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& DAR W ERBARN RBEN, B HRMEER HPLC-MS 1 7.

FE—SSEE T R, PR biiE 2 RER ) DAR B (WHtiEBEREL) A 1-10,
Blfm: 1~2, 1~3, 1~4, 1~5, 1~6, 1~7, 1~8, 1~9, 1~10, 2~3, 2~4, 2~5, 2~6, 2~7,
2~8, 2~9, 2~10, 3~4, 3~5, 3~6, 3~7, 3~8, 3~9, 3~10, 4~5, 4~6, 4~7, 4~8, 4~9,
4~10, 5~6, 5~7, 5~8, 5~9, 5~10, 6~7, 6~8, 6~9, 6~10, 7~8, 7~9, 7~10, 8~9,
8~10, 5 9~10, fLik A 3~9, i, 3.0~3.5, 3.0~4.0, 3.0~4.5, 3.0~5.0, 3.0~5.5, 3.0~6.0,
3.5~4.0, 3.5~4.5, 3.5~5.0, 3.5~5.5, 3.5~6.0, 3.5~6.5, 3.5~7.0, 3.5~7.5, 3.5~8.0, 4.0~4.5,
4.0~5.0, 4.0~5.5, 4.0~6.0, 4.0~6.5, 4.0~7.0, 4.0~7.5, 4.0~8.0, 4.5~5.0, 4.5~5.5, 4.5~6.0,
4.5~6.5, 4.5~7.0, 4.5~7.5, 4.5~8.0, 5.0~5.5, 5.0~6.0, 5.0~6.5, 5.0~7.0, 5.0~7.5, 5.0~8.0,
5.5~6.0, 5.5~6.5, 5.5~7.0, 5.5~7.5, 5.5~8.0, 6.0~6.5, 6.0~7.0, 6.0~7.5, 6.0~8.5, 6.5~7.0,
6.5~7.5, 6.5~8.5, 7.0~7.5, 7.0~9.0 B 7.5~9.0.
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B, SR/BEFEEHRN <A ERE” (THEMEAN G-M-[L-E-D]x, HP G-M A5
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MERBI AR BRI YA . M, FrREE RN W-ERE P G-
M B BV R BL (B a0 B B - ¥1-S0:Me Bi-Br H45#) S Bt MR RS T RS
BEEANESEE R ERN—1EHEARE (SH. BECCNH)HRE (-COOH) #
B, xEH 1 £ 10.
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Bk 2GR A G- E A A &
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YWBAEE R SCE— TR 25 54k, PAR—FheERZ M2 ARt

ARG L VB BB 5255 LT 20 B M ANEA — & LRAL T EH TR
EoHl, HEEMAMER, Pl BAES . MogmES S, ik, DIATHRISE R
W BA B R A E NI ARBRY 52 % LT B2 8k, RAR R E
#¥84 (Remington’s Pharmaceutical Sciences (1980) 16 edition, Osol, A. Ed.). A DL
X3 T BVR T IAMAE B AR B A A SO Pk 25 W (B R B & A BT Uik 2513
B2 EY .
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£, TR RS M EEMERIE H B7-H3 #1757, EGFR #1757, HER2 ##l7]. HER3
HIF . HER4 HIF. IGFR-1 FH17). mTOR &I PI3 EEEMHIF. c-met B VEGF
WHEIF AT AVBRHERHE .
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ASCFTRYUAZT YR . LW BB W A& W] DA T6YT 2 Fhpom BROWAE »
in B7-H3 BHYE 98 . Her2 PHAENE .

B, 4miERMERSUE—TITR R TTIAZPRERY . Z3W-EE. BREFHNEY
& WD AE )25 T 07 A0/ BRIG T 7 A/ B B ¥R T FH At R i 25 M0 b i R

A BB R A SUE— TR TR Z BB . 29k BUEH HNEGHAEEY
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B, BEVAE, BIACRARE, MR, M, MebE, ssRE, §iRE,
R AR R A

2. HY-ERER FEBRY AR

A R YIHISCTIR M Z W E T T HIS R . R X KRB & it 8miBERy
%

3. PlEELEYES & HIEE TEW PRI RS

AR Y HI SRR B AR S T & A E R T E W

il K RS

AR IERM T BWER T A WIIB&ITE, BEXT T & Y#EAT BARP B

Tt
FEER I SEHE T SR AP, PR — ARSI &Y A-05a K754, PR amER 1
WA DHATBERII P B

A-05a:
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Al /ﬁb 0

Hef, Ri, Re B EMIHIEE Cre i K EK;

R3 % H H f1-CO-CH:0H;

R4 Ml Rs & HMMEEH H. RRMZE; 5E R M Rs SAHERE FERERK 5-6 7T
CEZ )

Re 1% B & B-Ci4 L5t EE-NRaRo;

R71&H CistFEM-Cia T HEFE-NRaRs;

H Ry Ry FER IR BLRS & MO #% B H. Croo btdE. -SO2-Cio SHERI-CO-Ciros 5t

FE—EfE A, R, Re S EMOHIEH CrakiZe. F. Cl Br ML,

TR, RIEBXE. P&, 28, BENTE, FaFEER Cl.

s X, REE F. ClL Brfl L, #li0 F A Cl.

LT, ROEEFEMCL RIER FH CL

HEZ

FEE A SRS R, BT 5 AR S ST A-14-a 7, BT 7L aHE IM-5-
a AT AR B B R IM-6-a (L EWHISTE;

A-14-a: ~ 0
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He, X narXprd PR A SRR X, Rl R ik — e .
FE—LE ST T P, BT BRI MR N W E NN- R R, SRR

s RtbEY, Bl k.

FE—LSTi T A, PR RPAE R RA M TRAT, RNVWED 1-5h, #40 1-3h.
BT LRI RY, FridIiE B — PG IM-6-a 5 IM-2 #1TRNAEULEY

A-14-a &,

ST A, B RN RIETE B N,N-— F 3 R BT NN-— 3 Z Bt .
10 BT, iR RNEEFEIMA NN- RN E LB E.

FEER > SEHE T S0, PR = ARSI EY B-02-a K754, Frid i asEk B-

HE=
02-4a FAT AR P IR;
N=N
= i H\)\/N\’%O/AVN\”/\O/\“/N
o I > °
B-02-a: °
15  B-02-4a:
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Hep, XWarscP S FITR, Riv R Rs WHTCR— &P+ ik .

Rzl

EE LT RS, Frd T ENEE &EY C-07-a WITE, FrdiiEaHE C-07-
5 65 C-07-8a AT RMNIBE;

C-07-a:
o
-
G--
jal n
Ty " EET
B N '_\_'\:_\ ~— .
= : a=
ey -
e
=
ul S G ] A t
- .. r: . - e, o
S._v |;:v_ R xG e »\.F) ORI P Pt o Y R
= : 1 u it
. -
[ [ i = R:
i
o
o~
ey DM
0,
1l
oy w0 nooH
LR 1] M
ta o i 1
[P H o i
. I’ Ri
C-07-8a: R

Her, R R WiiE—HprE X
10 LS, TR P C-07-8a @it C-07-7a AR H]&453);

) T
C-07-Ta: R e X R A A R BT X
Ri Al R G5 E—H g Lo
HiER
LT Ry, R TELARE&ENEY C-10a 71, FrRFiEESE C-10-
15 5a 5 C-07-8a #AT RIS E;
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C-10-a:
O =
P
SN
d\N'(/\ 0 ° Hjj\ g 1 N
L e S e S
a 0O - [e] (0]
| X
NN
\r
0=$=0
0
S_N
CRA 0 I
N~ HJ(VOVQH
a
H
o HzN\/”\NJ\”/N Ly ~o~
N_ N H H
hd C-10-5a ©
0=5=0
| . C-07-8a
5 Hr, Riv Reflla Wl EXUEE—TETE Mo
fE—E s f N, R 7B HF ) C-10-5a 38T C-10-4a AR5 &5 5
o)
\uS(,\rN\ O (0]
o I I
N~ H{/\/o\)/\o+
a
‘ X
NN
C-10-4a
o:?:o

E—%i@ﬁﬁ¢,%ﬁﬁ%ﬁ¢%C«Mu@iomGE%%%A%%%ﬁ;
HMwoaan”%
faA
10 FEIN
FEEF LM R, IR EANEHEREAEY C-17a WTEE, iR FEERE C-17-
3a 5 C-07-8a AT R HIBER;
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C-17a

HA, Ri. Refll a 0 ESCAER—TATE X RiEH, RiCAHZE. RN CLH a3 B
8; Rxi%H CHELN.,
5 s F P, IR FEATE C-17-3a 83T C-17-2a BAL R N &8 3,

X (0]
' I
0
N~ = | H%/O\)f\”/ \}/
Ry a0
| X C-17-1a
N\fN
S
l

10 TE—EiE A RNF, iR AEAFR C-17-1a EiT C-10-2 B C-19-3 546840 A Bt47
1B R 15 E
(6]
g Ao K

EYIB
EX
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BRAEFE TP AE R, AP FERARITARAREBENRZREN S LB E 550
BEARN FOE W TR AR RO ) o 3R KA S0 A8 A IO HOR B B 8 7E A s 8 BT B AR O 4%
R, BIERLEXNEGIRBARN R BT 5 LHEARNBAUBERARN B FH, £+
FrRAMZERAY:. BRI, 0T EY RSN EREPRNHENSEN T Z AR E
BT BIAEE UL TAREN TASREARN RIR G R, B2 R LT & X CAE i
FRREA KB

RiBHiE R, EEHHNZRE (BEA —FBECONM—KERMEC)) Ak
FIRBEEREH ST . SRR 43258 « (kappa) f1 & (lambda) 28, EBHEEWH2KM 1.
8. v+ o Bee, HHMRHUE I RMEE SCH IgM. IgD. IgG. IgA fl IgE. fERFEME
BN, FTRXMEEXBEARY 12 RELNMEERMI XERE, BEELETRY 3P
EEZANMEERND X, BFEHEHEETRX (VM EEEE X (CHAR. BEEEXH
3 MEMB(CHL. CH2 A1 CH3)AHRR. FRehEE 3R X (VLM EE X (CLYAHRK.
BREEEX B —MEHE CL A. eS8 AERS 553 5HENE S, ERIE
ZMBPFIIRE, WA PEERELSE FHASE T, GFAERZEN SR R®GIW,
B4R 2 HAME RGN B —H N (Cl4E&. VH #l VL KB4 A AR R
P B X IR FR 9 B4R SE X (CDRY)), HeIAIEAR A BUR T IR SR X (FR)FT X 3. % VH AN
VL H# FFI)F: FR1. CDR1. FR2, CDR2. FR3. CDR3. FR4 NEEKIHERER
W FEFIE) 3 1~ CDR 0 4 A~ FR L. & EFE/RFEN R X(VH M VL)Y 58 Rt R 4
B, BERAS XMW ST EE AN EME RS RS .

