGRIDPTSGATKYNDNFKGRATLTVDKSTSTAYME

LSSLRSEDTAVYYCAREGGFGYYFDYWGQGTTVTVSS
" SEQ ID NO : 69
> h1710-H5

EVOLVQOSGAEVKKPGASVKVSCKASGYTFTNYYMHWVKQAP

GOQGLEWIGRIDPTSGATKYNDNFKGKATLTVDKSTSTAYME

LSSLRSEDTAVYYCAREGGFGYYFDYWGQOGTTVTVSS

SEQ ID NO : 70

3.5 BA A m1711 B9 AR b

(1)m1711 KRB R EE

BOEGIEE m1711 0 ASECEE 8 BLAR B IGKV4-1%01 7
hjk4.1 > AJEE B BB K IGHV1-69%02 1 hjh4.1 & A
FLBEE AERE 7l ABRLCTEESESMT :
h1711VH-CDR graft
EVOLVOSGAEVKKPGSSVKVSCKASGGTFSNYWIGWVRQAP

GOGLEWMGDIYPGGAYTNYNEKFKDRVTITADKSTSTAYME

LSSLRSEDTAVYYCARGDYYDSSGRAMDYWGQGTLVTV

SEQ ID NO : 71

h1711VL-CDR graft

DIVMTQSPDSLAVSLGERATINCKSSQSLLYSRNOMNYLAW
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YOOKPGQPPKLLIYWTSTRESGVPDRFSGSGSGTDFTLTISS

LOAEDVAVYYCQOYYSYPYTFGGGTKVEIK

SEQ ID NO : 72

#£ “H & &% FR1-CDR1-FR2-CDR2-FR3-CDR3-FR4 - [ %l
iR FRFY > TE &K CDR FF -

(2)h1711 EIEEEFZET U T £ -
h1711-VL h1711-VH
h1711-L1 | Grafted h1711-H1 | Grafted
h1711-L2 | P49S h1711-H2 | M48I,
h1711-L3 | N22S > P49S | h1711-H3 | G27Y, M48I1,
G27Y, M48I,
h1711-H4
L83F, A97T

S PAIS ERNEBREBRFEI G AEFESE B 49 A1
PZEgE S Grafted & B Ji 2 CDREAANE A FREF

B

(31711 AL FFE ST % :

h1711-H1 h1711-H2 h1711-H3 h1711-H4
h1711-L1 h1711-01 h1711-02 | h1711-03 h1711-04
h1711-L2 h1711-05 h1711-06 h1711-07 h1711-08
h1711-L3 h1711-09 h1711-10 h1711-11 h1711-12 -
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HORRRTESBRBASHBOEI M NITI1-06 %%
EA RIS ES h1711-06 ko dE ol L2 ®4E H2 416 M
7 5 A - T

(Hh1711 AR AL & M7 5140 F
> h1711-L1 ([ h1711 VL-CDR graft)

DIVMTQSPDSLAVSLGERATINCKSSOQSLLYSRNOMNYLAW

YOOKPGQPPKLLIYWTSTRESGVPDRFSGSGSGTDFTLTISS

LQAEDVAVYYCOOYYSYPYTFGGGTKVEIK
SEQ ID NO : 72
>h1711-L2

DIVMTQSPDSLAVSLGERATINCKSSOSLLYSRNOMNYLAW

YOOKPGQSPKLLIYWTSTRESGVPDRFSGSGSGTDFTLTISS

LOAEDVAVYYCOQQYYSYPYTFGGGTKVEIK

SEQ ID NO : 73
>h1711-L3

DIVMTQSPDSLAVSLGERATISCKSSOSLLYSRNOMNYLAWY

QOQQKPGQSPKLLIYWTSTRESGVPDRFSGSGSGTDFTLTISSL

QAEDVAVYYCOQQYYSYPYTFGGGTKVEIK

SEQ ID NO : 74
> h1711-H1(J5] h1711 VH-CDR graft)
EVOLVOQSGAEVKKPGSSVKVSCKASGGTFSNYWIGWVRQAP

GOGLEWMGDIYPGGAYTNYNEKFKDRVTITADKSTSTAYME

LSSLRSEDTAVYYCARGDYYDSSGRAMDYWGQGTLVTVSS

SEQ ID NO : 71
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> h1711-H2
EVQLVOSGAEVKKPGSSVKVSCKASGGTFSNYWIGWVRQAP

GOGLEWIGDIYPGGAYTNYNEKFKDRVTITADKSTSTAYME

LSSLRSEDTAVYYCARGDYYDSSGRAMDYWGQGTLVTVSS

SEQ ID NO : 75
> h1711-H3
EVOQLVOSGAEVKKPGSSVKVSCKASGYTFSNYWIGWVRQAP

GOGLEWIGDIYPGGAYTNYNEKFKDRVTITADKSTSTAYME

LSSLRSEDTAVYYCARGDYYDSSGRAMDYWGQGTLVTVSS

SEQ ID NO : 76
> hl1711-H4
EVOQLVOQSGAEVKKPGSSVKVSCKASGYTFSNYWIGWVRQAP

GOGLEWIGDIYPGGAYTNYNEKFKDRVTITADKSTSTAYME

FSSLRSEDTAVYYCTRGDYYDSSGRAMDYWGQGTLVTVSS

SEQ ID NO : 77

M EXEETEETEY SEQID NO: 78 Fim i E
HEEFI (1gG4 > #F S228P EE)EMXEA I BLENE
BREHEFY - FRSRETEERQN SEQ ID NO: 79 Fi )
B E E & F 5 (kappa )EH REBHRKNRES
R - P BRI RE D T E AR AN W
IgC FEMERBEFTEREEN GCXEECERLE

BREZEENIEEEREFY - "nOIENEEEFIIAOTA

N -
IgG4 EHEEE » # S228P ZE &% :
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ASTKGPSVFPLAPCSRSTSESTAALGCLVKDYFPEPVTVSW
NSGALTSGVHTFPAVLQSSGLYSLSSVVTVPSSSLGTKTYT
CNVDHKPSNTKVDKRVESKYGPPCPPCPAPEFLGGPSVFL
FPPKPKDTLMISRTPEVTCVVVDVSQEDPEVQFNWYVDGV
EVHNAKTKPREEQFNSTYRVVSVLTVLHQDWLNGKEYKC
KVSNKGLPSSIEKTISKAKGQPREPQVYTLPPSQEEMTKNQ
VSLTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDSDG
SFFLYSRLTVDKSRWQEGNVFSCSVMHEALHNHYTQKSLS
LSLGK

SEQ ID NO : 78

W lEHER
RTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQ
WKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYE
KHKVYACEVTHQGLSSPVTKSFNRGEC

SEQ ID NO : 79

RAFMBEREN —BEMFE KU LEE  EHEH
AAHBMGTETENARLECEEE  REBEMEM,EBE
AV ARIEEER » EHLRZE -

B E RILE S 22G2-H3Q VH A1 VL FFIKEH
US20160176963A1(45r Bk US20160176963A1 £y SEQ ID
NO : 8 1 9): 4r 58l SEQ ID NO: 78 1 SEQ ID NO : 79
FFANE#ECENREEETEERRPRESE2ERBE
22G2-H3QHW VHFl VL ERBFH @ T :

22G2-H3Q VH -
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QVQLQESGPGLVKPSETLSLTCTVSGGSVSSGIYYWSWIRQ
PPGKGLEWIGYIYYSGSTNYNPSLKSRVTISVDTSKNQFSL
KLSSVTAADTAVYYCARDYYVSGNYYNVDYYFFGVDVW
GQGTTVTVSS

SEQ ID NO : 80

22G2-H3Q VL

"EIVLTQSPATLSLSPGERATLSCRASQSVSSYLAWYQQKPG

QAPRLLIYDASNRATGIPARFSGSGSGTDFTLTISSLEPEDF
AVYYCQQRSNWPPLFTFGPGTKVDIK
| SEQ ID NO : 81

BTH&ELECAR T ZRBEAAENESEKE

RS H 1: TIGIT HilEgE & A TIGIT EH K ELISA
=g

gt TIGIT BiEEWNE S NEHNBE A TIGIT EAN
ELISA EBARHA - A% Fc 3 mFe 2% & TIGIT B & &
BFEHEGHEBRERPNI Fc X mFe i AR E
EEF 6 ALBER T - HBIMARESHENBRTEERHE R
A TIGITHHESEY.  BEHEBSTE 10A7 higGa(H
th 10A7 1gG4 (R S S8 7] 8 & ¥ 5 5K B US20130251720A1
Y SEQ ID NO : 21 f1 22> 8 i SR & #8 v & & H F 5K
ERIENVEKEHEEEES I BEAHFEK SEQIDNO: 79
M 78y EEHHEBELHE TIGITREE W A 1gG4 51 #& (h1gG4),
SEBEBRAELT

Fi pH7.4 85 PBS (LB Jf 5 » Cat No. B320) & & K&
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% H1 AN Fc $i B (Jackson Immuno Research » Cat No.
109-005-008)EF 2= i &, Fc #i 8 (Sigma> Cat No. M3534-1ML)
MEBZE 2ueg/ml BE > D SOpl/ALEVEE M A 96 FLESREIR
(Corning » Cat No. CLS3590-100EA)H » R 37CHE A+
BME 2/NBg - ERRE®R  MAH PBS R s%iRES

. 45 (BD skim milk, Cat No.232100)%f B & 200ul/F. » 37C %

BERBEIIRNACHEBRE(6E 18 /NI )ETHHA -
HHGER® >  EAHMBAK > LA PBST 4& & W (pH7.4 PBS
& 0.05% tween-20)%E MR S & > M A S50ul/FL % & W &
K (pH7.4 PBS & 1% BSA)MEZE 0.5pg/ml 1y TIGIT-Fc Et
GEHWHEE)R TIGIT-nFe MEEQ(WHELE) B
3TCHWEHRBE 1 NEHATHERET - MELEEER » E
EEERPNKEE®R > B PBST %MK 5 X1 > I A S0ul/
LAERHERRENAEERESRINBFEEABELLER
BERABLERRB) WR 3TCHRERERSE 1 - BES
KB PBSTRWR SR -MASOQR/AARSRHEEREDY
HRP fZ 3¢ # 3 $i Bl = 5 (Jackson Immuno Research- Cat No.
115-035-003)3K E $i A — #i (Jackson Immuno Research > Cat
No. 109-035-003)'37CHEHE 1 /"B PBST %8 5 K %
fmA Sopl/FL TMB ## & 5% & (KPL » Cat No. 52-00-03) »
FZMmMHE 5SE 10min- 1A 50ul/FL 1M H,S0, % [k K JE -

- F B8 £ € (Thermo scientific- Multiskan, MK3)fE Jf & 450nm

pr H B W {E - A GraphPad Prism 5 43 7 8 3% » 5+ & TIGIT

IR HATIGITERNGES ECS0E - SRRE 1H -
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CHHRM 2:TIGIT HiBEECRER TIGIT ZEAN
ELISA B B
. TIGIT BN B XX EENHEHIBERER
(cynomolgus)TIGIT ZE (Y ELISA B 5 2 #& I - F %% Fc &
mFcEENEER TIGITHEERFHEBREBRBER T
Wil Fe X mFe HiME S MEEER 96 FLEER T » fi
MABEFRNBIEANAFGTIEN R ERE TIGITHNE S
mH o ERERIGEWMT ¢
F§ pH7.4 By PBS (L@ JE & » Cat No. B320) £ & &K ¥
% i A Fc ¥{ 8 (Jackson Immuno Research ° Cat No.
109-005-008)= = #i B, Fc Pi #& (Sigma> Cat No. M3534-1ML)
MEBZE 2ug/ml JBE - Bl SOpl/ALWVEREMA 96 fFLEGEIR
(Corning » Cat No. CLS3590-100BEA) » W 37C B E & 1
ME 2 /N - BEERBEBE® > IWAF PBS HBH 5%KE4
4 (BD skim milk, Cat No0.232100)% Ei3% 200ul/F. > 37°C I¥
ERBEINBHRAIACHEBRK(6 R 18 /NEF)ETEHEA -