RECEAMRE X B “CDR” BI8F A TR X H A T Hi R4 & R R AE . FEEHEA
BEENTARX PHEH =/ CDRs, #7475 CDR1. CDR2 1 CDR3. X%t CDR KXgHIA
AARE AT B & TS RAHITE XL, HIITIEIE Kabat 285 245 (Kabat etal,,
Sequences of Proteins of Immunological Interest, Sth Ed. Public Health Service, National
Institutes of Health, Bethesda, Md., 1991). Chothia 475 %%t (Chothia & Lesk (1987) J.
Mol. Biol. 196:901-917; Chothia % A (1989) Nature 342:878-883). IMGT %5 R4t

(Lefrane et al., Dev. Comparat. Immunol. 27:55-77, 2003) 5 AbM %5 % % (Martin ACR,
Cheetham JC, Rees AR (1989) Modelling antibody hypervariable loops: A combined
algorithm. Proc Natl Acad Sci USA 86:9268-9272) $ff1%E L. X F4HEKPifk, A8
ARNREEBLERNEHS RLHE XN CDR. 3:H, FRAGRS RGBSR KRR
FUBEFARN BEGE (B, B2 W Lefranc et al., Dev. Comparat. Immunol. 27:55-77,
2003),
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EARRHP, FiERERRELEEFBRIEN CDR REAFROHNEHES RR
BE, HunEid Kabat. Chothia. IMGT B} AbM %S R4iHiE. FERELEHH R, i
HREFURLE S HEEE R CDR EiE Chothia S RZEE Lo

AREMRXECFRRERTE, HUARTTRXPERT I B XK CDR 53 SR L
REMRRE.

REFUER GRS E R B RIBTEN A RINEZK, flareKyikirRNEZK, X
RIFRE RIS &2 KRS & RARRTUR R /7, M/ERS & KFuiE SRR 7T
4ih, RUgmRANPiRSEES”. %2 N, Fundamental Inmunology, Ch. 7 (Paul, W.,
ed., %% 2 i1, Raven Press,N.Y.(1989), H U2 CEIFIHEIAEL, ATHAEHK.
@ EA DNA SR SGEE e ST B B 2 W R AR PUR PR S & . HUR
S5 B B FE PR $1) 1 52 4% Fab BBt Fab'[rEX. F(ab)'2 JEX. F(ab)'s 5 Bt. Fd. Fv.
scFv. di-scFv. (scFv):. ZERETE R Fv B H(“dsFv”). BEMERHIA(dAb, FIKTIE)
MXFERZAE, REE& L URTZRERETESESRAINTIERED —ES. TESE
(IR AR A 423R T Holliger 25, 2005; Nat Biotechnol, 23: 1126-1136 .

AREFIEIEH VH A CHI MIRA K MHiiA A B RiE“dAb F B EIEH VH 4
VIS R B PiM B (Ward 28\, Nature 341:544 546 (1989)); AiE“Fab K BR>E#H
VL. VH. CL 1 CH1 &MEBHRKTER B RiE“F@ab’): i BB A &l )X b
I ZBRARERR A Fab FBRIGPUE R B RiBE“Fab’ i BOERIEFE &R Fab’): HBRH
FNESEFBRN_RBEMRA R, B—%SBNEEMEREN Fd AR (B VH Al CH1
SMIRA R Hik.

RBFvEIBHIFVENEBEN VL 1 VH SGHSARNIiEAB. Fv 7 BB EBIA
AR, REREENTES SRR ERER. —8IAAR, 751 CDRs RTFHUERIHT
Faafrit. 8/, BER—TEKX (Fim Fd A&, FUEE = IMHRERRR
CDRs) WEBIRAHEEHE, REHFBMAWRIEKT ZEBNEEI A

RiBFRIE, HPANSE—BEENE . FEEER 5 _EHNE . F=EHE
X & HBEESTMEROTE R E. JUEK Fe FBRABEZMARKIIE, BERAS5HE
HgiE.

RiE“scFv 218, B8 VL M VH &8 2 iksE, HP i VL M VH @i #
3L (linker) #H3E (B0, Hlin, Bird A, Science 242:423-426 (1988); Huston % A, Proc.
Natl. Acad. Sci. USA 85:5879-5883 (1988); F1 Pluckthun, The Pharmacology of Monoclonal
Antibodies, %5 1133, Roseburg A Moore £, Springer-Verlag, #%J, %5 269-315 I
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(1994)) . MK seFv 20 F I BB — K 45#): NH2-VL-3#:L-VH-COOH 5 NH:-VH-#3k-VL-
COOH., &EMMAFARELHER N GGGGS BEMFFISEARHR. Fltn, AT
BAFRERITINGGCGGS)s Mk, (Hu M (Holliger % A(1993), Proc. Natl.
Acad. Sci. USA 90: 6444-6448) . 7] A T4 % B HAh#2L B Alfthan %5 A(1995), Protein
Eng. 8:725-731, Choi % A\ (2001), Eur. J. Immunol. 31: 94-106, Hu % A (1996), Cancer
Res. 56:3055-3061, Kipriyanov % A (1999), J. Mol. Biol. 293:41-56 1 Roovers & A\ (2001),
Cancer Immunol.##iiR. 7E—E1EM T, seFv i VH 5§ VL Z A& 0] IFAFE —misd. 7EE
Lo R H, VH A VL S50 A BME S & K HRF R AR XS e L. B, B8 NH2-
VH-VH-COOH. NH:.VL-VL-COOH ] scFv.

RIE“BIFHE (single-domain antibody, sdAb) » B ARFURFAR N 78 ¥ BFEN S
X, HARBHENRETRFIASHE (BImRNEETRX) FrERRTiRA B, HR
iR 4 A 2 KPRETS & A B HUR M BE /1 (Holt, LEN, EYHE AR &S (Trends in
Biotechnology), 21(11):484-490, 2003). HIkFiiAHBIRAGAKTIE (nanobody).

EREATUE R BRI T RS &2 KRS S MBS R RS, /RS54
USRS A DN L SR i

EASCH, BRIEETCHBREH, BN 2SR EREGE N, HAMUEREZER A,
mHAEFEMTRS S FR.

B A ARSUS R AN R SR AR (B, B4 DNA HoR SR = W)
MG R P i (Bl & B iR BE I ) SR TR I HTR S & B (B, _Bdsods B,
I H U5 T 5284k i 77 2 F 0 07 At ie s st i st R & & R R

ARiBRIFETA RIEET TRFERBROTUE: BERERMd /K B AR5 &
BERT 2D, 7 HH BE AR JC BRI 5 SRR S ub PRI R T Bl & 40, SR HEAT JRE . BAd
BRI RERR, BPUERNNREAE B 4554065 T B 4 B B 433 7=
SRR N

ARig« NELTUE R, SERTRESERIEAETE, REERTFIZBMHLIRS
5 NESAERFPFIREEE. @8%EmNE, ABLHERLSEEES CDR KKE TIEAE
ik (EHiE), £FERIIE CDR X (Fldn, "AEX FR FI/EERE XD KE T AR
SRR EE AAETUE) . NEUTUAEERE 7 RESARTEILRE, BFERRT, 5t
JERp R R, RV R RRMMIEEREE . MR eRNE RIS, AT
AL R TR (B, PUERRRME. M. R, 385 SR 40 H s vk 68 /7R
I RGERNER D FAAR. KR, RBRIEARKESY B, S8R Jik.
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ARG <E]—H TR 2 IR A BRPMERR 8 75 TR L. AT EL A
H P73 Hb B FEAN AL B AR A 2] A B B S B R PR A T B T S R I (B 3, P91 DNA 53719
B—ANPREMLEHBRES G, RHAEZREE NP IENM BB ER S
), MaEHFEEME ERFE—K. BAFH BT 5 8E — R BXFE AN FFIH
B UCELAL B 2 B B DLEAT R A B EE <100 ks, B0, @RBEANFEIN 10 M
BHE 6 NMLE, HWAXHANFIEE 60%MHE—%. Fin, DNA F%] CTGACT M
CAGGTT #£5 50% M E—t(23t 6 MIEHH 3 MIELA). EF, EEFHINTHILL
XF AF= A B K [F — MR AT H . IXOREREE X R A, B, EE s T LR e
Align 727 (DNAstar, Inc.) 5 #5547 i) Needleman 25 A (1970)J. Mol. Biol. 48: 443-453 [
TIEREI . ] H EE-E AN ALIGN 27 (WA 2.0)8 E. Meyers 1 W. Miller (Comput.
Appl Biosci., 4:11-17 (1988))f1 532, 1 PAMI120 A EFR IR (weight residue table). 12
AR DR BE S 200 4 1R O 5 20 R E N BER 7SI Z BB 2 B m — 1. sesh, e
HEBEE&N GCG M www.geg.com EIREHN GAP FEFHH) Needleman Fl
Waunsch (J Mol Biol. 48:444-453 (1970))5.%%, {1 Blossum 62 %[ Ek PAM250 45R% LA
16. 14. 12, 10. 8. 6 Bk 4 B AL E (gap weight)F1 1. 2. 3. 4. 5 B 6 MK B E R
B P EHEER P 5 2 18 R B 440 E — .

mACHFEAR, AERE, EZRNESFEBZHEELEEETS
ANBERBEES . GRBERIMBERNEERT SN L WK, EREEELT, RiE
“AREIE TR A (B, B ARR B 4 FIEMERE L KB 12 BREiik.
Bign, (HAEFRHIMEN, £RE BB, BlanEdEEL. 2. R ik, #
AL BERRL . @ BRI/ ER AT RATAN . REKEDE . EREHRAC
BEAEEARSE. {742 KRR EH ARG ARN R SRR B B ik
PR, FIREABFEEARRTRHRRENZETS. B, BB, KREBEZARWEE K
L. A, BEERFEHFEE R 2 REARARRL. AR EREE R TEE .

AP ERE, RiEseREEE R, PO TRNIEEING S RM, nfidk
FE T BB I RS R S-S AH AR P B 58 B B SR AN 7 T U AR AR A P
HRHREEBKD) LR RMSIRE (ECs0) Rom.

PAGNT 1) (R e S 5 P B R A P AR B A S B T VA AT U S8 « —Fh T 1AW R 5T
BE&ESAL SR BB RAFES R . “AEEREH (ka 5 kon) MREEEF
H0 (kdis B koff) Py & A AT 18 1 IR BE B 46 AR B8 1y SR i 817 1 5245 H1 (2 L Malmgqist
M, Nature,1993, 361:186-187) . kdis/kon ffJ LL 3825 Ff# B H 4 KD(Z: I, Davies % A\, Annual
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Rev Biochem, 1990; 59:439-473). F FAEMA K7 TR KD kon Al kdis {H. fEF-LL
LA R, AMERAM T W EE (FIA ForteBio Octet V) KM E MBS H 4.
Br it PLAME T R A B FEEHRBR. (4571 Biacore) B Kinexa SR B S 4.

AREARTFEIOBEAS AR ML R T RERF I & B/2 IR BUR MR
MEERESR. Flin, HELAGURA SRR ER ARG E FiEZM PCR N+ FHFHRE
FINRTE#R . RTFEERESLCFEAEFHMUNENEERBRESREEREENER,
Bl FFE 2 B BT RE b S AR R BRI BA AR TR BT 4L
FHER, BER RS R RE RN B 1S B ERT B CELGAE N T RAEH
A B AR B IR B O K R - X B X B BA B M B (), BER i RIR A HEIR)
BREMEG I RLER. BER). A s R AEMEG nHER. RLBK. A&
Bz, 258 HER. BER. EHER. 2R, ERENEENRER. SE2R. =
R, ARER. HWER. FRER. FRER). p o XMEGIW, HER. 2R, 7
RERNG ERNEGI I, BREAR. FRNER. A2R. A2RNEER. Fit, i
FI>K B AH E BRI 57 — R IR IR & A N R R R . e R T B
FEFEASR N R BA (SR, H, Brummell 2 A, Biochem. 32:1180-1187 (1993);
Kobayashi 2 A\ Protein Eng. 12(10):879-884 (1999); 1 Burks Z A Proc. Natl Acad. Set
USA 94:412-417 (1997), HIBiL 5 HIEAE).

AXBEHZTAERBEERO RS EEERAE. SR, Immunology-A
Synthesis (2nd Edition, E. S. Golub and D. R. Gren, Eds., Sinauer Associates , Sunderland,
Mass. (1991)), HUAGI AT RIS EEKIES, FERE T HATIA R 2
FRN=FREERETR. flln, HERTH A B Ala K.

RERTE “BE> “BE”. “THEBRY L IRERTPHAERMUEANIE S
P (inclusive) BTN, BEAHBREERFIBH TRBITEPR.

R R BEBCCERE M | MR THRRER, Hla“Cra k2>, “Ci.
10 FEHE” . “Cro fEd”, “CrafpdE”. “CrafiZE7%, HAESHaFHERRT. BE, 2
2. IEWE. RRE. ETE, BTE. pTHE. JTE, IERE. RIRE. 2-FHETE,
FRE. 1-2EWE. IECE. ROE. 3-FERE. 2-FERE. 1-FERE. 33-—F
ETE, 22-“HETE., LILZHETE, 1L2-°HRETE, 13- ZHETE, 23-2HE
TE, 2-ZETE, 12-"HEFES.

R pede Rn ERESCEREEH 2 NMAETRANER, B “Cia TR,
“Crao WAEHE”. “Ciao WhEHE”. “CssLITE”. “Cie WhEHE”. “Cia ITHE”. “Cis
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W%, AP EART: THRE, WIE, 13- TEHE. 14-FTE. 1,5-T5%
5 1,6- TR,

REBEHERIBETH EL DR R BN REREZHNMEEFRHEE
R EE, SIEFIICoa0 WHE”. “Cano WIFE”. “Css WIHFHE"E, HELHIEIHFEAR
RF: EZEE. 1-EHREE. 2-TREE. -ETHE. 2-WTHE. 1,3-TT ZHE.
-0 R EE . 2-TE A EE 3-TRIGEE . 13- TR HEE. 14-TRIGE. 1-ECFE. 2-
WomE. 3-EoiE. 14-FE Mm%,

RBERERBEF RS Mk ZRB N EEBHREREHNMEE TR
T EE . BIEBIRICCra0 WHREE? . “Caro WIREE” “Css WHE"Z, HLHEFERR
F: W, 1-ERRE, 2-TWERE., - THRE, 2-TTHRE, 1L3-TET ZHRE, 1-
TR 2-TE St 3-TE bk de, 1,3-TE R gt 1,4-T R HEE, 1-TECHE, 2- T
CUREE, 3-WORE. 14- T ZHRE%,

RIBCHERIPRIGE RS —A (Bl 1. 28 3D) %E N, O S IR KA
MBS BRI IR . RAEALHIEIEEARRT 5-6 TR, 5-6 TE B, 5
6 TEEMEHE, FIMPIER. mrbt. R, POSmmes.

RIFBRFARRIGETES—NEE N, O M S MIFR R M FEFIRIRGEW . BARLH)
BAIFERRT 5-6 LT, 5-6 TTEREIT R, 5-6 TTEEITRHE, Hlnrkm ., By .
MERE MERE, RRUEMR . MR TR WEME RREME BETRR KRR, ERE, 1,2,3-=0 1,2,4-
=ML O1,23-BE M 1,240 e 1,2 5P M 1,3,4-0E e dib e, RERE. RAWE.
MR, 1,2,3-=BE. 1,3,5-= B, 1,2,4,5- T4,

RiE “HEBRARRRBAEEL—ANIFH BIHRFAE) sRIT5K (B 5-6 575 2
W, Bl 5-6 TEETT R, Bl E) NRERAREZHER, BANRELZNIFFTHAM/E
ST LU G A BOE T BeER: (Pl e R RS, iR BRI RTZ
ZHEBERNES FWEHaRI0Mm), i s-20 T ERRR.

AP ERR, RiE<SE&RRRE"—ERTRBARN RTIREL S WHBRET
FESHCEYET IR, B EMIREGOFEEE (=0). &, &, NR*R, B E.
FE. B, BE (BIU-Cre Fi-C(=0)-OC1s 5id). Cro . Cos JBE. Cos B
Ci6 5tdE-0- Croftd. Cro KIALTHEE. CrobtEIE. CooFbedE. 3-10 JTHRIFE, 5-10 T
FIFE, Cono F5EE, FE, BEDRKFE. BRETHFEN C.e IREEE, RN R F
SIS E Hy Crsbidh. CasPhEEIE. 3-10 TTARIRE, 5-10 THRIFHE. ConFHHE. Ci
o FEEEE . Cro RIARBEHE Cro OB EE, RIFK . FoHE . REEFBEE (HI0-Cis fEFE-C(=0)-
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OCus St ) o
ASCHR BT R B, ARG 25 b RS2 B BAA A BRI R 1 7E 2 B A A/ B A B
% b 53233 RS PR R AR A B R/ BURFE R, R ARSI A J (2 BB
Remington's Pharmaceutical Sciences. Edited by Gennaro AR, 19th ed. Pennsylvania: Mack
Publishing Company, 1995), 3 HBFEERRT: pH ATH], REEHER, EH, BFi&
FERGTRF, WREA, GRS EERBH, ERBUREG, BIRA. Flan, pH BTHIEE
EAR TR ESENW . REEEFBHBREARTHE T, HETREFE 7RI
1, B0 Tween-80. 2752 F 3257 WIHEANR TR BiEAEFBENRT M54
BRAMBEE RN, PIOxRRPREE, =& R, X5, LERE. EF2EEN
WHAEFEEAR TR NaCl RHEEPY. TR R BIEE AR T 523 e R A
B WREFIBBEART K, KEEPR T H#K), BNLTBEnEE. BERe
FEARTEMPIMERTIMPEE RN, PR, - £, MEEFRE, =
ST B, KB, LARE. REFAFARTESARNRBEHEBNS L, HBREsH
YRS TE R O, AR ENRTAERM, PR, SPGA, Bk (mbieE, H
PR, Ve, FENE, FUPE, ERME, BHERD, EER (WAER, HER, BARKR (I
THRIE, AEANRED SEEESY (NILAEAKED F.
WASCRRTEAR, RE<HBT RS, N7 HIEBEERFORERESER (Flan, i
B EXRAERARRET LT E. WACHFERK, RiE9BITRIE, ATHRE
BT R IRRG R T AT ARAKNER, ARBAERRREREEEAR
BRT, WK, 4ENFRITERE. e (B, AEEBL) RRINRE, ERBRERRE
MR R B8 BB EIR IPIRES . MEFIER (TR EEE), TR il sl A e
KA. Beht, Ry Rm g, SHERAEEHMHELIL (RREZET), ERAEN.
WA ER, RIEZRERBMASY, FIIMRRWAZY, A, £E
i A, FridzdE (BN BEME, BE, BABE LRI .
mASCPEMERK, REFHE" RN EURBREDSEH I IREHENRRNE.
n, WPIER (A, MR FRERN, U, FHib, BUERERE (Flan, B
HIRERE; WITHRRARERR, RUIGEEEDE LT EH SR B KER
FIRAER R . FERHFNEREZTEERTIEIARN GG ATEEZA. Fldn, XTiE
7RIS HE MR IR TARGT PR B B B CHNRR RGN SRS, BF
H— BBl aneeks, AEMMER, GWREATR, DR R0 ARG 7SS,
ARIERERE" PR AT B AR, HoR 18 DA A R W G B AN S AR KO RMIE A — K 28
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IR . ASZEHIKMRSFTT RS ERMEE R RN BIEE RN RN, HFrEE
WE RGBT B B H T S AL FEE RIS R AR AR AE A AR AR A8 B e 25
FoEAE th B 775 I R T P

ARIEMAB AR EEMER, BIR, BRI EBER, UMM
E4ME. AEEKEREE B HERERN T ARMAER. B HEKER, SFEFM
ETeMERE. THRMKRERE, SEFIMBEER T ARMERE. MEASEMN RS L
W, BIangE R A s B R R A s . R RIS RS AR (Bl K
YEBBERD R HAl MR A/E B 4R ER T 40 5% ORI »

AL T5

PAT @ Ak se i 7 AR X A K AR — BB, (HX SRR X AR B PR
. AGHBARNRBRES K OET, TSI BSR4k 9
A BB .