HHERER BEXAHMK > LA PBST & &K (pH7.4 PBS

& 0.05% tween-20)2E4R 5 K& » 1A SOpl/f A £ on 7% 2
R (pH7.4 PBS & 1%BSA) B ZE 0.5ug/ml By & & B
TIGIT-Fc i & ZEH (N MEE )N EZEH TIGIT-mFc @l & &
HWNHEE)BITCHERABRE INERACTHREBR -
MEER®  ELZWERFTOKER > B PBST % 5 X
%A SOW/AHBERMEBERAENIERESFILLE
(BMERBELEIBRANFELIE) BN 3TCHEERE |
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INBE - MBS R%BA PBST IR 5 X > M A S0pl/FL i # &
WmERWEIN HRP £ M F 5 B = i (Jackson Immuno
Research » Cat No. 115-035-003)8 = &7 A — #i (Jackson
Immuno Research» Cat No. 109-035-003)-37C ¢ & 1 /NAF o
Fi PBST %Mk 5 K& > Sl A 50ul/3l. TMB & & %2 B (KPL
Cat No. 52-00-03) > REBEWE 5 F 10min> 1A 50pl/TL
IM H,S80, % |k X & - FH B8 £ 4% (Thermo scientific Multiskan
MK3)E K E 450nm BEEE W WM > A GraphPad Prism 5
T EE 0 5T E TIGIT $i i@ Y & TIGIT W& & EC50 {4 -
GEREE2H -

A B 3: TIGIT i@ 8 A TIGIT FE 2 CHO 4 i
NEAEER |

DUTIGITHENE S N EHRBHEBRE TIGITEH
By CHO Hile &S s ERAKH - FHEBLNW T LK
TIGIT R Em#EE CHO @ilTMEBEGEREF%R  HH
TIGITHREZEE FARAREHAREZR I6ANER M B
MAREHRBREFEARAEHEM TIGIT #®FE CHO
MENEEESE  BRERTEALOT ¢

o 4l B LU 5x1075/ml B & » 100pl/FL 8 7 96 FLIK P
BREE -E L% FAPBSHZ=E% 1A 100pl/FL 69 41
R % % Bl % AR (Beyotime- Cat No. P0098) = Jfi [& JE ¥ /N

PBS U - ERKA®K WAHK PBS HEBHN s%iiESE

%7 (BD skim milk, Cat No0.232100)%} B & 200ul/FL » 37C ¥
BEHEWREIIRETHE HHAG&EZ  EXHEAR X
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Fi PBST 4% & & (pH7.4 PBS & 0.05% tween-20)%E K 5 X 1% >
lmA SOU/ARBEEREBRGEN A RESGANBREE
BMAELHERAFRLGHRB) RN IICHEERE 1 /N6 -
WEEREM PBSTHN 5K A SOpUFLA B R B K
M B2 6y HRP £ 5C 8 5= 1 B = ¥t (Jackson Immuno Research -
Cat No. 115-035-003) 5 3 #1 A = #i (Jackson Immuno
Research’ Cat No. 109-035-003)"37C ¢ & 1 /NBE - F§ PBST
AR S Wik > A SOpl/fl. TMB &t %2 E (KPL » Cat No.

52-00-03) A =EEMWE 5 Z 15min> g A 50pl/FL. 1M H2S04

P FE - A ZE S (Thermo scientific Multiskan MK3)7F

W R 450nm R 3E B UL fE ° F§ GraphPad Prism 5 43 #7 &8 -
ST E TIGITH B H TIGITH F 2 CHO4IER 4 & EC50 4 -
EREEIERERTE -

H1707 H1711 H1709 H1708 H1710

DLAg 10A7-1gG4 | hIgG4
-02 -04 -10 -04 -01°

EC50(nM) | 0.08717 | 0.05868 | 0.05684 | 0.08480 | 0.07686 0.1090 >10000

AP 4: TIGITHER A PBMCHESHR

Bl TIGIT HIEWNEA N HEDONBEREBNIBREN A
PBMC HEEERBARRH HFHENESECHERER
3 E B(SEB)HI B &Y 5% E A PBMC JE1L Hi B8 0 A 18 & )%
EHRNBFTHEANRAENBMELEN A PBMCHE ST E
ERBERBITEAMT ¢

¥ &F 1 K F] B Ficoll-Hypaque %% & B B Bk [ (Stem
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Cell Technologies)?2 Z] PBMC > » RPMI 1640 k% 3 £ b fx
' OREBRETIRM 10%(v/v) FBS  E B I AR € F
€ % % 3R B B $ % B(SEB)500ng/ml» 37T - 5% CO, ff f
TH® 4K - |

B G/ EY PBMC 4 Bl 5x1076/ml %% & > 100pl/FL
B 96 7L [E JE # (Corning » Cat No0.32915001)5 » B () #%
(Beckman Coulter, Allegra X-15R Centrifuge)1500rpm B i(»
55r9E 0 B LJE M 200ul PBS EFTRFAMME > BEL 0 E
ERE - EER—E A 100pl/FLE A # & # 7 % (pH7.4 PBS
ZI%BSABERBNFANBARENBIZHKE 4CH
B L/AE  WBE&R®R 1500rpm BEL 5 578 > E LF
AEmWREREAMWEBEMMBE > A PE-ILFEH A IgG
(Jackson ImmunoResearch’ 109-115-098)F% R 3% 100p] & #7
BT ACHE 10K - WESEER%K > 1500rpm BEL 5
nECELE ARSHERAWEMNNE - R%&H 2000l
ERWEREFBEZTAMN > £ % X 4 i £ (BD FACS
Cantoll ) bR M & K E 5 % 55 © A GraphPad Prism 5 43 #7
B 5T HE TIGIT 51 ¥ A PBMC i 4 & 89 EC50 f& -
EREE 4H -

HIE Bl 5 : Biacore Hl &

H Biacore > GE & 2 M & & W A JFE b ¥ TIGIT i & 82
A~ & TIGIT §9 &1 57

Fi Protein A =¥ B iY /5 (Cat. # 29127556, GE)¥ #l
MEXZBARMBESE 2 (Cat. # 28-9538-287 GE) 51 HH
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EFTN T ERBANBEABREEEABRNEYERTA
(Cat. # 28-9538-28» GE) L fMBE AN HE —CENFEN
Nl RBERNCRREAELE—ZRIBEEBEETHWA - B
TIGIT H1JH - AJR TIGIT A/ E B &AM N EH A H (Cat.
10917-HO08-H » Sino.Biol) » % TIGIT H & M §l 1 & & ¥ i
2 REMIET S > A A Biacore 888 (Biacore T200° GE) &
AR EEREMESE SN RENR  CSEHERMS
MESSHRE  AAVHESABNGEEEN B LB RE pHLS
A H B BR -BE BL 5 4 %5 R (Cat. # BR-1003-54, GE)# & ¥
FRESFHE ERTHINEEERABA&AEE GE 4 F
(Cat. # BR-1000-50 * GE) > &% & HBS-EP+ 10x4E & &
% (Cat. # BR-1006-69 » GE) F§ D.I. Water % 1 x (pH
7.4) o

BB 1S F 8y B $E B BlAevaluation version 4.1 > GE &
B (I:DLlangmuir B ETHRE SHEMNIHBE &8
B % 2-4- |

66



1803523

xR 2 Ay THE WTIGIT EHRKERM D

| GSETE | HMEER | BN
& E EELTN | HEHE
(1/Ms) (1/s) (M)
22G2-H3Q 5.35ES 3.79E-4 | 7.09E-10
h1707-02 1.74E6 - 1.88E-4 | 1.08E-10
h1711-04 Protein A #§ 1.83E6 4.36E-4 |2.38E-10 |
huTIGIT
h1709-10 & 2.49E6 2.59E-4 | 1.04E-10
h1708-04 1.75E6 1.83E-4 | 1.04E-10
h1710-01 1.63E6 2.40E-4 | 1.47E-10

R3I-HFMTFHRE cynoTIGIT EHRI K ERF T

B E kT EEEE | BRER | BN
& € 18 B
= (1/Ms) (1/s) (M)
22G2-H3Q 2.44E6 4.04E-4 | 1.66E-10
h1711-04 2.46E6 3.17E-4 | 1.29E-10
Fc S 14
h1709-10 cynoTIGIT-mFc | 1.39E6 4.15E-4 | 3.00E-10
&
h1708-04 1.24E6 3.52E-4 | 2.85E-10
h1710-01 1.15E6 3.71E-4 | 3.22E-10
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R4 chl7ll REANFRLHEBHE TIGITEO K ER
13

Biacore(TIGIT-His) Biacore(TIGIT-His)
i Hi%8 _
ka (1/Ms) | kd (1/s) | KD (M) ka (1/Ms) | kd (1/s) KD (M)

ch1711. 1.83E6 4.55E-4 | 2.49E-10 | h1711-07 1.51E6 7.32E-4 | 4.85E-10

h1711-01 1.40E6 2.09E-3 1.49E-9 h1711-08 2.13E6 4.41E-4 | 2.07E-10

h1711-02 1.38E6 1.71E-3 1.24E-9 h1711-09 1.55E6 | 1.85E-3 1.19E-9

h1711-03 1.30E6 7.23E-4 | 5.56E-10 | h1711-10 "1.47E6 1.52E-3 1.03E-9

h1711-04 | 2.10E6 4.42E-4 | 2.10E-10 | h1711-11 1.72E6 8.52E-4 | 4.94E-10

h1711-05 1.52E6 1.86E-3 1.22E-9 h1711-12 2.10E6 4.31E-4 | 2.05E-10

h1711-06 1.46E6 1.52E-3 1.05E-9

HAM 6: TIGITHi B Y TIGIT Hi[f 8 CD155 B H &
& B FH i = BB |

gL TIGIT Biie R HE e D E H Hi B fH B TIGIT
CDISS EH &S W HTRF EE & H - F§ Pab Anti-Human
IgG-Tb(Cisbio > Cat No. 61HFCTAA)FI Streptavidin-XL665
(Cisbio » Cat No.610SAXLA)E HHE B T8 B TIGIT-Fc
1 biotinylated CD155(R&D » Cat No. 2530-CD-050/CF )4
& » 8, % Pab Anti-mouse-IgG-XL665 (Cisbio » Cat
No.61PAMXLA)FI Streptavidin-Tb(Cisbios Cat No.610SATLA)
Bi TIGIT-mFc #I biotinylated CD155(R&D » Cat No.
2530-CD-050/CF )4&.& > M E WAL a5 AN IR L5 &8
A& E SRR 5T A I H B 51 % H B TIGIT 8 CD155 /&
o BREERIGEAOT
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7 7 B R (pH7.4 PBS & 1%BSAMEBENAERER/RH
ME@EeEMERERARLREB)IOR/AMA 384 AL &
E& fR (Corning ,Cat No. 3706) > 1000rpm .y 1min & 1 A
25p/FL S M BRE B E 2ug/ml B TIGIT-Fe
TIGIT-mFc > 1000rpm By lmin B A 2.5pl/AFFREE
4pg/ml fy biotin-CD155+ 1000rpm #E 4y Imin % % B 78 ¥
B lomin RBMA 250/ANE R HRBRFEREE 3.2ug/ml

BN Pab Anti-Human IgG-Tb(Cisbio * Cat No. 61HFCTAA)#I

2.5ul/FLH 0.08ug/ml #y Streptavidin-XL665(Cisbio » Cat
No.610SAXLA) » & 25p/AA NN Em M B RBREE
3.2ug/ml #y Pab Anti-mouse-IgG-XL665(Cisbio » Cat
No.61PAMXLA)FI 2.5ul/F, #J 0.08pg/ml #J Streptavidin-Tb
(Cisbio » Cat No .610SATLA) ZBE K E 1 /NI » FH
PHEARstar FS F§ £ & (BMG LABTECH)# il 665nm i
620nm HY % & St {H - M GraphPad Prism 5 3 #7 B » 5t &
TIGIT $i 8 ¥ A TIGIT B CDISS EHMMKEH - &R K
% S5SAEMSE SBE -

SR 7: TIGIT Hi B8 TIGIT i EH B R E CD155
B CHO i fi S WEHE H B |

P TIGIT $i #= #Y [H B bjj%EEEh%BEI%Fr TIGIT 84 38 &
# CDI55 Wy CHO 4 & H ELISAER KB HE - #HE
B JTER CDISS 2 RERE Y E CHO 41 4 il B &
EWAER RHM CDISS WREE - HRREHABEEER
96 ALIRE % > TICGIT EHBEFN A EBE I TIGIT Hi B H
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MEBMAILE  MA-HAEHERNWEBTEAR AR
BB FH Br TIGITEL B £ CDISSHI CHOMMME AW -
EMEBRBTEOT