AR KIS B fd T T KR

SEQ
ID | #iR
NO:

QVQLQESGPGLVKPSGTLSLTCAVSGGSNSSSNWW
20G11G6/2# VH E# | TWVRQSPGKGLEWIGEISPTGFTSYSPSLKSRVTIS
B 55 VDKSKTQFSLNLSSVTAADTAVYYCARDRLYFDFW
GQGTLVTVSS

EIVMTQSPATLSVSPGKRATLSCRASQSVSSNLAWY
QQKPGQAPRLLIYGASTRATGIPARFSGSGSGTEFT
LTISSLQSEDFAVYYCQQYNNWPITFGQGTRLEIK

20G11G6/2# VL & &
227

QVQLQESGPGLVQPSGTLSLTCAVSGGSDSSTNWW
2#8890 VH & EMF | TWVRQSPGQGLEWIGEISPIGFTSYSPSLRSRVTISV
% DKSKTQFSLKLSSVTAADTAVYYCARDRLYFAFWG
QGTLVTVSS

EIVMTQSPATLSVSPGERATLSCRASQSVSSNLAWY
;ﬁ8890 VL RERF QQKPGQAPRLLIYGASTRATGIPDRFSGSGSGTEFT
LTISSLESEDFAVYYCQQYNNWPITFGQGTRLEIK

20G11G6/2# CDR-H1 | GGSNSSSNW
AMGT 5 X)

20G11G6/2# CDR-H2 | ISPTGFT
(AMGT & X)

20G11G6/2# CDR-H3 | ARDRLYFDF
AMGT &)

20G11G6/2#/2#8890 QSVSSN
CDR-L1
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(AMGT 3 %)

20G11G6/2#/2#8890
CDR-L2

AMGT 5 X)

GAS

10

20G11G6/2#/2#8890
CDR-L3

(IMGT % ¥/ Chothia
€ X /Kabat E X/AbM

& 3)

QQYNNWPIT

11

20G11G6/2# CDR-H1
(Chothia 5 )

GGSNSSSN

12

20G11G6/2% CDR-H2
(Chothia & )

SPTGF

13

20G11G6/2# CDR-H3
(Chothia & X /Kabat

& X/ADM 5E X)

DRLYFDF

14

20G11G6/2#/2#8890
CDR-L1
(Chothia & ¥ /Kabat

& X/ADM 5E X)

RASQSVSSNLA

15

20G11G6/2#/2#8890
CDR-L2
(Chothia & X /Kabat

& X/ADM T X)

GASTRAT

16

20G11G6/2# CDR-H1
(Kabat & X)

SSNWWT

17

20G11G6/2# CDR-H2
(Kabat 5 X)

EISPTGFTSYSPSLKS

18

2#8890 CDR-H1
(IMGT 7 X)

GGSDSSTNW

19

2#8890 CDR-H2
AMGT 5 X)

ISPIGFT

20

2#8890 CDR-H3
AMGT 5 X)

ARDRLYFAF

21

248890 CDR-H1
(Chothia & )

GGSDSSTN

22

2#8890 CDR-H2
(Chothia & X)

SPIGF

23

2#8890 CDR-H3
(Chothia & X/ Kabat
& X/ AbM 52 X)

DRLYFAF

24

2#8890 CDR-H1
(Kabat 5 X)

STNWWT

25

2#8890 CDR-H2
(Kabat & X)

EISPIGFTSYSPSLRS

26

20G11G6/2# CDR-H1
(AbM 72 X)

GGSNSSSNWWT
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57 | 20G11G6/2# CDR-H2 | EISPTGFTS
(ADM 5 X)

,g | 23890 CDR-H1 GGSDSSTNWWT
(AbM 72 X)

59 | 28890 CDR-H2 EISPIGFTS
(ADM 5 X)

30

IgGl1 HEEEEE X & H
gl

ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEP
VIVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVP
SSSLGTQTYICNVNHKPSNTKVDKKVEPKSCDKTH
TCPPCPAPELLGGPSVFLFPPKPKDTLMISRTPEVT
CVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREE
QYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKAL
PAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQYVS
LTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDS
DGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHN
HYTQKSLSLSPGK

31

AR 1gG1 EAEE 2
XEEBRFF]

ASTKGPSVFPLAPSSKSTSGGTAALGCLVKDYFPEP
VITVSWNSGALTSGVHTFPAVLQSSGLYSLSSVVTVP
SSSLGTQTYICNVNHKPSNTKVDKKVEPKSCDKTH
TCPPCPAPEAAGAPSVFLFPPKPKDTLMISRTPEVT
CVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREE
QYNSTYRVVSVLTVLHQDWLNGKEYKCKVSNKAL
PAPIEKTISKAKGQPREPQVYTLPPSRDELTKNQVS
LTCLVKGFYPSDIAVEWESNGQPENNYKTTPPVLDS
DGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHN
HYTQKSLSLSPGK

32

NggE w e KEHE
]l

RTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREA
KVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTL
TLSKADYEKHKVYACEVTHQGLSSPVTKSFNRGEC

33

20G11G6/2# VH H
2]l

CAGGTTCAATTGCAAGAAAGCGGCCCCGGGCTG
GTAAAACCAAGTGGCACCCTGAGCCTGACGTGT
GCTGTGTCTGGGGGGAGCAATTCCTCAAGCAATT
GGTGGACATGGGTGAGGCAGTCCCCCGGAAAGG
GCTTGGAATGGATCGGCGAGATCAGCCCTACAG
GTTTTACCAGCTACTCCCCTAGCCTGAAATCCAG
GGTGACGATCAGTGTCGACAAGTCTAAAACACA
GTTCTCTCTGAACCTTTCAAGTGTCACTGCAGCC
GATACTGCTGTGTATTACTGCGCCAGAGATCGGC
TGTATTTTGACTTTTGGGGCCAGGGCACTCTGGT
CACAGTGTCTAGC

34

20G11G6/2# VL ¥
2]l

GAAATAGTGATGACCCAATCCCCCGCAACTCTGT
CTGTGTCCCCTGGGAAGAGAGCCACCCTTTCCT
GTCGCGCCTCACAATCCGTGAGCTCAAATCTGGC
ATGGTATCAACAGAAACCAGGCCAAGCGCCTCG
GCTGCTGATTTACGGCGCCTCTACCCGCGCTACC
GGAATCCCAGCACGCTTTAGCGGCTCAGGGTCC
GGCACTGAGTTCACCTTGACAATTAGTAGTCTGC
AGTCCGAAGATTTTGCCGTCTATTACTGCCAGCA
GTATAATAACTGGCCAATCACCTTTGGCCAGGGC
ACACGCCTGGAGATCAAG
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35

248890 VH B HBRF
%l

CAAGTACAACTCCAAGAAAGTGGGCCAGGACTC
GTGCAACCATCTGGCACCCTCTCTCTCACCTGCG
CAGTGTCTGGCGGCTCCGATTCTTCCACCAACTG
GTGGACCTGGGTGAGACAGTCCCCAGGCCAAGG
ATTGGAATGGATTGGCGAGATTTCCCCTATTGGG
TTCACCAGCTACAGCCCCAGCCTGAGGAGCAGG
GTGACTATCAGCGTGGATAAGTCTAAAACCCAGT
TCAGTCTCAAACTGAGTAGTGTGACTGCCGCGG
ACACGGCAGTGTATTATTGCGCCCGGGACCGCCT
TTATTTCGCCTTCTGGGGGCAGGGCACTTTGGTG
ACCGTCAGTAGC

36

2#8890 VL B HRF
5l

GAGATTGTCATGACACAGAGTCCTGCTACCTTGT
CAGTTAGTCCTGGGGAGAGAGCAACACTGTCCT
GCCGCGCTAGCCAAAGTGTTAGCTCCAACCTGG
CCTGGTACCAGCAGAAACCCGGGCAGGCACCCA
GACTCCTGATTTACGGAGCCTCTACACGCGCAAC
TGGAATCCCTGACCGGTTCTCAGGATCCGGGAG
TGGCACGGAATTCACCTTGACCATTAGCAGCCTG
GAATCCGAAGATTTTGCAGTGTATTACTGTCAGC
AGTACAACAACTGGCCTATCACGTTCGGGCAGGG
GACCAGATTGGAAATCAAG

37

IgGl EHEEXEZT
]l

GCATCTACTAAAGGCCCAAGTGTTTTTCCTCTGG
CCCCATCCTCAAAAAGCACCTCCGGAGGCACAG
CTGCGCTGGGATGCCTCGTGAAAGATTATTTCCC
TGAACCTGTTACCGTGTCATGGAACAGCGGCGCT
CTCACTTCTGGCGTGCACACATTTCCCGCTGTGT
TGCAGTCCAGCGGACTCTATAGCCTGAGCTCCGT
GGTTACAGTGCCCTCTTCATCTTTGGGCACCCAG
ACCTACATATGCAATGTGAATCATAAACCGAGCA
ATACCAAGGTAGATAAAAAGGTAGAGCCAAAAAG
TTGCGATAAGACTCATACATGCCCACCTTGTCCT
GCCCCGGAGCTGCTCGGAGGACCAAGCGTGTTT
CTCTTCCCCCCCAAGCCAAAGGATACCTTGATGA
TTAGTCGCACCCCAGAAGTGACATGCGTGGTGG
TTGACGTCAGCCACGAGGACCCAGAGGTGAAGT
TTAATTGGTACGTGGACGGTGTGGAAGTCCACAA
TGCAAAAACCAAGCCTCGCGAAGAACAGTATAAC
AGTACCTACAGGGTCGTCAGTGTCCTGACCGTGC
TGCACCAGGACTGGCTCAATGGAAAGGAATACAA
GTGTAAGGTCTCCAACAAGGCCTTGCCAGCTCCC
ATTGAAAAGACCATTAGCAAGGCCAAAGGTCAGC
CTCGCGAACCACAAGTGTACACACTGCCTCCGTC
ACGCGATGAACTTACCAAAAATCAGGTATCACTG
ACCTGCCTTGTAAAGGGCTTTTACCCGAGTGACA
TAGCAGTCGAGTGGGAATCCAACGGTCAGCCGG
AGAACAACTATAAAACCACTCCCCCAGTGCTTGA
TTCCGATGGCAGCTTCTTCCTGTACAGTAAACTG
ACTGTGGATAAGTCTCGCTGGCAGCAGGGCAAT
GTGTTTTCTTGCTCTGTCATGCACGAGGCACTTC
ACAACCACTACACACAGAAAAGTCTCAGTCTGAG
TCCAGGGAAA
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38

N8 w 5 KEH
gl

AGAACAGTGGCCGCACCAAGCGTGTTTATCTTTC
CTCCCTCTGACGAACAATTGAAGAGTGGGACCG
CCTCAGTGGTGTGTCTGCTGAACAATTTCTACCC
CCGGGAGGCAAAGGTGCAGTGGAAGGTGGATAA
TGCACTCCAGTCCGGGAATAGTCAGGAAAGCGT
GACTGAGCAAGACAGCAAAGACTCTACATATTCT
CTGTCCAGTACCCTGACCCTCAGCAAGGCTGATT
ATGAGAAGCACAAGGTGTACGCCTGTGAGGTCA
CTCACCAGGGACTGAGTTCACCGGTCACTAAAA
GCTTTAACAGAGGAGAGTGC

39

RAZH 1gG1 EHEfHE
X HERF5

GCCTCTACAAAAGGACCATCAGTCTTTCCATTGG
CTCCGAGTAGCAAAAGCACCAGCGGTGGAACAG
CTGCTCTGGGGTGCCTGGTCAAGGACTATTTCCC
CGAGCCTGTGACCGTCTCTTGGAACAGCGGGGC
ACTGACCTCCGGTGTCCATACATTTCCTGCAGTG
CTGCAAAGTTCTGGATTGTATTCACTCTCCTCTG
TCGTGACGGTTCCTAGTTCATCCCTGGGCACCCA
GACTTATATTTGCAATGTCAACCACAAACCCAGC
AATACTAAAGTGGATAAGAAGGTCGAACCCAAGT
CTTGCGATAAGACACACACATGCCCTCCTTGTCC
CGCACCAGAGGCTGCTGGAGCACCATCAGTGTT
TCTTTTCCCACCTAAGCCCAAGGATACACTGATG
ATTAGTCGCACACCCGAAGTGACATGCGTCGTCG
TAGACGTGAGCCACGAGGACCCTGAGGTGAAAT
TTAACTGGTACGTGGATGGAGTGGAGGTACATAA
TGCAAAGACAAAACCCCGAGAAGAGCAGTACAA
CAGCACTTACAGGGTGGTGTCCGTTCTGACAGTC
CTGCATCAGGATTGGCTTAACGGTAAAGAATATA
AGTGTAAAGTTAGTAATAAGGCCCTGCCCGCCCC
CATTGAGAAGACTATTAGTAAGGCCAAGGGACAG
CCCAGGGAACCTCAGGTGTATACCCTGCCACCCT
CCCGGGACGAACTGACAAAAAATCAGGTATCATT
GACCTGCCTCGTGAAGGGCTTTTATCCCTCAGAT
ATAGCCGTGGAATGGGAGTCAAATGGCCAGCCT
GAGAACAATTACAAGACTACGCCTCCCGTGCTGG
ATTCTGATGGATCATTTTTTCTGTACAGCAAGCTG
ACCGTGGATAAGTCCCGGTGGCAGCAGGGGAAC
GTGTTCTCTTGCTCCGTGATGCACGAGGCACTTC
ATAACCATTATACCCAAAAGTCTCTCTCACTGTCC
CCCGGCAAA

40

W EEAERTS

QVQLQESGPGLVKPSGTLSLTCAVSGGSNSSSNWW
TWVYRQSPGKGLEWIGEISPTGFTSYSPSLKSRVTIS
VDKSKTQFSLNLSSVTAADTAVYYCARDRLYFDFW
GQGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALG
CLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGL
YSLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKV
EPKSCDKTHTCPPCPAPELLGGPSVFLFPPKPKDTL
MISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVH
NAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEY
KCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSR
DELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNY
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KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCS
VMHEALHNHYTQKSLSLSPGK

41

W BRHERERTSI

EIVMTQSPATLSVSPGKRATLSCRASQSVSSNLAWY
QQKPGQAPRLLIYGASTRATGIPARFSGSGSGTEFT
LTISSLQSEDFAVYYCQQYNNWPITFGQGTRLEIKR
TVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREA

KVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTL
TLSKADYEKHKVYACEVTHQGLSSPVTKSFNRGEC

42

2#8890 H)E R IR
Fr-51

QVQLQESGPGLVQPSGTLSLTCAVSGGSDSSTNWW
TWVRQSPGQGLEWIGEISPIGFTSYSPSLRSRVTISV
DKSKTQFSLKLSSVTAADTAVYYCARDRLYFAFWG
QGTLVTVSSASTKGPSVFPLAPSSKSTSGGTAALGC
LVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLY
SLSSVVTVPSSSLGTQTYICNVNHKPSNTKVDKKVE
PKSCDKTHTCPPCPAPEAAGAPSVFLFPPKPKDTL
MISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVH
NAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEY
KCKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSR
DELTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFEFSCS
VMHEALHNHYTQKSLSLSPGK

43

248890 HIZHERER
=27

EIVMTQSPATLSVSPGERATLSCRASQSVSSNLAWY
QQKPGQAPRLLIYGASTRATGIPDRFSGSGSGTEFT
LTISSLESEDFAVYYCQQYNNWPITFGQGTRLEIKR
TVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREA
KVQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTL
TLSKADYEKHKVYACEVTHQGLSSPVTKSFNRGEC

TR E BA U TE X

] X

CDR G ERE B R X P EAMNRE X

FR PR Hidk A X R CDRERIE LASH  RAE R R 5

VH PiAEENEX

VL Tk EKX

IgG GREEREHG

IMGT HTHLefranc FEARENERFRLREBRLEZGEERSA (The
international InMunoGeneTics information system ® AIMGT)){] 4% 5
4, "[Z [ Lefranc et al., Dev. Comparat. Immunol. 27:55-77, 2003 .

Kabat HElvin A. Kabat$® i (iR EH X K4S RE (SR, Flw

Kabat et al., Sequences of Proteins of Immunological Interest, Sth Ed.

Public Health Service, National Institutes of Health, Bethesda, Md.,
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1991),

Chothia HiChothia® AR H M AR EBEARS RS, HEETHUAX KA
BEECDRRUFAMAEHMN (SN, HlWChothia & Lesk (1987) J.
Mol. Biol. 196:901-917; Chothia%s A (1989) Nature 342:878-883).

AbM CDRE X 3, HRIE T Martin ) <HF 7 (Martin ACR,Cheetham
JC,Rees AR(1989)Modelling antibody hypervariable loops:A
combined algorithm.Proc Natl Acad Sci USA 86:9268-9272).

mAb B D

ECso FRAES0% DI RS, B IR E

ICso FEEESO0% 3] B9 5

ELISA Pl K B 5 IR 0 8

PCR R &R M

HRP AR ALY

Kb P A

Ka SEEBEH

Kd PR R R T

ADCC PUARMRR LA AT 1 41 fR F 4

CDC AMAAR R 4 L B

FACS WG A AR

CDR-H1  GEREAEHEIEXHHEAMREX]

CDR-H2  GERREAEEIRX I MNREX2

CDR-H3  GEREAEEEX I EIMNEXS

CDR-L1  #EREARETRXPREIIERL

CDR-L2  #EREARETRX PR EIREX?2

CDR-L3  #EREARETRX PR EIREKXS

] & X %5 & X
HATU ;’%ﬁ;f : ﬁ%ﬁ%%ﬁ & | HoBt 1-32 B 3 =
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— 1-3-~HE E K E)-3-4
DIPEA | _RAFELER EDCI SR — T A W 2
TFA =R LIR DMF N,N-— H 2 F Bt Ji
4-(4,6- — F & A = 1 -2-
Pac | B DMTMM | )51 25 1k
NBS N-RAT B A% IPA TR
NalOs | 5 TLER g“C“'}h SEMET KB
FhREBRe-_FCOERBEE- | .
s rane-= - LBk | O asakan
By -EE-1,1-BEIE-2- 34 D)
KsPO4 BEmR 4 m-CPBA | A& EEFR
THF WENRL DMSO | ~H R
DCM —E R MeOH FH
HPLC T RO A LC-MS | B H B
TCEP (ZQ-RZEB Na:HPO. | BERRE =
EDTA 2.0 2./ PB TR £h 22 M W
DAR 2B AT E

DA ) S 4] 1 8 19 A0 A 00 B 5 1 38 i A S AR (H NMIR) ERUR 48% (MIS) SR € -

¥ W 3L 4% (\H NMR) i 91 52 18 F Bruker 400 MHz B REFEIRAL; RACRF R A MAR
Z R ETHR(DMSO0-d6); IR YIIR 9 I H B LT (TMS).

ST S A R R RONMR) B P B = T LT .

s: H&(singlet). d: —EI&(doublet). t: = (triplet)s q: VEIE(quartet).
m: % HI&(multiplet). br: Fi¥(broad). J: HAEH . Hz: #2%. DMSO-d6: jifk
ZHETM. s EH ppm EHRR.

J5i 1 (MS) )l € 155 ] Agilent (ESDR X, # -S4 Agilent 6120B.

SEHE B —  N-((S)-10- % £ -1-((15,99)-9- 7, F -5- 5, -9- ¥ F 4- HF F-10,13- ~H AR -
2,3,9,10,13,15- 7N S -1H,12H- 7 3F [de] B 1 35 [3',4':6,7] 5] W 182 - [1,2-b] M Bk -1- 322 ) & 3 )-
1,6,9,12,15- HEMR-3-F 55,8, 11, 14- VU Z4 175 b-16-%-6-(2,5- ~FR-2,5- & -1-H-ME k-
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1-E) OBk (M-01)

“NH, MeSO,H

0
C/ O H ¢} H (0]
N\/\/\/H\ /\/N\/l\ /\/N\/H\ ~
i N™ N™ N
o H o H o H

HALA Y IM-1 (0.40 g,640.59 pmol, HA S HEEF] CN 111936169A). K EE FH
TR (0.37 g, 704.65 pmol) ¥ F DMF (8 mL) H, JIA HATU (0.32 g, 832.77 pmol)
I DIPEA (0.25g,1.92mmol), 25°CR 4 /Y. YEERZ: DIPEA FEIN/KA R T4 DARR
ZLKERS> DMF G208 5, FLi A& SRR BRI GRET) 45 M-01 4L&4) 273
mg.

B 3E4E: Waters XBridge Prep C18 OBD 45 mmx»450 mmx8.0 pm

WEIAH A: 288 WENAH B: 7K(0.05% =R L)

i @ [min] | FEEIAH A [%] TBIH B [%] Vi [mL/min]
0.00 30 70 70
5.00 30 70 70
60.00 70 30 70
M-01 S5 RALEHE AT -

ESI-MS (m/z):1034.4[M+H]*.