CD155-CHO 4 fig Bl 5x1075/ml & & » 100ul/FL, 3 f& 7
06 AL P EETE-ELE HPBSH=ERE A 100ul/
FL &1 Pl %2 ¥% [E E & (Beyotime > Cat No. P0098)= i & & ¥
/INEF - PBS VIR - EEREER - AR PBS MEH 5%
iR HS 4F 45 (BD skim milk, Cat No.232100)%f B /& 200ul/#,
3TCHEMAWE 3NN ETHME HEE&ERER  EEELZHH
W% 0 3 A PBST 42 & &% (pH7.4 PBS & 0.05% tween-20)¥% #)
5 K% 0 M0 A SOpl/fL A& & W B % (pH7.4 PBS & 1%BSA)
HMENEREEARESE 1/ NEHNKERE A/ 0.2ug/ml #Y human
TIGIT-hFc(/A ¥ 4 & )5, human TIGIT-mFc(PX 2 &4 2 ) 818
ERENGFHRENRENLBESR BE3TCHEERSE
1 /hNE - MEERE  EEHERTORER - A PBST
YRR S Ktk o MM SOuL/TLFH#E & B B W W T B9 HRP B3
AV 2 $i AN — P (Jackson Immuno Research » Cat No.
109-035-003)5, E I BL — L (Jackson Immuno Research’ Cat
No. 115-035-003)>37C & 1 /N0§-F PBST %E#k 5 XK 1% >
ho A 50ul/FL TMB &&= & (KPL » Cat No. 52-00-03) » R
ERWE SE 15458 » 1A 50pl/FL 1M H2S04 AR & 1L
[ JE-+ FJ %= % (Thermo scientific Multiskan - MK3) £ ¥
£ 450nm BZ H K W {E > A GraphPad Prism 5 73 #7 8 3% >
STE TIGITHIREHFEHEBEREZE CDIS5 1§ CHO4H A S

70



1803523

WEEER - SREE 6F -
WHM 8: TIGITHEH CDISSsEHHBERE TIGIT

Y CHO 4fi Jid &5 < &Y [H W7 5 B
bl TIGIT fie WWIHETRE D& B HiEEHE CDI155 H

TIGIT #&RE CHOMEE S FACSER KN - #FHE

ML T AN TIGIT 2 RE N E S E CHO 4 i+ im B &
EHER BRATIGITHRER - KHEREZHABELIER
EHRR TIGITHREAWE R HMAZEXERLH CDIS5-Fo
ETRE BEHERNBRBEARAEHEHEE CD15S S
RETIGITH CHOMifHE &S WNE EBER T ENOT

%= 4% CD155-Fc(Sino Biological » Cat No.10109-H02H)
fE 2 CF™633(Sigma Aldrich, Cat No.MX633S100)#y & ¢
el - # CD155-Fc F{ PBS A2 RE R 0.5-1mg/ml > ]I
A 9fZ i L BEMA 10x Mix-n-Stain Reaction Buffer: J& &
Mg A CF™633 ByL Ll M ERWE 30 F8%
BHERLTEK -

TIGIT-CHO 4B LL 5x1076/ml 2 [ » 100pul/F, #ER |
96 7L B J& K (Corning > Cat No0.32915001) =f- » Bk 0 #
(Beckman Coulter, Allegra X-15R Centrifuge )1500rpm B
D S4yeE 0 EEE R 200ul PBS ERTRIFAA 0 BEL
EELF O EE—E - A 1000/l E H o ¥ B K (pH7 .4
PBS & 1%BSA)RES B 7 B2 1Y 45 1 i BB 05 3 B O W j » 4
TWE 1K - - BE&ERR  1500rpm BN 5 08 > L
B RABRSWERAMEM@MEE > IA 100pl 2pg/ml BY
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CF™633 B EX B CDIS5-Fe B REF B F M - 4C I
B L/ - MEEKREK - 1500rpm BEL 5 78 > B LF
AEFEREMEME  R&F 200p/AEmMBRE
W IZ M £ R =LA B2 % (BD FACS Canto Il ) | 1 ] 5 %

{E5%58 55 » F GraphPad Prism 5 73 #7 8% - 5t & TIGIT #ii

B ¥ CD155 B TIGIT-CHO #ile & A NHE & - &R A
£ ITEKTE-
H1707 H1711 H1709 H1708 H1710
piie 10A7-IgG4 | hlgG4
-02 -04 -10 -04 -01
IC50(nM) | 0.4824 0.5698 0.4269 0.4992 | 0.4675 0.6783 >10000

Z<HI & ] 5 h1707-02~h1708-04~h1709-10~h1710-01 ~
h1711-04 L EE e B FAIBHEr CD155 B TIGIT # R Z 7Y
CHO 4 fE M &5 & -

WP 9: TIGITHES TIGITHFHEBFRE CD112
K9 CHO 40 ffa & & B [ b7 31 B

Bi TIGIT HBE & HE s D E B SR ME TIGIT
CD112 i % 3 CHO 4 M & & (9 FACS EER KM M - B &
B A M CDI112 & BB K 83k CHO 4 1 o 1l B &5
B E® M CDII2WWREE - & TIGIT-mFec EH # %
BENTERER TIGITHEEMERMA CDII2 B %R E
1y CHO 40 B of #13  & » I A PE label 1 41 # 1 %I TIGIT
o 5 B9 9 55 ¥ P S 0 16 528 T B TIGIT 8208 % % CD112 fy
CHO{IfuiE &N » ABERFEQT
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1%BSA ¥ ABF{HBES > & 20pg/ml EHBRE
WMEHENLERESR FEFEHE TIGIT-mFc £ 2ug/mL -
BHEMAERBENREE 21 BEILES  37CHRE
30 4y 8 ; UL&E CDI112-CHOs #fif » PBS MMk — X - #
0.5*1076/test 53 5 A 150l NHRNIBESREFTBF
WM - 4CTHE 60 534 » 1%BSA %M 3 R 5 PE-1L 3 5 /A
E5 IgG (Biolegend, 405307)F% 3K 100pl B B F 40 - 4
CTWE 40 578 > 1%BSA %M 3 KX » H 200pl 1%BSA EH#
B2 anEg o ER AN HEE BD FACSCantoll |3 Bl & &
MFI(¥ 39 8 £ 38 &) » GraphPad Prism 5 78 #& - Ak
TIGIT i B ¥ PR ¥ CD112-CHO i & & W HETF H - &5
REE 8H -

IS M 10: TIGIT iS4 TIGITEF 2 CHO gy
EENTHER

B THETIGITHEAMERENRERECREBLENE
HEES > FilsFE4L E TIGIT #y CHO 41 i # 7 TIGIT #1
BAOANERIIBN FACSEER - EBRERITAAOT ¢

TIGIT-CHO 40 B Bl 2x1076/ml 5 B » 100pl/F, R
96 7, B JE # (Corning > Cat No0.32915001) & - B 0 f#
(Beckman Coulter, Allegra X-15R Centrifuge)1500rpm & /[
5468 0 B RS B 200pl 1%BSAEHBIFHAME 0 BLO
ZELEFE BERE —EB-I%BSAHEB AR EE R ZE 4ug/mL
BE o 100pl/FLIN AP EREFHEE > KEHE 1 /A
- &% 1500rpm BEL 5 47 88> E LE - I 1%BSA
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H=EMME%E B 10%FBS-DMEM/F-12 B2 £ EH A 72
I GEREs RME T —EB2RE3TCEERETIRE 1
/NIRF (N E @ 0 Internalization group) » 55 — &f 7> # & 7£ K
EWE 1 /N &S M4 > Binding affinity group) - [#
E&ER®Z M 1%BSAR-BHBEARMAR 1%BSA R
PE-anti-Fc 7 8% (Jackson® 109-115-098)k F B H — /NBE 78
1%BSA Bt 3 K - H 1%BSAEFH B ZHK > £ X4
# BD FACSCantoll F 3 Hl & # & MFI > #Ba FsEA
X EHBOARER - & ¢ Black 2 R i Hi TIGIT $i 88 ¥
B RHA 1%BSA N PE-Hi Fc B K EWE — /MNEF
BERIREFNBIZERMFI- SR EEIH -

I 7% bh 2 (Internalization Ratio)% = (& & B 1 J1 41 -
HFHH) *100/ (EERMNWNE-2548H)

AR 11 BERERBEABRNKNARESHE R

BT U TIGIT fife ¥ NKAIMKEWENZE - &
SR ASEDEZAEPBMC) - #EEARAEEG K
(NK)» 81 A KEEE 40 WiDr £ 528 4h > RSB R & 66
(LDH)H 37K - EBEBREARAOT

ARIBEME A WiDr j# MEM g A f & - %ﬁi%-
BEPERM 10% (v/iv) Bad 1% (FBS)» 37C ~ 5% CO,
e THE - Fr#EmAF A Ficoll-Hypaque % & £ & 8 O
(Stem Cell Technologies)f ] PBMC~ A J& {8 NK &1 i % #F
£ 4y 8 B9 PBMC o $2 B (Miltenyi, CAT# 130-092-657) »
RPMI 1640 B A PR BB EFHM 10% (v/v)FBS
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37°C ~ 5% CO k& TH & -

AER NKHBEFEEE 6 FLUREENR - IRNEEY
B 2x1076 /ml- fi A 100 U/mL A IL-2 ki &E®%R  FIH
BT AL RPMI 1640 SZBEERRE r EFHBZ > LFEEZE 96
FLUKEKRS »r #@lEEEQYR 3x10°5 / F - HEMARE
WENGERES(E PBSHEB)XNEENEE IeGEAZEH
HE -37C 5% COEEEHRE h& > LEME WiDr
PLU1:1 EEATEE AR A NK g5 %, » 37°C» 5% CO &
FEHE 4h 2 WEHABRBEBELE - A CytoTox 96®
Non-Radioactive Cytotoxicity Assay(Promega, CAT# G1780)
P EF AR AMARERE LJEWN LDH 430 K F - £ 2 4 4
MAEBENE LT EE: % BB =100x(ER-SR1-SR2)/
(MR-SR1) > H 1 ER - SR(1&2) k MR 7 HARER - H
F IAERAB 25 ANEANKHAE)RHE K LDHERK -
BEERNAHEBEENEEETHNEEARNAERER
NK e Fr e LDH EABRKR AN AEBRAERE
MR A ER LDH- & R B 10A 5 & 10B DALk T
FFiR > TIGIT AJE/L{E BB h1707-02 - h1708-04 -
h1710-01 EHi B EE S A BB EHE B A KA NK A
W& E LEFEYRERENE -
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h1707-02 |h1708-04 [22G2-H3Q

IC50(nM) 0.9 1.29 5.78

h1710-01|22G2-H3Q

IC50(nM) 0.38 12.23

HIEfl 12 PBMC-T HREHMBE BT HER

BRTHETIGITHRBH ARR THRCHBEIENEZE -
e £ FO 4l b A b i B X 4l B (PBMIC) > R I &5 X & & (TB)
BEARK 5 RE > RAUAMEETFT IFNy M K¥E - ERE
BBELT

B &F M & A A Ficoll-Hypaque # & £ X B 0 (Stem
Cell Technologies)?2 E PBMC » & RPMI 1640 %3 A 1%
2 EBEE PR 10%(v/v) FBS» 37C ~ 5% CO, & #
THE -

B EE S BE 4 MLAY PBMC DL RPMI 1640 2 B EHEH K
B 2x1076 / ml- 20mL BB FIMA 25p] EREER
37C ~ 5% CO, ERFEERE SR - FE 5K £ 96 FLAHAT =
M Fim A CDISS5(E 4 CDI55/PVR Protein ° R&D >
2530-CD-050/CF) > & 7F. 0.25ug 4CHBEBEE -5 6 K >
Upge R SR ML A PBSHE—XR > EFMBEFEH

CfEE) RPMI 1640 B2 B E b » FHEBEE R 1x1006 /ml > B

BZE CDIS5S G # Y 96 FLANAEEE &N » &7 90pl - FH B0
AMEFENREESR(EPBSHE)RESEMNE & IgG
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RZEBHE > F7 1opl- AIEBERER 37C > 5% CO;
BEEEME 3R WO MEZENR B0 (4000rpm > 10min)
KSR B L OE > A BLISA B J73% (N IFN-y & 1
Bl& > IR » EHC102g.96)%% il IFN-y By /K 3P - H §& # /F
SERBHRHE - S ROE 11 B /R - TIGIT AJRAE % 2
PLAE h1708-04> h1710-01 EHBEH A EEEHBREEN
ERTHEMAETHHEEAEF IFN-y > M H B E YR E H
B XU TE -

A 13: AFME TIGIT fiB ABREVWRIBH L2
#F |

SD HEE KB > #8E 180-240g BEHELTH-L I B
HUERCE  -HBHEHBNENANK BEHREBEE

HEMEBERN DR 3K 12/12 /NFR/EAHFEEG > AE
16 £ 26C » HEHRE 402 70 % - EBMAHAM—X » H
SDREETRE BRIE BH3IE -EBEX A4
REBETHERIEIFRETEHZHEY h1707-02 -
h1708-04 ~ h1710-01 ~ h1711-04 F1 h1709-10 > 22G2-H3Q
RIBEHR - GRRER 3 me/kg; EHBEHIGR 5 ml/kg -