LR = N-((S)-10- % 3 -1-(((1S,98)-5- 5 -9- 7. 3£ -9- F5 H -4- FF H 10,13- ~H -
2,3,9,10,13,15- 7S & -1H, 12H-2 3 [de] L I [3',4':6,7] 1G] Ik 1) 12 [1,2-b] P Aph -1- 25 ) B 2K )-
1,6,9,12,15- 7L E 3-8 25-5,8,11,14- VU B Z& 75 b-16-35)-6-(2-(FF LA 3 ) i g -5-38) & -5-
% (A-05)
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IM-2 IM-3 DMTMM, DIPEA, DMF, 25 C

A-05
BARPT, K 2,5-F MM - 1-E-6-2-( FREBEE) Be-5-45) C 2SR BR(IM-2,
0.66 g, 1.80 mmol)FI(R)-16-F H-10-%2£-6,9,12,15-PU & -3-E-5,8,11,14-JU F 24 T/ BR(IM-
3, 0.75 g, 1.77 mmol)jI A\ DMF (19 mL)*, FHEZE 35°C/K M 16 /NG FiZE RPN
5 (1S, 9S)-1-FIHE-5-5-9- 2 3% -9- B H 4- 1 3£-1,2,3,9,12,15- /N & .-10H,13H- % I [de] M. I
[3',4':6,7]"3] k2 [1,2-b | WEWE-10,13- (14, 1.00g, 1.77 mmol), VK/KFERZE 5~15°C, 1N
A DMTMM (0.98 g, 3.53 mmol), Fi# A DIPEA (1.14 g, 8.84 mmol), 25°CZJ 16 /M.
% RPN DCM(600 mL). TPA(60 mL). 7K(100 mL)JE & ik 10 24F, 41 DCM
A, HKA00mDBE, WS EG, FHSSBAHGRAL R ETRE A-05LaY
10 0.98g.
A-05 3 B TT RN T
e 34E: Waters SunFire Prep C18 OBD (5 pum*19 mm*150 mm)
TBNAE A: ZBE; WiBhAE B: 7K(0.05% FR)

i 18] [min] | JRBIAE A [%] WA B [%] | ¥ [mL/min]
0.00 30 70 24
2.00 30 70 24
18.00 80 20 24
A-05 SMRIESBE W
15 MS m/z (ESI): 1107.3 [M+H]+

TH NMR (400 MHz, DMSO) 5 9.10 (s, 2H), 8.66 - 8.63 (m, 1H), 8.51 (d, J = 8.8 Hz, 1H),
8.34 - 8.31 (m, 1H), 8.21 - 8.19 (m, 1H), 8.17 — 8.09 (m, 2H), 8.08 - 8.04 (m, 1H), 7.30 (s, 1H),
7.26 — 7.15 (m, SH), 6.55 (s, 1H), 5.56 - 5.55 (m, 1H), 5.48 — 5.35 (m, 2H), 5.25 — 5.10 (m, 2H
), 4.64 (d, J = 6.4 Hz, 2H), 4.45 - 4.44 (m, 1H), 4.06 - 3.98 (m, 2H), 3.77 — 3.52 (m, 6H), 3.41 (
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s, 3H), 3.25 - 3.12 (m, 2H), 3.03 - 3.00 (m, 1H), 2.83 — 2.72 (m, 1H), 2.58 - 2.56 (m, 2H), 2.48 (
s, 3H), 2.33 - 2.30 (m, 2H), 2.21 - 2.13 (m, 2H), 1.91 — 1.76 (m, 4H), 0.87 (t, J = 7.2 Hz, 3H).

LHHI = N-((S)-10-7F % -1-(((18,95)-5- . 9- 7. 2 -9- B H -4- 5 -10,13- ~E -
2,3,9,10,13,15- NS -1H, 12H-7 3F [de] Mt 1 [3',4':6,7] 1] W 1) 15 [1,2-b] ¥ Bk -1- 35 ) &5 35 )-
1,6,9,12,15- 7L S A-3- 5 2-5,8,11,14- WO B8 175 - 16-3E)-6-(2-(FF B EE ) M 0 -5-25) 2-5-
ifE (A-07)

b
0. {
= I NQ Ho O Ho O
N7 o / N N ~ OH
0 ') R e
-8 N
° IM-2

o) H o H o}

HATU, DIPEA, DMF, 25C

~
)} N
o YOS
N~ o) H O H O H
S I N M I N
AN SN s o N
N° N™ N™ 0"

H o H o H o

A07

BB T, # 2,5-ZF Mg Le-1-2-6-Q-(FREBEE:) e -5-55) O & -5- R BRER (IM-2,
21.6 mg, 0.059 mmol)FI(R)-16-5 H-10-3F3E-6,9,12,15-PU % -3-48-5,8,11,14- U B J /5B
(IM-3, 24.5 mg, 0.058 mmol) I\ DMF (1 mL)¥, FHREZE 35°CKAM 16 /MT)E, MiZAER
(1S, 9S)-1-8 2E-5-5-9- 7. 5 -9- % H -4-5-1,2,3,9,12,15- 5 S -10H, 1 3H-7K 3 [de] Mit 1R
[3',4':6,7] 9] Bk BE[1,2-b] HEE-10,13- i =% ZF& £:(30.0 mg, 0.053 mmol), HATU (30 mg,
0.079 mmol)f1 DIPEA (27.2 mg, 0.21 mmol,), RNAKRT 25°CR L 16 /Mt KRB
FA )& @A AR g AL A R T 1R1F A-07 L&) 26.4 mg.

A-07 P EANTTE T

fi%4E: SunFire Prep C18 OBD 19 mmx150 mmx5.0 pm

TAAH A: ZBE; WahAE B: 7K(0.05% FIR)

it 1] [min) TENH A [%] WEIH B [%] V3% [mL/min]
0 30 70 28
2 30 70 28
18 90 10 28
A-07 SR RIAEEHR T -

ESI-MS (m/z):1111.3[M+H]".
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SEHEAI P N-((7S,108,139)-1-(((1S ,  98)-5- K -9- 7. # -9- ¥ H -4- F K -10,13- =& -
2,3,9,10,13,15-NE-1H, 12H-Z3F [de]BLME[3',4':6,7] 5] B [1,2-b | e -1-58) & )7, 10- =
R H:-1,6,9,12-PU%A-3-4(-5,8, 11- =&+ DU bt-13-FE)-6-(2-(F B il 22k ) i e -5-28) ©-5-B ik (A-
14)

o ’ H O
FmOCHN\t/H\N/\“/N\_/H\N/\O/\“/OH
PH o fOH 0
IM-4

HATU, DIPEA, DMF
i -

IM-2

Et,NH, DMF DIPEA, DMF

2 VR
Rl H
HZN\-/\N/\||/N\/\N/\O/\J‘/N .
H H o H H o
IM-6

BB

BAE ) IM-4 (657 mg, 1.22 mmol)F{LE4) 1-4 (500 mg, 1.11 mmol)%E T N,N-— F 3t
FBEE (10 mL)S, FESHINA HATU (630.67 mg, 1.66 mmol) F1 NN-—RFEHEZIE (428
mg, 3.32 mmol), FRBIH 1 DN RMTHE, RMAEEERS S EIRHEGIEALE

10 AFETRE IM-5 /L&) 700 mg.

Hl & kR

34 Waters SunFire Prep C18 OBD (5 pm*19 mm*150 mm)

WEtH A: ZhE: WishiH B: 7K(0.05% FER)

i i@ [min] | FWEHH A [%] MBI B [%] 3% [mL/min)
0.00 30 70 28
2.00 30 70 28
18.00 90 10 28

15 P e
LAY IM-5 (500 mg, 0.513 mmol)¥E T NN-ZFHEFEE 2 mL)F, MAZZE
(75.05 mg, 1.03 mmol), ERX 1 /M. RMEERG, RN E R H] & w80 6 i 4l
A JE R TF1R45 IM-6 4L &) 307 mg.
Hibl & 7R
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fi4E: Waters SunFire Prep C18 OBD (5 pm*19 mm*150 mm)
WEIM A: LHE: TREIAHE B: 7K(0.05% FIR)

BBl min] | JEBHHH A [%] WEM B [%] | i [mL/min]
0.00 20 80 24
2.00 20 80 24
18.00 80 20 24

WIR=:

# IM-6 (170 mg, 0.226 mmol)F1{t. &4 IM-2 (90.83 mg, 0.249 mmol). #AMELE N,N-—
HRERBER10mL), MANN-ZRAZEZK (29.21 mg, 0.226 mmol). KIVETEZRF M4
THEEE 16 /NI o VR B B )2 T R E S Ak 5 AR T IRAS A-14 A4 50.56 mg.

HEWRIERFT .

MS m/z (ESI): 1002.4 [M+H]+

HH&TEWTF:

. 3E4:: Waters SunFire Prep C18 OBD (5 pum*19 mm*150 mm)

WENAH A: ZHE: FahAE B: 7K(0.05% FRR)

i} (Bl [min] | FEBIHH A [%] WBIAH B [%] 3% [mL/min|
0.00 30 70 28
2.00 30 70 28
18.00 90 10 28

'H NMR (400 MHz, DMSO) 5 9.11 (s, 2H), 8.68 (t, J = 6.4 Hz, 1H), 8.49 (d, J = 8.8 Hz, 1H),
8.16 (s, 1H), 8.10 (d, J = 7.2 Hz, 1H), 8.01 (d, J = 7.2 Hz, 1H), 7.91 (d, J = 6.8 Hz, 1H), 7.31 (s
, 1H), 6.55 (s, 1H), 5.65-5.55 (m, 1H), 5.43 (s, 2H), 5.21 (s, 2H), 4.67-4.55 (m, 2H), 4.29-
4.15 (m, 3H), 3.98 (s, 2H), 3.41 (s, 3H), 3.25-3.15 (m, 2H), 2.57-2.56 (m, 2H), 2.35-
2.27 (m, 2H), 2.22-2.12 (m, 2H), 1.91-1.75 (m, 4H), 1.23-1.09 (m, 9H), 0.87 (t, J = 7.2 Hz, 3H).
SEHBIE 4-((S)-2-(4-BH T H)-35-(4-((6--( P ZEREBLEL ) i e -5-3) O-5- SR B 3L ) P
F)-1H-1,2,3- = P-1-3£)-4,8- —F1X-6,12,15,18,21,24,27,30,33- LA F4-3,9- ~E A=+ Fik
T i 25 R 2 ((S)-4- LB 11-2-(N-57 T 2= PR B B e ) 20 8)-3,14- 3 AX-3,4,12,14- P05~
TH-MEIEIF(3',4':6,7] 05| DR BE I [ 1,2-b] HEHR-4-FE) BRIR B AU 5 1 (B-01)
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A8
N \b
&
S._N
O// \W S
N~ S o]
\
o} H/\\\
/5 o
\/Q\o/ﬁvN\nAo/\ﬂ/N\)J\ /@A
B

B-01-1 NHMMT

9 5‘\ == N
—§’< D/\——>/N N

\/«/N\/k\o/\%/N
0
8012 NHMMT /LN,\\S\\/
0
NN
L w 0
o N )
s*(N/\ = n\/{iq b © /@Ao)l\o/s {
o N N N
o v%\o/ﬁsv IJIAO/T)( JI\H

NH,

EET, B4i6E4 B-01-1(413.40 mg, 0.251 mmol, HAHS%LF) CN111295389B) ¥
FHRETHRMAK (2.0 mL: 0.5mL) #, MARLIES (72.95mg, 0.503 mmol) 1 6-

5 (2-(FFEEREBLE) HENE-5-2E)-N-(N-2-5R-1-2)- O-5- SR B AL (95.10 mg,
BZ1h JERLgE, IEMAH|&RmBBAHBIELNL FFEDT), 7
fi%4E: SunFire Prep C18 OBD 19 mmx150 mmx5.0 pm
HBIH A: 4BE; Wisi B: 7K

0.302 mmol), IR
73 B-01-2 /&%) 30.00 mg.

i ] [min] | FESHAH A [%] WENAH B [%] Yt [mL/min]
0.00 40 60 28
8.00 40 60 28
50.00 90 10 28
WIE
10 #4b&4) B-01-2 (30.00 mg, 0.02mmol) BT &HFH (1.0mL) MBI =5
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4B (0.2 mL), =iRKMN 30 min. NBIREIRYEE L H]& WS Gt (G

T, 15 B-01 (LEWH =M LB L 20.00 mg.

f3%4:: SunFire Prep C18 OBD 19 mmx150 mmx5.0 pm

TBitE A: ZHE; Uizt B: 7K(0.05% =% LK)

PCT/CN2023/134038

BBl (min] | JEBHAHH A [%] MBI B [%] | & [mL/min]
0.00 15 85 28
8.00 15 85 28
50.00 60 40 28

BB T : ESI-MS (n/z):1631.7[M+H]*, 816.0[M/2+H]".

SLHBI7S 4-(S)-2-(4-BE T F)-35-(4-((6-2-(F BEBLE) i e -5-5) O -5- RBLIE )
F#)-1H-1,2,3- = B-1-35)-4,8- 5 H-6,12,15,18,21,24,27,30,33- JLEH £4-3.9- A=+ h
Tk i 22) K 2 ((1S,9R)-9- . B:-5-8- 1-2- 2 5 Z. Bk e 55)-4- F B -10,13- 46 2E-2,3,9,10,13,15-
ANE-TH12H- K5 [de] MU IR [3',4':6,7) 951 Wk 188 3 [1,2-b | ME bk-9-55) Bk BR AR (B-02)

103



10

WO 2024/114531 PCT/CN2023/134038

o
05 oteDPS )\

N
H OTBDPS

OTBDPS

iz = Al
Z
N
\S)l\N/
IS
o O
73 i \/\tN H B
ﬂ X o N\“G\O/AL/NWT/\O/\ﬁ/N\//\N
\S N/ fe) 0 H
I7EN)
o 0 B-02-4

NHMMT

25°CF, ¥ 1-1 B FEERR 25 (30.00 mg, 56.44 pmol) ¥ F N,N- " FHEFEEE (1 mL)
B, RN TH-28 32 =0k -B S S iR A B S mU R 2 (58.74 mg, 112.88pmol). N,N-
ZRAEZE (43.76 mg, 338.63 pmol) F 2-((F T HE - HEFERER)EIE) 2B (26.62 mg,
84.66pmol), fR¥F 25°C/R ML 1 /i, FIVRBR R (il I (R B, RS2 58 B 1) SR 2V =
NK, ZBRZEEZER, AVMEH, SRBRHTRERERS HRLEZETSE (2
K H G FEE=15:1) 153 B-02-1 1654 27.00 mg.

i S

0°C'F, ¥ B-02-1 (20 mg, 27.33 pmol) T &AW (2 mL) #, HKKIMA 4-—H
KAENME (26.71 mg, 218.61 pmol) F=X4S, (8.11 mg,27.33 pmol) ) —HH W (0.5
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mL), {R¥F 0°CRM 0.5 /M ; AEARBBRERARZCSERHMA (S)-2-32-BRHE-5-44R
-3,9,12,15,18,21,24,27,30- JLEE 4%-3,9- & Z =+ F S Bt iR EL)-N-(4-( B 2 K A)-6-((4-H
FAEIH) "R A EA) OB (43.46 mg, 40.99 pmol) KR F KM (1 mL), fREF
0°CIRBL 0.5 /N VBB B A B M U S B, R R S8 S B 4 R L VBOR 46, M 2R BT
8 (ZEFFE:HEE=15:1 433 B-02-2 4LA4 30.00 mg.

BR=:

25°CF, ¥ B-02-2 (250.00 mg, 137.51 pmol) T DMSO (2 mL) FiK (0.4 mL)
VBEEFS, I 6-Q-(FF R IE) % i -5-3E)-N-(F -2-%k-1-38) &-5-H BE % (62.98 mg, 206.26
pmol) FIRALEA (39.45 mg, 275.01 pmol), 173 25°C/KR M 1 /NEF; VR BEA (i s
MR R RN T8 R JE 4 RS ) & m BB A Bl il (R ), HIEWIATHRE B-
02-3 &4 150.00 mg.

6,34+ :SunFire Prep C18 OBD 19 mmx150 mmx5.0 pm

WANH A:ZH5; Vs B:K (0.05% F 2D

B[] [min] B A [%] WEIAH B [%] Y [mL/min]
0 15 85 28
18 90 10 28
IRIN:

25°CF, % B-02-3 (150 mg, 49.45 pmol) ¥ TVUENEE (1 mL) AP T 3
FAE QM USRRBEBD MKBERRIBER (v/iv=13/1) (50 uL) fR¥F 25°CR ML 0.5 /)
I, FEVBURR Bk P i M S R R 58 BB JE S RV P &6 TR BB B i Alidl. (SRt
T, #I&BGTHE B-02-4 (LA 50.00 mg.

1%+ :SunFire Prep C18 OBD 19 mmx150 mmx5.0 pm

WEhAH A:ZH8; Fshtl B:K (0.05% F iR

B 18] [min] TBNHH A [%] TBIHH B [%] V3% [mL/min]
0 15 85 28
20 90 10 28
PR

25°CF, ¥ B-02-4 (50 mg, 26.52 pmol) AT & FH (A mL) F, WMAZRIER
(60.49 mg, 530.49 pmol), F¥F 25°C/R M 0.5 /M, FMURBCA GIEBNRN, RIN5E
FRJGHG S RL R4, #EL i P 1) % s oo B A (R, i R 152 B-02
A4 23.69 mg.
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.1 4% :SunFire Prep C18 OBD 19 mmx150 mmx5.0 pm

WA A:Z.88; W3 B:K (0.05% F R )
i8] [min] | FRBIAH A [%] WETH B [%] V3% [mL/min]

0 15 85 28
18 90 10 28
B-02 &M RIEHIHEW T :

ESI-MS (m/z):1613.6[M+H]*.

SEHE BB N-((7S,108,138)-1-((1S ,  95)-9- 2, H -5- % -9- 5 &L -4- FF AL -10,13- — 4 -
2,3,9,10,13,15- N5 -1H, 12H-ZE 3 [de] PR [3',4':6,7] /5] e [ 1,2-b | B Ibk-1-32) i 3£)-7,10,13-
=R 3-1,6,9,12,15- 7L 4-3,17,20,23- VU &-5,8,11,14- TU & FL B 5-25-3)-3,5- X0 (2-(FF LT )
WEIE-4-25) KR (C-07)

| S/Q = /\/\
/
(0] //O \/\/8n\/\/
/&j\ = HE B — A4
Br Br 1,4-Dioxane

c-07-1 WE—

0
Il J<
HQN/\/O\/\O/\/O\/\O

HATU/DMF/DIPEA

W=

NalO,/RuCk.H,0
—_—

H ACN/H,0
N (6] OH G
~ NN v\o/\”/ e \,

0]

C-07-5
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NH, . MeSO;H O=
IM-4
R I H
F HATU/DMF/DIPEA FmOCHN\'/\N/\II/N\-/\N/\O/\II/N .
N7 7 :H :OH
HO™E BN o) o
S 0 c-07-7
C-07-6
Et,NH, DMF 0 H 0 HATU/DMF/DIPEA
- 11 il -
HN -~ /L/NM\ A~ N
g7 S R £ TN
o °

B ER C-07-1 (4.80 g, 16.33 mmol). =T & Q-FEBEREMEE-4-7) ¥ (16.27 g,
39.19 mmol) FIXL=FREBE —EAAE (2.29 g,3.27 mmol) ¥ET 1, 4" /53100 mL) F,
KPR RERSAE T T H0CCHFER A 5 /N, LC-MS IR RMN, R RNAKR, Bk
ENT4itk (EA/PE=0-50%) 78 C-07-2 1k &40 1.36 g.

g e

L& C-07-2 (510 mg, 1.33 mol). NaOH (212.24 mg, 5.31 mmol) ¥ T THF (12.5
mL) . MeOH (12.5 mL) fl H20 (2.5 mL) . 25°CHi#E RN 2 /pEF, LC-MS MiIZR N,
F 3N HC1 T & pH 4028 2, trib REE A, S8, B, T8 1835 C0734
4% 380 mg.

HER=.

BALE ) C-07-3 (315 mg, 850.32 pmol). 2-[2-[2-Q-BEZER)ZERIZEREZBR
TFE(246.31 mg, 935.35 pmol). HATU (484.99 mg, 1.28 mmol) , DIPEA (329.69 mg, 2.55
mmol) /%] DMF 3 mL) &1, 25°CR 5. 2h. LC-MS W3RN N $) 5 & s AE
WA E AT 818 C-07-3 1A% 40 mg.

107



10

15

20

WO 2024/114531

Hbl &AW T

PCT/CN2023/134038

fi4:: Waters XBridge Prep C18OBD (5 pm*19mm*150 mm)
WaH A: ZHE; WiEhiE B: 7K(0.05% F )

B 18] [min] | WBHAH A [%] WEAE B [%] | % [mL/min]
0.00 55 45 24
2.00 55 45 24
18.00 100 0 24
o {L'P

Bt &9 C-07-4 (40 mg, 64.96 pmol)AET DCM(3 mL)F1 TFA(1.5 mL)+, 25°C [
L5 /pEF, LC-MS WIRRMN, WAERNERETH C-07-5 1654 36 mg.

. St

HAEH) C-07-5 (26 mg, 46.46 pmol). =HIHEREN (99.37 mg, 464.57 pmol). RuCli*H20
(9.64 mg, 46.46 pmol), AT ACN@5 mL)FI/K(7.5 mL)+, 25°CK M 40 5304, LC-MS %
BRI, MAKMZRZEERR, ZRZEERES C-07-6 LAY 28 mg.