BRENGETANEERN REER Snins 8hs 14
2d- 4d- 7d~ 10d- 14d- 21d- 28d BB
e RTENGETANLEERML&GE%E%R 1h- 4h~ 8h-

~1d> 2d> 4d> 8d> 11d~+14d~ 21 d- 28d&Es
 HERD - SREBWE 20 0.2 ml > T EE - Bk

1 4°C H B 30min > 1000g B ) 15 min > HY F 355 % EP &

717



1803523

> -80°C R 7F -

FEF BLISA J7 % (REW G 3 M@ 1) 8 3% & &
PESEE A Winnolin K BHESHEYNEY Y /=
S FESSIEEYHHELEREEE 12/ -

KiH 0 SD KB B IR EH 4 F 3me/kg B TIGIT $i 8
h1707-02~ h1708-04~ h1710-01~ h1709-10~ h1711-04 1%
ERBBANBEBEBHET N TREEFAESE B
100%; & Fi BB B4 I £ FHI 98 & B H 22G2-H3Q M & -

BB 14 : FIF UNIT % A B TIGIT #8859 &
Bl

LSBT FARANGEERATORBESEBER > RE pH
HEN T EEEB AL 10mM PBS(pH7.4) » 15mM
His(pH6.0) ~ 10mM Acetate acid(pH5.2) - ¥ # & B i1 3] ¥
FEGER T > PG SBESE SOmg/ml £/ 0 Fl F UNIT

CETRA - RAUE > ABRERI Ipl & - MARSEE

ENERBET ITEAEFRE AXREERETHENEK
ABESBST RESEETT  Start Temp 20°C s Incubation 0s ;
Rate 0.3°C /min ; Plate Hold 5s ; End Temp 95°C - 7F 4% {& }JJ
e % T h1707-02 - h1708-04 ~ h1710-01 ~ h1709-10 -~
h1711-04 EH R RE TR EFNHBESE -
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RSTBARELHEAR

EH & ER Tagg (C) | Tonset('C) | Tm1("C) | Tm2(C)
h1707-02 | PBS(pH7.4) 69.0 61.0 70.49
h1711-04 74.3 54.3 69.7 80.7
10mM EEfg
h1709-10 , 74.5 59.6 69.4
h1708-04 71.5 60.4 69.4 © 78.3
(pH5.2)
h1710-01 76.8 57.2 67.7 77.6

MERH 15 FH SEC-HPLC BEAR S @M EER—F
BEGETENBRE®

TR L S R SR E AL S0mg/ml ~ £
10mM PBS(pH7.4) ~ 15mM His(pH6.0) + 10mM Acetate
acid(pH5.2)S B A P A AN BE-SOCER AR 5 X
B 4CH 40CR7F 28 RIWBEMBE R - R A Xbdridge
protein BEH SEC 200A(Waters) HPLC E Al pL 88 & &
h1707-02 ~ h1708-04 ~ h1709-10 ~ h1710-01 ~ h1711-04 =%
MEHTREFNBEER - —HH 40CHE SEC & & & H
mE L -
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-80C 4C - 40°C
e LER IR EE

REE AR 28 K 28 &
H1707-02 98.16% 98.39% 97.82% | 94.91%
H1711-04 98.00% 96.79%

PBS 42 & %
H1709-10 97.20% 96.03%
(pH7.4)
H1708-04 98.68% 98.76% 98.70% | 97.68%
H1710-01 98.73% 98.73% | 97.96%
H1707-02 99.37% 99.78% 99.34% | 98.42%
- 0 0,
H1711-04 | o 5 s 98.00% 97.58%
H1709-10 &E K 97.29% E 96.73%
H1708-04 (pH5.2) 98.61% 98.40% 98.71% | 97.80%
H1710-01 98.77% 98.77% | 98.63%
H1707-02 99.73% 99.73% 99.61% | 98.64%
H1711-04 98.31% 97.64%
His & &K
H1709-10 97.89% 96.68%
(pH6.0)

H1708-04 98.95% 99.10% 99.09% | 98.06%
H1710-01 98.93% 98.93% | 98.79%

MHAG 16~ i@ 2R 2K
#f h1707-02~h1708-04~h1709-10-h1710-01~h1711-04
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EhHEsTrETLLEBESERA -

H 500pg FFRIDLAG A Y S00ul pH 7.4 HY PBS 7 » 40
TR TR 01428 REUE - HIRESMEESR -1 100pg
[E R BEEN B B S A FY 100pl 0.2 M His-HC1: 8 M
Gua-HCl > pH 6.0 )39 » i1 3pu1 0.1g/mL DTT » 50°C K&
1 /NBE > 2 0.02 M His-HC1> pH 6.0 WA RBER K »
O A 3pL 0.25mg/mL # trypsin> 37°C /K }A B #E 38 7% - Agilent
6530 Q-TOF #{T LC-MS & B 5 #7 » &5 E B R h1707-02
h1708-04 ~ h1709-10~ h1710-01 -~ h1711-04 {£ 40 JE {& {£ Hn
R—EAYRBEHEPEENLK - &1 BRERSFEBEN
B2h - EROoTFRFNVLERES - |

AR TERENER  CEEIRNENE G EAE
T B ERERANEAFTEERREBRKE A D H
MEE  AXPSIANFAAEENANEXRNABERNEE
Rl At BERES -

[FFRRA]

F‘
i
VARY
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[F51%]
<110> AEHIHERZERDERAT AEEFLEERHEEBESTRA
E_](JIANGSU HENGRUI MEDICINE CO., LTD.~ SHANGHAI HENGRUI
PHARMACEUTICAL CO., LTD.)
<120> TIGITH % - ENREER KK EERE
<130> 370344CG
<150> CN 201710908565.3
<151> 2017/09/29
<160> 81
<170> Patentln version 3.3
<210> 1
<211> 372
<212> PRT

<213> A TFE%]

<220>
<223> TIGIT fE4h& B2/N &, 1gG2aFc X YRl & E 8 :TIGIT-mFc

<400> 1
Met Glu Phe Gly Leu Ser Trp Leu Phe Leu Val Ala Ile Leu Lys Gly

1 5 10 15

Val Gln Cys Met Met Thr Gly Thr Ile Glu Thr Thr Gly Asn Ile Ser
20 25 30

Ala Glu Lys Gly Gly Ser Ile Ile Leu Gln Cys His Leu Ser Ser Thr
35 40 45

Thr Ala Gln Val Thr Gln Val Asn Trp Glu Gln Gln Asp Gln Leu Leu
50 55 60

Ala Ile Cys Asn Ala Asp Leu Gly Trp His Ile Ser Pro Ser Phe Lys
65 .70 75 80
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Asp Arg Val Ala Pro Gly Pro Gly Leu Gly Leu Thr Leu Gln Ser Leu
85 90 95

Thr Val Asn Asp Thr Gly Glu Tyr Phe Cys Ile Tyr His Thr Tyr Pro
100 105 110

Asp Gly Thr Tyr Thr Gly Arg Ile Phe Leu Glu Val Leu Glu Ser Ser -
115 120 125

Val Ala Glu His Gly Ala Arg Phe Gln Ile Pro Glu Pro Arg Gly Pro
130 135 140

Thr Ile Lys Pro Cys Pro Pro Cys Lys Cys Pro Ala Pro Asn Leu Leu
145 150 155 160

Gly Gly Pro Ser Val Phe Ile Phe Pro Pro Lys Ile Lys Asp Val Leu
165 170 175

Met Ile Ser Leu Ser Pro Ile Val Thr Cys Val Val Val Asp Val Ser
180 185 190

Glu Asp Asp Pro Asp Val Gln Ile Ser Trp Phe Val Asn Asn Val Glu
195 200 205

Val His Thr Ala Gln Thr Gln Thr His Arg Glu Asp Tyr Asn Ser Thr
210 215 220

Leu Arg Val Val Ser Ala Leu Pro Ile Gln His Gln Asp Trp Met Ser
225 230 235 240

Gly Lys Glu Phe Lys Cys Lys Val Asn Asn Lys Asp Leu Pro Ala Pro
245 250 255
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Ile Glu Arg Thr Ile Ser Lys Pro Lys Gly Ser Val Arg Ala Pro Gln
260 265 270

Val Tyr Val Leu Pro Pro Pro Glu Glu Glu Met Thr Lys Lys Gln Val
275 280 285

Thr Leu Thr Cys Met Val Thr Asp Phe Met Pro Glu Asp Ile Tyr Val
290 295 300

Glu Trp Thr Asn Asn Gly Lys Thr Glu Leu Asn Tyr Lys Asn Thr Glu
305 310 315 320

Pro Val Leu Asp Ser Asp Gly Ser Tyr Phe Met Tyr Ser Lys Leu Arg
325 330 335

Val Glu Lys Lys Asn Trp Val Glu Arg Asn Ser Tyr Ser Cys Ser Val
340 345 350

Val His Glu Gly Leu His Asn His His Thr Thr Lys Ser Phe Ser Arg
355 360 365

Thr Pro Gly Lys
370

<210> 2
<211> 371
<212> PRT
<213> A L%

<220>
<223> TIGIT fE4P & B2 A 1gG1 Fe EREYEE & & 5 :TIGIT-Fc
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<400> 2
Met Glu Phe Gly Leu Ser Trp Leu Phe Leu Val Ala Ile Leu Lys Gly
1 5 10 15

Val Gln Cys Met Met Thr Gly Thr Ile Glu Thr Thr Gly Asn Ile Ser
20 25 30

Ala Glu Lys Gly Gly Ser Ile Ile Leu Gln Cys His Leu Ser Ser Thr
35 40 45

Thr Ala Gln Val Thr Gln Val Asn Trp Glu Gln Gln Asp Gln Leu Leu
50 55 60

Ala Ile Cys Asn Ala Asp Leu Gly Trp His Ile Ser Pro Ser Phe Lys
65 70 75 80

Asp Arg Val Ala Pro Gly Pro Gly Leu Gly Leu Thr Leu Gln Ser Leu
85 90 95

Thr Val Asn Asp Thr Gly Glu Tyr Phe Cys Ile Tyr His Thr Tyr Pro
100 105 : 110

Asp Gly Thr Tyr Thr Gly Arg Ile Phe Leu Glu Val Leu Glu Ser Ser
115 120 125

Val Ala Glu His Gly Ala Arg Phe Gln Ile Pro Glu Pro Lys Ser Ser
130 135 140

Asp Lys Thr His Thr Cys Pro Pro Cys Pro Ala Pro Glu Leu Leu Gly
145 150 155 160
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Gly Pro Ser Val Phe Leu Phe Pro Pro Lys Pro Lys Asp Thr Leu Met
165 170 175

Ile Ser Arg Thr Pro Glu Val Thr Cys Val Val Val Asp Val Ser His
180 185 190

Glu-Asp Pro Glu Val Lys Phe Asn Trp Tyr Val Asp Gly Val Glu Val
195 200 205

His Asn Ala Lys Thr'Lys Pro Arg Glu Glu Gln Tyr Asn Ser Thr Tyr
210 215 220

Arg Val Val Ser Val Leu Thr Val Leu His Gln Asp Trp Leu Asn Gly-
225 230 235 240

Lys Glu Tyr Lys Cys Lys Val Ser Asn Lys Ala Leu Pro Ala Pro Ile
245 ' 250 255

Glu Lys Thr Ile Ser Lys Ala Lys Gly Gln Pro Arg Glu Pro Gln Val
260 265 270

Tyr Thr Leu Pro Pro Ser Arg Asp Glu Leu Thr Lys Asn Gln Val Ser
275 280 285

Leu Thr Cys Leu Val Lys Gly Phe Tyr Pro Ser Asp Ile Ala Val Glu
290 295 300

Trp Glu Ser Asn Gly Gln Pro Glu Asn Asn Tyr Lys Thr Thr Pro Pro
305 310 315 320

Val Leu Asp Ser Asp Gly Ser Phe Phe Leu Tyr Ser Lys Leu Thr Val
325 330 335
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Asp Lys Ser Arg Trp Gln Gln Gly Asn Val Phe Ser Cys Ser Val Met
340 345 350

His Glu Ala Leu His Asn His Tyr Thr Gln Lys Ser Leu Ser Leu Ser
355 360 365

Pro Gly Lys
370

<210> 3

<211> 244
<212> PRT
<213> A TFHI

<220>
<223> £+ TIGIT

<400> 3

Met Arg Trp Cys Leu Leu Leu Ile Trp Ala Gln Gly Leu Arg Gln Ala
1 5 10 15

Pro Leu Ala Ser Gly Met Met Thr Gly Thr Ile Glu Thr Thr Gly Asn

20 25 30

Ile Ser Ala Glu Lys Gly Gly Ser Ile Ille Leu Gln Cys His Leu Ser
35 40 45

Ser Thr Thr Ala Gln Val Thr Gln Val Asn Trp Glu Gln Gln Asp Gln
50 55 60

Leu Leu Ala Ile Cys Asn Ala Asp Leu Gly Trp His Ile Ser Pro Ser
65 70 75 80
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Phe Lys Asp Arg Val Ala Pro Gly Pro Gly Leu Gly Leu Thr Leu Gln
85 90 95

L Ser Leu Thr Val Asn Asp Thr Gly Glu Tyr.Phe Cys Ile Tyr His Thr
100 105 110

Tyr Pro Asp Gly Thr Tyr Thr Gly Arg Ile Phe Leu Glu Val Leu Glu
115 120 125

Ser Ser Val Ala Glu His Gly Ala Arg Phe Gln Ile Pro Leu Leu Gly
130 135 140

Ala Met Ala Ala Thr Leu Val Val Ile Cys Thr Ala Val Ile Val Val
145 150 155 160

Val Ala Leu Thr Arg Lys Lys Lys Ala Leu Arg Ile His Ser Val Glu
165 170 175

Gly Asp Leu Arg Arg Lys Ser Ala Gly Gln Glu Glu Trp Ser Pro Ser
180 185 190

Ala Pro Ser Pro Pro Gly Ser Cys Val Gln Ala Glu Ala Ala Pro Ala
195 200 205

Gly Leu Cys Gly Glu Gln Arg Gly Glu Asp Cys Ala Glu Leu His Asp
210 215 220

Tyr Phe Asn Val Leu Ser Tyr Arg Ser Leu Gly Asn Cys Ser Phe Phe
225 230 235 240
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Thr Glu Thr Gly

<210> 4
<211> 373
<212> PRT

<213> A TFEF]

<220>
<223> cynoTIGIT J4h & B2 /N B8, 1gG2aFc EE Y RE S & H :cynoTIGIT-mFc

<400> 4
Met Glu Phe Gly Leu Ser Trp Leu Phe Leu Val Ala Ile Leu Lys Gly

1 5 10 15

Val Gln Cys Met Met Thr Gly Thr Ile Glu Thr Thr Gly Asn Ile Ser
20 25 30

Ala Lys Lys Gly Gly Ser Val Ile Leu Gln Cys His Leu Ser Ser Thr
35 40 45

Met Ala Gln Val Thr Gln Val Asn Trp Glu Gln His Asp His Ser Leu
50 55 60

Leu Ala Ile Arg Asn Ala Glu Leu Gly Trp His Ile Tyr Pro Ala Phe
65 70 75 80

Lys Asp Arg Val Ala Pro Gly Pro Gly Leu Gly Leu Thr Leu Gln Ser
85 90 95

Leu Thr Met Asn Asp Thr Gly Glu Tyr Phe Cys Thr Tyr His Thr Tyr
100 105 110
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Pro Asp Gly Thr Tyr Arg Gly Arg Ile Phe Leu Glu Val Leu Glu Ser
115 120 125

Ser Val Ala Glu His Ser Ala Arg Phe Gln Ile Pro Glu Pro Arg Gly
130 135 140

- Pro Thr Ile Lys Pro Cys Pro Pro Cys Lys Cys Pro Ala Pro Asn Leu
145 150 155 160

Leu Gly Gly Pro Ser Val Phe Ile Phe Pro Pro Lys Ile Lys Asp Val
165 170 175

Leu Met Ile Ser Leu Ser Pro Ile Val Thr Cys Val Val Val Asp Val
180 185 190

Ser Glu Asp Asp Pro Asp Val Gln Ile Ser Trp Phe Val Asn Asn Val
195 200 205

Glu Val His Thr Ala Gln Thr Gln Thr His Arg Glu Asp Tyr Asn Ser
210 215 220

Thr Leu Arg Val Val Ser Ala Leu Pro Ile Gln His Gln Asp Trp Met
225 230 235 240

Ser Gly Lys Glu Phe Lys Cys Lys Val Asn Asn Lys Asp Leu Pro Ala
245 250 255

Pro Ile Glu Arg Thr Ile Ser Lys Pro Lys Gly Ser Val Arg Ala Pro
260 265 270

Gln Val Tyr Val Leu Pro Pro Pro Glu Glu Glu Met Thr Lys Lys Gln
275 280 285



1803523

Val Thr Leu Thr Cys Met Val Thr Asp Phe Met Pro Glu Asp Ile Tyr
290 295 300

Val Glu Trp Thr Asn Asn Gly Lys Thr Glu Leu Asn Tyr Lys Asn Thr
305 310 315 320

Glu Pro Val Leu Asp Ser Asp Gly Ser Tyr Phe Met Tyr Ser Lys Leu
325 330 335

Arg Val Glu Lys Lys Asn Trp Val Glu Arg Asn Ser Tyr Ser Cys Ser
340 345 350

Val Val His Glu Gly Leu His Asn His His Thr Thr Lys Ser Phe Ser
355 360 365

Arg Thr Pro Gly Lys
370

<210> 5

<211> 119

<212> PRT

<213> /NE

<400> 5

Glu Val Lys Leu Val Glu Ser Gly Gly Gly Leu Val Gln Pro Gly Gly
1 5 10 15

Ser Leu Lys Leu Ser Cys Ala Ala Ser Gly Phe Ile Phe Ser Asp Tyr
20 25 30

His Met Tyr Trp Val Arg Gln Thr Pro Glu Lys Arg Leu Glu Trp Val

10
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35 40 45

Ala Tyr Ile Ser Lys Gly Gly Ile Ser Thr Tyr Tyr Pro Asp Thr Val
50 - 55 : 60

Lys Gly Arg Phe Thr Ile Ser Arg Asp Asn Ala Lys His Thr Leu Tyr
65 70 75 80

Leu Gln Met Ser Arg Leu Lys Ser Glu Asp Thr Ala Met Tyr Tyr Cys
85 90 95

Ala Arg Gln Ser Ser Tyr Asp Phe Ala Met Asp Tyr Trp Gly Arg Gly
100 105 110

Thr Ser Val Thr Val Ser Ser
115

<210> 6
<211> 107
<212> PRT
<213> JNE

<400> 6
Asp Ile Val Met Thr Gln Ser His Lys Phe Met Ser Thr Ser Val Gly

1 5 10 15

Val Arg Val Ser Ile Thr Cys Lys Ala Ser Gln Asp Val Gly Thr Ser
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Gln Ser Pro Lys Leu Leu Ile
35 40 45

11
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Tyr Trp Ala Ser Ala Arg His Thr Gly Val Pro Asp Arg Phe Thr Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Thr Asn Val Gln Ser
65 70 75 80

Glu Asp Leu Ala Asp Tyr Phe Cys Gln Gln Tyr Ser Ser Tyr Pro Leu
85 90 95

Thr Phe Gly Ala Gly Thr Lys Leu Glu Leu Lys
100 105

<210> 7

<211> 119
<212> PRT
<213> /NE

<400> 7
Gln Val Gln Leu Gln Gln Pro Gly Ala Glu Leu Val Lys Pro Gly Ser

1 5 10 15

Ser Val Lys Leu Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 25 30

Trp Met His Trp Val Lys Gln Gly Pro Gly Arg Gly Leu Glu Trp Ile
35 40 45

Gly Arg Ile Asp Pro Asp Ser Thr Gly Ser Lys Tyr Asn Glu Lys Phe
50 55 60

Lys Thr Lys Ala Ser Leu Thr Val Asp Thr Val Ser Gly Thr Ala Tyr
65 S 70 75 .. 80

12
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Met Gln Leu Ser Ser Leu Thr Ser Glu Asp Ser Ala Val Tyr Phe Cys
85 90 95

Ala Arg Glu Gly Ala Tyr Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

Thr Thr Leu Thr Val Ser Ser
115

<210> 8

<211> 107
<212> PRT
<213> /NE,

<400> 8
Asp Ile Gln Met Thr GIn Ser Pro Ala Ser Leu Ser Ala Ser Val Gly

1 5 10 15

Glu Thr Val Thr Ile Thr Cys Arg Ala Ser Glu Asn Ile Tyr Ser Tyr
20 25 30

Leu Ala Trp Tyr Gln Gln Lys Gln Gly Lys Ser Pro Gln Leu Leu Val
35 40 45

Tyr Asn Ala Arg Thr Leu Ala Glu Ser Val Pro Ser Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Gin Phe Ser Leu Lys Ile Asn Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Gly Ser Tyr Tyr Cys Gln Tyr His Ser Gly Ser Pro Leu
85 90 95

13
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Pro Phe Gly Ala Gly Thr Lys Leu Ala Leu Lys
100 105

<210> 9

<211> 120
<212> PRT
<213> /MNE

<400> 9
Glu Val Gln Leu Gln Gln Ser Gly Pro Val Leu Val Lys Pro Gly Pro

1 5 10 15

Ser Val Lys Ile Ser Cys Lys Ala Ser Gly Phe Thr Phe Thr Asp Tyr
20 25 30

Tyr Met His Trp Val Lys Gln Ser Leu Gly Lys Ser Leu Glu Trp Ile
35 40 45

Gly Leu Val Tyr Pro Tyr Asn Asp Asn Thr Gly Tyr Asn Arg Lys Phe
50 55 60

+ Lys Gly Lys Ala Thr Leu Thr Val Asp Thr Ser Ser Ser Thr Ala Tyr

65 - 70 75 80

Ile Glu Leu Asn Ser Leu Thr Ser Glu Asp Ser Ala Val Tyr Tyr Cys
85 90 .95

Ala Arg Gly Gly Pro Ser Asn Trp Asn Tyr Phe Asp Tyr Trp Gly Gln
100 105 110

Gly Thr Thr Leu Thr Val Ser Ser

14
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115 120

<210> 10

<211> 107
<212> PRT
<213> /NER

<400> 10
Asp Ile Val Met Thr Gln Ser Gln Lys Phe Met Ser Thr Thr Val Gly

1 5 10 15

Asp Arg Val Ser Ile Thr Cys Lys Ala Ser Gln Asn Val Val Thr Ala
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Gln Ser Pro Lys Leu Leu Ile
35 40 45

Tyr Ser Ala Ser Asn Arg Tyr Thr Gly Val Pro Asp Arg Phe Thr Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Asn Asn Val Gln Ser
65 70 75 80

Glu Asp Leu Ala Asp Tyr Phe Cys Gln Gln Tyr Thr Leu Tyr Pro Leu
85 90 95

Thr Phe Gly Ala Gly Thr Lys Leu Glu Leu Lys
100 105

<210> 11

<211> 119
<212> PRT
<213> /NE

15
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<400> 11
Gln Val Gln Leu Gln Gln Pro Gly Ala Glu Leu Val Lys Phe Gly Ala
1 5 10 15

Ser Val Lys Leu Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 25 30

Tyr Met His Trp Val Lys Gln Arg Pro Gly Arg Gly Leu Glu Trp Ile
35 40 45

Gly Arg Ile Asp Pro Thr Ser Gly Ala Thr Lys Tyr Asn Asp Asn Phe
50 55 60

Lys Gly Lys Ala Thr Leu Thr Val Asp Lys Pro Ser Thr Thr Ala Tyr
65 70 75 80

Met Gln Leu Ser Ser Leu Thr Ser Glu Asp Ser Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Gly Phe Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 - 110

Thr Thr Leu Thr Val Ser Ser
115

<210> 12

<211> 107
<212> PRT
<213> /MNE

<400> 12

16
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Asp Ile Gln Met Thr Gln Ser Pro Ala Ser Leu Ser Ala Ser Val Gly
1 5 10 15

Glu Thr Val Thr Ile Thr Cys Arg Thr Ser Glu Asn Ile Phe Thr Tyr
20 25 30

Leu Ala Trp Tyr Gln Gln Lys Gln Gly Lys Ser Pro Gln Leu Leu Val
35 40 45

Tyr Asn Ala Lys Thr Phe Ala Glu Gly Val Pro Ser Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Gln Phe Ser Leu Lys Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Gly Ile Tyr Tyr Cys Gln His His Tyr Gly Ile Pro Leu
85 90 95

Pro Phe Gly Ala Gly Thr Lys Leu Glu Leu Lys
100 105

<210> 13

<211> 122
<212> PRT
<213> /NE

<400> 13
Gln Val Gln Leu Gln Gln Ser Gly Thr Glu Leu Val Arg Pro Gly Thr

1 5 10 15

Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
. 20 25 . 30

17
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Trp Ile Gly Trp Ala Lys Gln Arg Pro Gly His Gly Leu Glu Trp Ile
35 40 45

Gly Asp Ile Tyr Pro Gly Gly Ala Tyr Thr Asn Tyr Asn Glu Lys Phe
50 55 60

Lys Asp Lys Ala Thr Leu Thr Ala Asp Lys Ser Ser Ser Thr Ala Tyr
65 70 75 80

Met Gln Phe Ser Ser Leu Thr Ser Glu Asp Ser Ala Ile Tyr Tyr Cys
85 90 95

Thr Arg Gly Asp Tyr Tyr Asp Ser Ser Gly Arg Ala'Met Asp Tyr Trp
100 105 110

Gly Gln Gly Thr Ser Val Thr Val Ser Ser
115 120

<210> 14

<211> 113
<212> PRT
<213> /NE,

<400> 14
Asp Ile Val Met Ser Gln Ser Pro Ser Ser Leu Ala Val Ser Val Gly

1 5 10 15

Glu Lys Val Ser Met Ser Cys Lys Ser Ser Gln Ser Leu Leu Tyr Ser
20 25 30

Arg Asn Gln Met Asn Tyr Leu Ala Trp Tyr Gln Gln Lys Pro Gly Gln
35 40 45

18
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Ser Pro Lys Leu Leu Ile Tyr Trp Thr Ser Thr Arg Glu Ser Gly Val
50 . 55 60

Pro Asp Arg Phe Thr Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr
65 70 75 80

Ile Ser Ser Val Lys Ala Glu Asp Leu Ala Val Tyr Tyr Cys Gln Gin
85 90 95

Tyr Tyr Ser Tyr Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu lle
100 105 110

<210> 15
<211> 5

<212> PRT
<213> ATLF%]

<220>
<223> 1707-HCDRI1

<400> 15
Asp Tyr His Met Tyr

1 5

<210> 16
<211> 17
<212> PRT
<213> ATLF%1

<220>

19
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<223> 1707 HCDR2
. <400> 16
Tyr Ile Ser Lys Gly Gly Ile Ser Thr Tyr. Tyr Pro Asp Thr Val Lys

1 5 10 15

Gly

<210> 17
<211> 10
<212> PRT
<213> A TS

<220>
<223> 1707 HCDR3

<400> 17
Gln Ser Ser Tyr Asp Phe Ala Met Asp Tyr

1 5 10

<210> 18
<211> 11
<212> PRT
<213> ATF%]

<220>
<223> 1707 LCDR1

<400> 18
Lys Ala Ser Gln Asp Val Gly Thr Ser Val Ala

1 5 10

<210> 19
<211> 17

20
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<212> PRT
<213> AT %

<220>
<223> 1707 LCDR2

<400> 19

Trp Ala Ser Ala Arg His Thr
1 5

<210> 20
<211> 9

<212> PRT
<213> ATLFK%]

<220>
<223> 1707 LCDR3

<400> 20
Gln Gln Tyr Ser Ser Tyr Pro Leu Thr

1 5

<210> 21
<211> 5
<212> PRT
<213> ATLF%I

<220>
<223> 1708 HCDR1

<400> 21

Asn Tyr Trp Met His
1 5

<210> 22
<211> 17

21
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<212> PRT
<213> AL

<220>
. <223> 1708 HCDR2

i <400> 22

Arg Ile Asp Pro Asp Ser Thr Gly Ser Lys Tyr Asn Glu Lys Phe Lys
1 5 10 15

Thr

<210> 23
<211> 10
<212> PRT
<213> AILF¥I

<220>
<223> 1708 HCDR3

<400> 23
Glu Gly Ala Tyr Gly Tyr Tyr Phe Asp Tyr

1 5 10

<210> 24
<211> 11
<212> PRT
<213> AILFE7%I

<220>
<223> 1708 LCDRI1

<400> 24

: Arg Ala Ser Glu Asn Ile Tyr Ser Tyr Leu Ala -
1 5 10

22
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<210> 25
<211> 7

. <212> PRT
<213> AT FE%

: <220>
‘ <223> 1708 LCDR2

<400> 25

Asn Ala Arg Thr Leu Ala Glu
1 5

<210> 26
<211> 9

<212> PRT
<213> A%l

<220>
<223> 1708 LCDR3

<400> 26
Glin Tyr His Ser Gly Ser Pro Leu Pro

1 5

<210> 27
<211> 5

<212> PRT
<213> ATl

<220>
<223> 1709 HCDRI1

<400> 27

Asp Tyr Tyr Met His
1 5

23
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<210> 28
<211> 17
<212> PRT
<213> AT ¥

<220>
°  <223> 1709 HCDR2

<400> 28

Leu Val Tyr Pro Tyr Asn Asp Asn Thr Gly Tyr Asn Arg Lys Phe Lys
1 5 10 - 15

Gly

<210> 29
<211> 11

<212> PRT
<213> ATF¥]

<220>
<223> 1709 HCDR3

<400> 29

Gly Gly Pro Ser Asn Trp Asn Tyr Phe Asp Tyr
1 5 10

<210> 30
<211> 11

<212> PRT
<213> AT 7

<220>
<223> 1709 LCDR1

24
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<400> 30

Lys Ala Ser Gln Asn Val Val Thr Ala Val Ala
1 5 10

' <210> 31
<211> 7
<212> PRT
<213> AT FE7%

<220>
<223> 1709-LCDR2

<400> 31

Ser Ala Ser Asn Arg Tyr Thr
1 5

<210> 32
<211> 9
<212> PRT
<213> AILF7%|

<220>
<223> 1709-LCDR3

<400> 32

Gln Gln Tyr Thr Leu Tyr Pro Leu Thr
1 5

<210> 33
<211> 5
<212> PRT
<213> AL

<220>
<223> 1710-HCDR1

25
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<400> 33

Asn Tyr Tyr Met His
1 5

v <210> 34
<211> 17
<212> PRT

<213> ATFE%

<220>
© <223> "1710-HCDR2

<400> 34

Arg Ile Asp Pro Thr Ser Gly Ala Thr Lys Tyr Asn Asp Asn Phe Lys
1 5 10 15

Gly

<210> 35
<211> 10
<212> PRT

<213> ATE¥]

<220>
<223> 1710-HCDRS3

<400> 35
Glu Gly Gly Phe Gly Tyr Tyr Phe Asp Tyr

1 5 10

<210> 36
<211> 11
<212> PRT
<213> ATFEF

26
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<220>

- <223> 1710-LCDR1

<400> 36

Arg Thr Ser Glu Asn Ile Phe Thr Tyr Leu Ala
1 5 10

<210> 37
<211> 7
<212> PRT
<213> ATLF%I

<220>
<223> 1710-LCDR2

<400> 37

Asn Ala Lys Thr Phe Ala Glu
1 5

<210> 38
<211> 9

<212> PRT
<213> A TFE7%

<220> :
<223> 1710-LCDR3

<400> 38
Gln His His Tyr Gly Ile Pro Leu Pro

1 5

<210> 39
<211> 5
<212> PRT
<213> AIF%

27
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<220>
<223> 1711-HCDRI1

<400> 39
Asn Tyr Trp Ile Gly

' 1 ' 5

<210> 40
<211> 17
<212> PRT
<213> AILF%

<220>
<223> 1711-HCDR2

<400> 40
Asp Ile Tyr Pro Gly Gly Ala Tyr Thr Asn Tyr Asn Glu Lys Phe Lys

1 5 10 15

Asp

<210> 41

<211> 13
<212> PRT
<213> AT

<220>
<223> 1711-HCDR3

<400> 41

Gly Asp Tyr Tyr Asp Ser Ser Gly Arg Ala Met Asp Tyr
1 5 10

28
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<210> 42
<211> 17

. <212> PRT
<213> AT %I

<220>
’ <223> 1711-LCDR1

<400> 42

Lys Ser Ser Gln Ser Leu Leu Tyr Ser Arg Asn Gln Met Asn Tyr Leu
| 5 10 15

Ala

<210> 43
<211> 7

<212> PRT
<213> ATF%

<220>
<223> 1711-LCDR2

<400> 43
Trp Thr Ser Thr Arg Glu Ser

1 5

<210> 44
<211> 9

<212> PRT
<213> A L%

<220>
<223> 1711-LCDR3

<400> 44

29
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Gln Gln Tyr Tyr Ser Tyr Pro Tyr Thr
1 5

<210> 45
<211> 119
<212> PRT

<213> ATE¥

<220>
<223> h1707 VH-CDR graft,h1707-H1

<400> 45
Glu Val Gln Leu Val Glu Ser Gly Gly Gly Leu Val Gin Pro Gly Gly

1 5 10 15

Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Asp Tyr
20 25 30

His Met Tyr Trp Val Arg Gln Ala Pro Gly Lys Gly Leu Glu Trp Val
35 40 45

Ala Tyr Ile Ser Lys Gly Gly Ile Ser Thr Tyr Tyr Pro Asp Thr Val
50 55 ' 60

Lys Gly Arg Phe Thr Ile Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr
65 70 75 80

Leu GIn Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gln Ser Ser Tyr Asp Phe Ala Met Asp Tyr Trp Gly Arg Gly
100 105 110

30
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Thr Leu Val Thr Val Ser Ser
115

<210> 46
<211> 107
<212> PRT

<213> A TFE¥

<220>
<223> h1707 VL-CDR graft,h1707-L1

<400> 46
Asp Ile Gln Met Thr Gln Ser Pro Ser Phe Leu Ser Ala Ser Val Gly

1 5 10 15

Asp Arg Val Thr Ile Thr Cys Lys Ala Ser Gln Asp Val Gly Thr Ser
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ala Pro Lys Leu Leu Ile
35 40 45

Tyr Trp Ala Ser Ala Arg His Thr Gly Val Pro Ser Arg Phe Ser Gly
50 55 ‘ 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Thr Tyr Tyr Cys Gln Gln Tyr Ser Ser Tyr Pro Leu
85 90 95

Thr Phe Gly Gln Gly Thr Lys Leu Glu Ile Lys
100 105

31
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<210> 47
<211> 107
<212> PRT
<213> AILF7I

<220>
<223> h1707-L2

<400> 47
Asp Ile Gln Met Thr Gln Ser Pro Ser Phe Leu Ser Ala Ser Val Gly

1 5 10 | 15

Asp Arg Val Thr Ile Thr Cys Lys Ala Ser Gln Asp Val Gly Thr Ser
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ala Pro Lys Leu Leu Ile
35 40 45

Tyr Trp Ala Ser Ala Arg His Thr Gly Val Pro Asp Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 - ' 80

Glu Asp Phe Ala Asp Tyr Tyr Cys Gln Gln Tyr Ser Ser Tyr Pro Leu
85 90 95

Thr Phe Gly Gln Gly Thr Lys Leu Glu Ile Lys
100 105

<210> 48
<211> 107
<212> PRT
<213> ATLTFEF
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<220>
<223> hl1707-L3

<400> 48

Asp Ile Gln Met Thr Gln Ser Pro Ser Phe Leu Ser Ala Ser Val Gly
| 5 10 15

Asp Arg Val Thr Ile Thr Cys Lys Ala Ser Gln Asp Val Gly Thr Ser
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ser Pro Lys Leu Leu Ile
35 40 45

Tyr Trp Ala Ser Ala Arg His Thr Gly Val Pro Asp Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Asp Tyr Tyr Cys Gln Gln Tyr Ser Ser Tyr Pro Leu
85 ‘90 95

Thr Phe Gly Gln Gly Thr Lys Leu Glu Ile Lys
100 105

<210> 49
<211> 107
<212> PRT
<213> A7

<220>
<223> h1707-L4

33
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<400> 49
Asp Ile Gln Met Thr Gln Ser Pro Ser Phe Leu Ser Ala Ser Val Gly
1 5 10 15

Asp Arg Val Thr Ile Thr Cys Lys Ala Ser Gln Asp Val Gly Thr Ser
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ser Pro Lys Leu Leu Ile
35 40 45

Tyr Trp Ala Ser Ala Arg His Thr Gly Val Pro Asp Arg Phe Thr Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Asp Tyr Tyr Cys Gln Gla Tyr Ser Ser Tyr Pro Leu
85 90 95

Thr Phe Gly Gln Gly Thr Lys Leu Glu Ile Lys
100 105

<210> 50
<211> 119
<212> PRT
<213> AT

<220>
<223> h1707-H2

<400> 350

Glu Val Gln Leu Val Glu Ser Gly Gly Gly Leu Val Gln Pro Gly Gly
1 5 10 15

34
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Ser Leu Arg Leu Ser Cys Ala Ala Ser Gly Phe Thr Phe Ser Asp Tyr
20 25 30

His Met Tyr Trp Val Arg Gln Ala Pro Gly Lys Gly Leu Glu Trp Val
35 40 45

Ala Tyr Ile Ser Lys Gly Gly Ile Ser Thr Tyr Tyr Pro Asp Thr Val
50 55 60

Lys Gly Arg Phe Thr Ile Ser Arg Asp Asn Ala Lys Asn Ser Leu Tyr
65 70 75 80

Leu Gln Met Ser Arg Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gln Ser Ser Tyr Asp Phe Ala Met Asp Tyr Trp Gly Arg Gly
100 105 110

Thr Leu Val Thr Val Ser Ser
115

<210> 351
<211> 119
<212> PRT

<213> AT

<220>
<223> h1708 VH-CDR graft,h1708-H1

<400> 51

Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala
1 5 10 15

35
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Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 25 30

Trp Met His . Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

Gly Arg Ile Asp Pro Asp Ser Thr Gly Ser Lys Tyr Asn Glu Lys Phe
50 55 60

Lys Thr Arg Val Thr Met Thr Arg Asp Thr Ser Thr Ser Thr Val Tyr
65 70 75 . 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Ala Tyr Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

Thr Leu Val Thr Val Ser Ser
115

<210> 52
<211> 107
<212> PRT

<213> AT %

<220>
<223> h1708 VL-CDR graft,h1708-L1

<400> 52

Asp Ile Gln Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly
1 5 10 15

36
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Asp Arg Val Thr Ile Thr Cys Arg Ala Ser Glu Asn Ile Tyr Ser Tyr
20 25 30

Leu Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ala Pro Lys Leu Leu Ile
35 40 45

Tyr Asn Ala Arg Thr Leu Ala Glu Gly Val Pro Ser Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Thr Tyr Tyr Cys Gln Tyr His Ser Gly Ser Pro Leu
85 90 95

Pro Phe Gly Gly Gly Thr Lys Val Glu Ile Lys
100 105

<210> 53
<211> 107
<212> PRT
<213> ATLF%

<220>
<223> h1708-L2

<400> 53

Asp Ile Gln Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly
1 5 o 10 15

Asp Arg Val Thr Ile Thr Cys Arg Ala Ser Glu Asn Ile Tyr Ser Tyr
20 25 30

37



1803523

Leu Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ser Pro Lys Leu Leu lle
35 40 45

Tyr Asn Ala Arg Thr Leu Ala Glu Gly Val Pro Ser Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Thr Tyr Tyr Cys Gln Tyr His Ser Gly Ser Pro Leu
85 90 95

Pro Phe Gly Gly Gly Thr Lys Val Glu Ile Lys
100 105

<210> 54
<211> 119
<212> PRT
<213> ATfFFI

<220>
<223> h1708-H2

<400> 54
Glu Val Gln Leu Val Gin Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 25 30

Trp Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

38
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Gly Arg Ile Asp Pro Asp Ser Thr Gly Ser Lys Tyr Asn Glu Lys Phe
50 55 60

Lys Thr Arg Val Thr Met Thr Val Asp Thr Ser Thr Ser Thr Val Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Ala Tyr Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

Thr Leu Val Thr Val Ser Ser
115

<210> 55
<211> 119
<212> PRT

<213> A3

<220>
<223> h1708-H3

<400> 55
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 ' 25 30

Trp Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp lle
35 40 ' 45
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Gly Arg Ile Asp Pro Asp Ser Thr Gly Ser Lys Tyr Asn Glu Lys Phe
50 55 60

Lys Thr Arg Val Thr Met Thr Val Asp Thr Ser Thr Ser Thr Ala Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Ala Tyr Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

Thr Leu Val Thr Val Ser Ser
115

<210> 56
<211> 120
<212> PRT
<213> A TF%

<220>
<223> h1709 VH-CDR graft,h1709-H1

<400> 56
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp Tyr
' 20 25 30

Tyr Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

40
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Gly Leu Val Tyr Pro Tyr Asn Asp Asn Thr Gly Tyr Asn Arg Lys Phe
50 55 60

Lys Gly Arg Val Thr Met Thr Arg Asp Thr Ser Thr Ser Thr Val Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gly Gly Pro Ser Asn Trp Asn Tyr Phe Asp Tyr Trp Gly Gln
100 105 110

Gly Thr Leu Val Thr Val Ser Ser
115 120

<210> 57
<211> 107
<212> PRT

<213> A7

<220>
<223> h1709 VL-CDR graft,h1709-L1

<400> 57
Asp Ile Gln Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly

1 5 10 15

Asp Arg Val Thr Ile Thr Cys Lys Ala Ser Gln Asn Val Val Thr Ala
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ala Pro Lys Leu Leu Ile
35 40 45
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Tyr Ser Ala Ser Asn Arg Tyr Thr Gly Val Pro Ser Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Thr Tyr Tyr Cys Gln Gln Tyr Thr Leu Tyr Pro Leu
85 90 95

Thr Phe Gly Gly Gly Thr Lys Val Glu Ile Lys
100 105

<210> 58
<211> 107
<212> PRT
<213> ATFR%l

<220>
<223> h1709-L2

<400> 58
Asp Ile Gln Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly

1 5 10 15

Asp Arg Val Thr Ile Thr Cys Lys Ala Ser Gln Asn Val Val Thr Ala
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ala Pro Lys Leu Leu Ile
35 40 45

Tyr Ser Ala Ser Asn Arg Tyr Thr Gly Val Pro Asp Arg Phe Ser Gly
50 55 60

42
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Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Thr Tyr Tyr Cys Gln Gln Tyr Thr Leu Tyr Pro Leu
85 90 95

Thr Phe Gly Gly Gly Thr Lys Val Glu Ile Lys-

100 105

. <210> 59

<211> 107
<212> PRT
<213> AT

<220>
<223> h1709-L3

<400> 59
Asp Ile Gln Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly

1 5 10 15

Asp Arg Val Thr Ile Thr Cys Lys Ala Ser Gln Asn Val Val Thr Ala
20 25 ' 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ser Pro Lys Leu Leu Ile
35 40 45

Tyr Ser Ala Ser Asn Arg Tyr Thr Gly Val Pro Asp Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80
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Glu Asp Phe Ala Thr Tyr Phe Cys Gln GIn Tyr Thr Leu Tyr Pro Leu
85 . 90 95

Thr Phe Gly Gly Gly Thr Lys Val Glu Ile Lys
100 105

<210> 60
<211> 107
<212> PRT

<213> ATFE%

<220>
<223> h1709-L4

<400> 60
Asp Ile Val Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly

1 5 10 15

Asp Arg Val Thr Ile Thr Cys Lys Ala Ser Gln Asn Val Val Thr Ala
20 25 30

Val Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ser Pro Lys Leu Leu Ile
35 40 ' 45

Tyr Ser Ala Ser Asn Arg Tyr Thr Gly Val Pro Asp Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Thr Tyr Phe Cys Glan Gln Tyr Thr Leu Tyr Pro Leu
85 90 95
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Thr Phe Gly Gly Gly Thr Lys Val Glu Ile Lys
100 105

<210> 61
<211> 120
<212> PRT
<213> AT

<220>
<223> h1709-H2

<400> 61
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp Tyr
20 25 30

Tyr Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

Gly Leu Val Tyr Pro Tyr Asn Asp Asn Thr Gly Tyr Asn Arg Lys Phe
50 55 60

Lys Gly Arg Val Thr Met Thr Val Asp Thr Ser Thr Ser Thr Val Tyr
65 : 70 75 80

Met Glu Leu Asn Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gly Gly Pro Ser Asn Trp Asn Tyr Phe Asp Tyr Trp Gly Gln
100 105 110
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Gly Thr Leu Val Thr Val Ser Ser
115 120

<210> 62
<211> 120
<212> PRT

<213> ANIF7%]

<220>
<223> h1709-H3

<400> 62
Glu Val GIn Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asp Tyr
20 25 30

Tyr Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

Gly Leu Val Tyr Pro Tyr Asn Asp Asn Thr Gly Tyr Asn Arg Lys Phe
50 55 60

Lys Gly Arg Val Thr Met Thr Val Asp Thr Ser Thr Ser Thr Ala Tyr
65 70 75 80

Met Glu Leu Asn Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gly Gly Pro Ser Asn Trp Asn Tyr Phe Asp Tyr Trp Gly Gln
100 105 110
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Gly Thr Leu Val Thr Val Ser Ser
115 120

<210> 63
<211> 120
<212> PRT

<213> ATF%

<220>
<223> h1709-H4

<400> 63
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Phe Thr Phe Thr Asp Tyr
20 25 : 30

Tyr Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Ile
35 40 45

Gly Leu Val Tyr Pro Tyr Asn Asp Asn Thr Gly Tyr Asn Arg Lys Phe
50 55 60

Lys Gly Arg Val Thr Met Thr Val Asp Thr Ser Thr Ser Thr Ala Tyr
65 70 75 80

Met Glu Leu Asn Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gly Gly Pro Ser Asn Trp Asn Tyr Phe Asp Tyr Trp Gly Gln
' 100 105 110
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Gly Thr Leu Val Thr Val Ser Ser
115 120

<210> 64
<211> 119
<212> PRT
<213> ATLF%

<220>
<223> h1710 VH-CDR graft,h1710-H1

<400> 64
Glu Val GIn Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 25 30

Tyr Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

Gly Arg Ile Asp Pro Thr Ser Gly Ala Thr Lys Tyr Asn Asp Asn Phe
50 ‘55 60

Lys Gly Arg Val Thr Met Thr Arg Asp Thr Ser Thr Ser Thr Val Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Gly Phe Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

48



1803523

Thr Thr Val Thr Val Ser Ser
115

<210> 65
<211> 107
<212> PRT

<213> ATLF%]

<220>
<223> h1710 VL-CDR graft,h1710-L1

<400> 65
Asp Ile Gln Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly

1 5 10 15

Asp Arg Val Thr Ile Thr Cys Arg Thr Ser Glu Asn Ile Phe Thr Tyr
20 25 30

Leu Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ala Pro Lys Leu Leu Ile
35 : 40 45

Tyr Asn Ala Lys Thr Phe Ala Glu Gly Val Pro Ser Arg Phe Ser Gly
50 55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Thr Tyr Tyr Cys Gln His His Tyr Gly Ile Pro Leu
85 90 95

Pro Phe Gly Gln Gly Thr Lys Leu Glu Ile Lys
100 105

49
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<210> 66
<211> 107
<212> PRT

<213> ATF%

<220>
<223> h1710-L2

<400> 66
Asp Ile Gln Met Thr Gln Ser Pro Ser Ser Leu Ser Ala Ser Val Gly

1 5 10 15

Asp Arg Val Thr Ile Thr Cys Arg Thr Ser Glu Asn Ile Phe Thr Tyr
20 25 30

Leu Ala Trp Tyr Gln Gln Lys Pro Gly Lys Ser Pro Lys Leu Leu Val
35 40 45

Tyr Asn Ala Lys Thr Phe Ala Glu Gly Val Pro Ser Arg Phe Ser Gly
50 .55 60

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Gln Pro
65 70 75 80

Glu Asp Phe Ala Thr Tyr Tyr Cys Gln His His Tyr Gly Ile Pro Leu
85 90 95

Pro Phe Gly Gln Gly Thr Lys Leu Glu Ile Lys
100 105

<210> 67
<211> 119
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<212> PRT
<213> AILF%I

<220>
<223> h1710-H2

<400> 67
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 25 30

Tyr Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

Gly Arg Ile Asp Pro Thr Ser Gly Ala Thr Lys Tyr Asn Asp Asn Phe
50 55 60

Lys Gly Arg Val Thr Met Thr Val Asp Lys Ser Thr Ser Thr Val Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Gly Phe Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

Thr Thr Val Thr Val Ser Ser
115

<210> 68
<211> 119

51
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<212> PRT
<213> ATLF%]

<220>
<223> h1710-H3 -

<400> 68
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 25 30

Tyr Met His Trp Val Arg Gin Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

Gly Arg lle Asp Pro Thr Ser Gly Ala Thr Lys Tyr Asn Asp Asn Phe
50 55 60

Lys Gly Arg Val Thr Leu Thr Val Asp Lys Ser Thr Ser Thr Ala Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Gly Phe Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

Thr Thr Val Thr Val Ser Ser
115

<210> 69
<211> 119

52
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<212> PRT
<213> ATFE%

<220>
<223> . h1710-H4

<400> 69
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly}Tyr Thr Phe Thr Asn Tyr
20 25 30

Tyr Met His Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Ile
35 40 45

Gly Arg lle Asp Pro Thr Ser Gly Ala Thr Lys Tyr Asn Asp Asn Phe
50 55 60

Lys Gly Arg Ala Thr Leu Thr Val Asp Lys Ser Thr Ser Thr Ala Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Gly Phe Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

Thr Thr Val Thr Val Ser Ser
115

<210> 170
<211> 119
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<212> PRT
<213> AT

<220>
<223> h1710-HS

<400> 70
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ala

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Thr Asn Tyr
20 25 30

Tyr Met His Trp Val Lys Gln Ala Pro Gly Gln Gly Leu Glu Trp Ile
35 40 45

Gly Arg Ile Asp Pro Thr Ser Gly Ala Thr Lys Tyr Asn Asp Asn Phe
50 55 60

Lys Gly Lys Ala Thr Leu Thr Val Asp Lys Ser Thr Ser Thr Ala Tyr
65 A 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Glu Gly Gly Phe Gly Tyr Tyr Phe Asp Tyr Trp Gly Gln Gly
100 105 110

Thr Thr Val Thr Val Ser Ser
115

<210> 171
<211> 120
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<212> PRT
<213> A TLFE7%|

<220>
<223> h1711 VH-CDR graft,h1711-H1 .

<400> 71

Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ser

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Gly Thr Phe Ser Asn Tyr
' 20 25 30

Trp Ile Gly Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Met
35 40 45

Gly Asp Ile Tyr Pro Gly Gly Ala Tyr Thr Asn Tyr Asn Glu Lys Phe
50 55 60

Lys Asp Arg Val Thr Ile Thr Ala Asp Lys Ser Thr Ser Thr Ala Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gly Asp Tyr Tyr Asp Ser Ser Gly Arg Ala Met Asp Tyr Trp
100 105 110

Gly Gln Gly Thr Leu Val Thr Val
115 120

<210> 72
<211> 113
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<212> PRT
<213> ANTLF%I

<220>
<223> h1711 VL-CDR graft,h1711-L1

<400> 72
Asp Ile Val Met Thr Gln Ser Pro Asp Ser Leu Ala Val Ser Leu Gly

1 5 10 15

Glu Arg Ala Thr Ile Asn Cys Lys Ser Ser Gln Ser Leu Leu Tyr Ser
20 25 30

Arg Asn Gln Met Asn Tyr Leu Ala Trp Tyr Gln Gln Lys Pro Gly Gln
35 40 45

Pro Pro Lys Leu Leu Ile Tyr Trp Thr Ser Thr Arg Glu Ser Gly Val
50 55 60

Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr
65 70 75 80

lle Ser Ser Leu Gln Ala Glu Asp Val Ala Val Tyr Tyr Cys Gln Gln
85 90 95

Tyr Tyr Ser Tyr Pro Tyr Thr Phe Gly Gly Gly Thr Lys Val Glu Ile
100 105 110

Lys

<210> 73

<211> 113
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<212> PRT
<213> ATL/F30

<220>
<223> h1711-L2

<400> 73
Asp Ile Val Met Thr Gln Ser Pro Asp Ser Leu Ala Val Ser Leu Gly

1 5 10 15

Glu Arg Ala Thr Ile Asn Cys Lys Ser Ser Gln Ser Leu Leu Tyr Ser
20 25 30

Arg Asn Gln Met Asn Tyr Leu Ala Trp Tyr Gln Gln Lys Pro Gly Gln
35 40 45

Ser Pro Lys Leu Leu Ile Tyr Trp Thr Ser Thr Arg Glu Ser Gly Val
50 55 60

Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr
65 70 75 80

Ile Ser Ser Leu Gln Ala Glu Asp Val Ala Val Tyr Tyr Cys Gln Gln
85 90 95

Tyr Tyr Ser Tyr Pro Tyr Thr Phe Gly Gly Gly Thr Lys Val Glu lle
100 105 110

- <210> 74 =

<211> 113

57
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<212> . PRT |
<213> ATILEF

<220>
<223> h1711-L3

<400> 74
Asp Ile Val Met Thr Gln Ser Pro Asp Ser Leu Ala Val Ser Leu Gly

1 5 10 15

Glu Arg Ala Thr Ile Ser Cys Lys Ser Ser Gln Ser Leu Leu Tyr Ser
20 25 : 30

Arg Asn Gln Met Asn Tyr Leu Ala Trp Tyr Gln Gln Lys Pro Gly Gln
35 40 45

Ser Pro Lys Leu Leu Ile Tyr Trp Thr Ser Thr Arg Glu Ser Gly Val
50 55 60

Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr
65 70 75 80

Ile Ser Ser Leu Gln Ala Glu Asp Val Ala Val Tyr Tyr Cys Gln Gln
85 90 95

Tyr Tyr Ser Tyr Pro Tyr Thr Phe Gly Gly Gly Thr Lys Val Glu Ile
100 105 110

~<210> 75

<211> 122
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<212> PRT
<213> A TF%]

<220>
<223> h1711-H2

<400> 75
Glu Val Gln Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ser

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Gly Thr Phe Ser Asn Tyr
20 25 30

Trp Ile Gly Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Ile
35 40 45

Gly Asp Ile Tyr Pro Gly Gly Ala Tyr Thr Asn Tyr Asn Glu Lys Phe
50 55 60

Lys Asp Arg Val Thr Ile Thr Ala Asp Lys Ser Thr Ser Thr Ala Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gly Asp Tyr Tyr Asp Ser Ser Gly Arg Ala Met Asp Tyr Trp
100 105 110

Gly Gln Gly Thr Leu Val Thr Val Ser Ser
115 | 120

.. <210> 76

<211> 122

59
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<212> PRT
<213> ATLF3

<220>
<223> hl1711-H3.

<400> 76
Glu Val Gln Léu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ser

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ser Asn Tyr
20 25 30

Trp Ile Gly Trp Val Arg Gln Ala Pro Gly Gln Gly Leu Glu Trp Ile
35 40 45

Gly Asp Ile Tyr Pro Gly Gly Ala Tyr Thr Asn Tyr Asn Glu Lys Phe
50 55 60

Lys Asp Arg Val Thr Ile Thr Ala Asp Lys Ser Thr Ser Thr Ala Tyr
65 70 75 80

Met Glu Leu Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 90 95

Ala Arg Gly Asp Tyr Tyr Asp Ser Ser Gly Arg Ala Met Asp Tyr Trp
100 105 110

Gly Gln Gly Thr Leu Val Thr Val Ser Ser
115 120

<210> 77
<211> 122
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<212> PRT
<213> AILFF

<220>
<223> h1711-H4

<400> 77
Glu Val GIn Leu Val Gln Ser Gly Ala Glu Val Lys Lys Pro Gly Ser-

1 5 10 15

Ser Val Lys Val Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ser Asn Tyr
20 25 30

Trp Ile Gly Trp Val Arg Gln Ala Pro Gly Gla Gly Leu Giu Trp lle
35 40 45

Gly Asp Ile Tyr Pro Gly Gly Ala Tyr Thr Asn Tyr Asn Glu Lys Phe
50 55 60

Lys Asp Arg Val Thr Ile Thr Ala Asp Lys Ser Thr Ser Thr Ala Tyr
65 70 75 . 80

Met Glu Phe Ser Ser Leu Arg Ser Glu Asp Thr Ala Val Tyr Tyr Cys
85 . 90 95

Thr Arg Gly Asp Tyr Tyr Asp Ser Ser Gly Arg Ala Met Asp Tyr Trp
100 105 110

Gly Gln Gly Thr Leu Val Thr Val Ser Ser
115 120

<210> 78
<211> 327
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<212> PRT
<213> ANTRF7%I

<220>
<223> A 1gG4 Ef#E T &% S228P Z= g

<400> 78
Ala Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala Pro Cys Ser Arg

1 5 10 15

Ser Thr Ser Glu Ser Thr Ala Ala Leu Gly Cys Leu Val Lys Asp Tyr
20 25 30

Phe Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly Ala Leu Thr Ser
35 40 45

Gly Val His Thr Phe Pro Ala Val Leu GlIn Ser Ser Gly Leu Tyr Ser
50 55 , 60 ‘

Leu Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu Gly Thr Lys Thr
65 70 75 . 80

Tyr Thr Cys Asn Val Asp His Lys Pro Ser Asn Thr Lys Val Asp Lys
85 90 95

Arg Val Glu Ser Lys Tyr Gly Pro Pro Cys Pro Pro 4Cys Pro Ala Pro
100 105 ’ 110

Glu Phe Leu Gly Gly Pro Ser Val Phe Leu Phe Pro Pro Lys Pro Lys
115 120 125

Asp Thr Leu Met Ile Ser Arg Thr Pro Glu Val Thr Cys Val Val Val

130 135 140
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Asp Val Ser Gln Glu Asp Pro Glu Val Gln Phe Asn Trp Tyr Val Asp
145 150 155 160

Gly Val Glu Val His Asn Ala Lys Thr Lys Pro Arg Glu Glu Gln Phe
165 170 175

Asn Ser Thr Tyr Arg Val Val Ser Val Leu Thr Val Leu His Gln Asp
180 185 190

Trp Leu Asn Gly Lys Glu Tyr Lys Cys Lys Val Ser Asn Lys Gly Leu
195 200 205

Pro Ser Ser Ile Glu Lys Thr Ile Ser Lys Ala Lys Gly Gln Pro Arg
210 215 220

Glu Pro Gln Val Tyr Thr Leu Pro Pro Ser Gln Glu Glu Met Thr Lys
225 - 230 235 240

Asn Gln Val Ser Leu Thr Cys Leu Val Lys Gly Phe Tyr Pro Ser Asp
245 250 255

Ile Ala Val Glu Trp Glu Ser Asn Gly Gln Pro Glu Asn Asn Tyr Lys
260 265 270

Thr Thr Pro Pro Val Leu Asp Ser Asp Gly Ser Phe Phe Leu Tyr Ser
275 280 285

Arg Leu Thr Val Asp Lys Ser Arg Trp Gln Glu Gly Asn Val Phe Ser
290 295 300

63
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Cys Ser Val Met His Glu Ala Leu His Asn His Tyr Thr Gln Lys Ser
305 310 315 320

Leu Ser Leu Ser Leu Gly Lys
325

- <210> 79

<211> 107

<212> PRT

<213> #HA

<400> 79

Arg Thr Val Ala Ala Pro Ser Val Phe Ile Phe Pro Pro Ser Asp Glu
1 5 10 15

Gln Leu Lys Ser Gly Thr Ala Ser Val Val Cys Leu Leu Asn Asn Phe
20 25 30

Tyr Pro Arg Glu Ala Lys Val Gln Trp Lys Val Asp Asn Ala Leu Gln
35 40 45

Ser Gly Asn Ser Gln Glu Ser Val Thr Glu Gln Asp Ser Lys Asp Ser
50 55 60

Thr Tyr Ser Leu Ser Ser Thr Leu Thr Leu Ser Lys Ala Asp Tyr Glu
65 70 75 80

Lys His Lys Val Tyr Ala Cys Glu Val Thr His Gln Gly Leu Ser Ser
85 90 95

Pro Val Thr Lys Ser Phe Asn Arg Gly Glu Cys
100 105
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<210> 80
<211> 130
<212> PRT

<213> AIF%

<220>
<223> 22G2-H3Q VH

<400> 80
Gln Val Gln Leu Gln Glu Ser Gly Pro Gly Leu Val Lys Pro Ser Glu

1 5 10 15

Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Gly Ser Val Ser Ser Gly
20 25 30

Ile Tyr Tyr Trp Ser Trp Ile Arg Gln Pro Pro Gly Lys Gly Leu Glu
35 40 45

Trp Ile Gly Tyr Ile Tyr Tyr Ser Gly Ser Thr Asn Tyr Asn Pro Ser
50 55 60

Leu Lys Ser Arg Val Thr Ile Ser Val Asp Thr Ser Lys Asn Gln Phe
65 70 75 80

Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr
85 90 95

Cys Ala Arg Asp Tyr Tyr Val Ser Gly Asn Tyr Tyr Asn Val Asp Tyr
100 105 110

Tyr Phe Phe Gly Val Asp Val Trp Gly Gln Gly Thr Thr Val Thr Val
115 120 125

65
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Ser Ser
130

<210> 81
<211> 109
<212> PRT
<213> AR

<220>
<223> 22G2-H3Q VL

<400> 81
Glu Ile Val Leu Thr Gln Ser Pro Ala Thr Leu Ser Leu Ser Pro Gly

1 5 10 15

Glu Arg Ala Thr Leu Ser Cys Arg Ala Ser Gln Ser Val Ser Ser Tyr
20 25 30

Leu Ala Trp Tyr Glan Gln Lys Pro Gly Gln Ala Pro Arg Leu Leu Ile
35 40 45

Tyr Asp Ala Ser Asn Arg Ala Thr Gly Ile Pro Ala Arg Phe Ser Gly
50 55 60 : -

Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr Ile Ser Ser Leu Glu Pro
65 70 75 80

Glu Asp Phe Ala Val Tyr Tyr Cys Gln Gln Arg Ser Asn Trp Pro Pro
85 90 95

Leu Phe Thr Phe Gly Pro Gly Thr Lys Val Asp Ile Lys
100 105

66
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