HEA:

B YK ES FERERRE (600 mg, 1.13 mmol). (5S, 8S, 11S) -1- (9H-%j-9-3£)
-5,8,11-= H££-3,6,9,12- P08 ££-2,15- =4 3E-4,7,10,13- 1Y B e Bibi-17-B8 (IM-4, 610.17 mg,
1.13 mmol). HATU (643.81mg, 1.69 mmol), DIPEA (437.65 mg, 3.39 mmol) J1%] DMF (6
mL) ¥, 25°C/RF. 16h. LC-MS Wi R P, [A RBEHIAK, HrKEE A, S8, i
£FEK, DCM BFE A, WREBHS, SRRt (DCM/MeOH=0-10%), 1§ C-07-
7 4 660mg.

FHEL:

#ALEH C-07-7 (660 mg, 688.94 pmmol)E T N,N- —FEPEL (6 mL)+, A=
L (251.94 mg, 344 mmol), FiRXSL 1NN RNEERIGE, KW 2 = S0
R R A R T 1R15 C-07-8 1L&H) 325 mg.

Hl & TR T

3% 4:: Waters SunFire Prep C18 OBD (5 pm*19 mm*150 mm)

WEHH A: ZHE: WEHAH B: 7K(0.05% FR)

It 18] [min] WA A [%] BN B [%] & [mL/min]
0.00 10 90 28
4.00 10 90 28
20.00 90 10 28
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2 I
BALEY C-07-6 (15.95 mg, 25.58 pmol). C-07-8 (20 mg, 25.58 pmol). HATU (14.59
mg, 38.37 pmol) , DIPEA (9.92 mg, 76.75 pmol) %] DMF (3 mL) #, 25°C&A. 2h. LC-
5 MS WERM. RN &SRR AR TRE C-07 LEY 7 mg.
HAMRAEBIELT
ESI-MS (m/z):1342.4 [M+H]".
Hl& TR T
384 : Waters XBridge Prep C18OBD (5 pm*19mm*150 mm)
10 WENHE A: ZHE; WEIHE B: 7K(0.05% FRR)

i 18] [min] | JWETAH A [%] BN B [%] | ¥ [mL/min]
0.00 20 80 24
2 20 80 24
18.00 90 10 24

SEHE B J\ N-((7S,108,138)-1-((1S ,  95)-9- 2, 3 -5- % -9- ¥ - 4- H %&£ -10,13- — 4 -
2,3,9,10,13,15- N5 -1H, 12H-7 3 [de]MHEIG[3',4':6,7] 5| WRIZE [ 1,2-b ] W M- 1-38) B 2£)-7,10,13-
= £E-1,6,9,12,15- 7. 5-3,17,20,23- 10 4 -5,8,11,14-PU & F B b -25-55)-3,5- X0 (2-( FF AL &)
WEIE-S-H) KR (C-10)
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Br Br =N S / N N
o, LT
HO _toH m-CPBA
—_—
07> 0" Xphos Pd G, K;PO, MeOH/ THF/H,0 CH,CL,
dioxane/ HO

C-07-1 g pigk SR=
C-10-1 C-10-2
0
HO. O (I)[ OSY N o o
0 o) 1l I )<
N> OO N~ NSO O
H
N | Z N
Q s <~ U9 DMF/HATU/DIPEA
/S\‘ N N wS\ 55’5&@ 1 ~
o) 0 e N._N C-10-4
C-10-3 hd
0=S=0
|
o
\ﬁ S 0 9
It
N~ O~ O C-07-8
DCM/TFA N 0 OH
—_— H
SIBR DMF/HATU/DIPEA
X C-10-5 BRI
N._-N
he
0=8=0
|
I
0=5=0
N/gN 0=
! 7
H HoQ o) oM oD iy
N . NV\O/\/O\/\O/\/N\/\N/\/N\:/\N/\O/\H/ .
o I o) o - H o * H o
~8 N
o) c-10
WE—:

HIERL C-10-1 (720 mg, 2.45 mmol). 2-FEREEMENE-5-PE (874 mg, 5.14 mmol)
XPhosPd G3 (207 mg, 245 pmol). K3POs4 (1.56 g, 7.35 mmol) i1 £ dioxane (12 mL) and H:20
5 @mL)P, RMARERSKE T T 90°CH LR 3 /Mef, LC-MS MiERM, #HeEEt
T8, IR IR ZBR B8, XL W48, /EHEG, 28214t (EA/PE=0-25%)
23] C-10-1 46&%) 710 mg.
i e
LA C-10-1 (650 mg, 1.69 mol). EH L4 (121 mg, 5.07 mmol) ¥5F THF (2
10 mL). MeOH (2 mL) Al H20 2 mL) . 25°CHi#ER M 2 /M, LC-MS M35, F IN
HC AT R pH 2065 2, Tt RERE G, uEEIED, TR\ C-10-2 (L&) 560 mg.
HE=
&Y C-10-2 (450.80 mg,1.22 mmol)¥E T DCM(10 mL)F', ¥ m-CPBA (2.46 g, 12.1
mmol, 4[N 85% )MEIRNAERF, 25°CRML 12 /M, LC-MS M#ERRM. BSRK
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TS ER M, A2 R B IR 4L G R R T RS C-10-3 L5 H) 153mg.
Hohl 2 I T

f1%4:: Phenomenex Luna C18 200*40mm*10um.
TWBEIHE A: ZHE; TiaAH B: 7K(0.05%5ER)
WEhAH: [water(HC1)-ACN]; B%: 13%-43%,10min).

B &) [min] | JREIAH A [%] VBN B [%] | Y [mL/min]
0.00 13 87 25
10.00 43 57 25
18.00 90 10 25
BEN.

B &9 C-10-3 (140 mg, 322.25 pmol) . 2-[2-[2- Q-BHZEHR) 2E8H|2E#
R A0 T FE(84.86 mg, 322.25 pmol). HATU (183.80 mg, 483.37 pmol) , DIPEA (124.94 mg,
966.75 pmol) JNZE] DMF (4 mL) , 25°CRM 2h. LC-MS M$ER M. R #]& =%
10 WAHEEAERETRS C-10-4 (L&Y 51 mg.
H & BT
e 3E4E: Waters XBridge Prep C18OBD (5 pm*19mm* 150 mm)
WAIHH A: ZHE; VishtH B: 7K(0.05% FiR)

I 8] [min] | JEEHAH A [%] A B [%] | Y& [mL/min]
0.00 30 70 24
2.00 30 70 24
18.00 90 10 24
i S
15 BALEY C-10-4 (50 mg, 73.56 pmol) f1E] DCM (2 mL) F1 TFA (1 mL) §, 25°CR [
1h, LC-MS M#FRM, W48 RNEREFR[E C-10-5 AW 45 mg.
BB

KLY C-10-5 (31.91 mg, 51.17 pmol). C-07-8(40 mg, 51.17 pmol). HATU (29.18 mg,
76.75 pmol) , DIPEA (19.84 mg, 153.50 umol) 1%] DMF (3 mL) %1, 25°C/% R 2h. LC-MS
20 WEBEBRMN. RSEA S SBORAE AL F R RTS8 C-10 4654 13 mg.
HAEM RSB T -
ESI-MS (m/z):1342.5 [M+H]+.
A ZEW T
. 3E4E: Waters XBridge Prep C18OBD (5 pm*19mm* 150 mm)

111



WO 2024/114531 PCT/CN2023/134038

WA A: ZHE; WahAE B: 7K(0.05% FIR)

i (Al [min] | FEBIAH A [%] JENH B [%] | i [mL/min]
0.00 20 80 24
2.00 20 80 24
18.00 90 10 24

LR L N-((7S,108,138)-1-(((1S, 9S5)-9- 7 3 -5-5-9-55 H -4- F 3 -10,13- ~ % -
2,3,9,10,13,15- N & -1H, 12H-7K 3 [de] M IR [3',4':6,7] 15 Wk 188 [1,2-b] M Wbk -1- 52 ) Jiic 52 ) -
7,10,13-= B $£-1,6,9,12,15- FL 4.-3,17,20,23- V4 4 -5,8,11,14- 4 & 7 5% bt -25-3)-3,5- %L

5 (2-(FPEREE)BEIE-5-2) R B (C-17)

S N N S S N
N2 i 2 IEYOR ﬁ
N N H)N/\/O\/\O/\/O\/\/O% N. =~ N/\/O\/\O/\/o\/\n/o\{/
I
0 H 0
04 HATU/DIPEA/DMF N

WR - N.-N
C-10-2 hd C17-1
S<
Y
S._N 'S__N
s ﬁ o i ﬁ
N~ N/\/O\/\O/\/O\/\/OH N~ N/\/O\/\O/\/O\/\H/OH
TFA/DCM H 0 H e}
_—
pig -
X c-17-2 NalO./RuCl, X c-17-3
N._~N oz N._ 2N
Ne ¥
S 0=5=0
|
o}
o
SN
— OH
0=
N Y/
NS
S N X
" N
w7 TR
N = N/\/o\/\o/\/o\/\/N\./\N/\/N\./\N/\O/\H/ .
HATU/DIPEA/DMF 1 B Il : H
. H o * H o ° 0 al
SR
1 AN
N_-N
¥ c7
0=8=0
|
5‘/':3?%_‘:

# C-10-2 (3.00 g, 8.10 mmol) 1 3-2-2-Q-BEHZEE)ZEE|ZEE]-AM
T HE (2.25¢,8.10 mmol) HIAZE] DMF (3mL), K& HOBt(3.28 g, 24.3 mmol),
10  EDCI (4.66 g, 24.3 mmol)f1 DIPEA (4.19 g, 32.4 mmol, 5.64 mL), F+% 60°C & 2 /)
. MRBBEFIMAK (S0mL), FHZBRZEEREI (30mLx3), & 3FHLHEHLKR
RN T, SIIRAES C-17-1 5% (3.8 g, 4.75 mmol), REMAEHBEHATT 5.
P
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# C-17-1 (3.40 g, 5.40 mmol) T & HFHK G0 mL)F, MA=ZHILE (10.8
g,94.2 mmol, 7 mL). RIVR 25°C #it#: 2 /M. KR NBEERYS G, ZH%®H0R
A A4k J5 AR T RS C-17-2 (2.09 g, 3.64 mmol).
Hb & EW R
f£,i%4%: Phenomenex luna C18 (250 mm*70mm®*10 pm)
WM A: ZHE; T3 B: 7K(0.05%F &)

i @ [min] | WEIAH A [%] WENM B [%] | P& [mL/min]
0.00 30 70 30
22.00 60 40 30
TR=

# C-17-2 (56 mg, 97.61 pmol) Il F) 2. F& (6 mL)F17K (3 mL)H , F-¥; = BB 44 ( 208.79
mg, 976.15pmol) F =FALETK-EH (8.10 mg, 39.05 pmol) M F g Rk &, 25°CH
PR 30 408, LC-MS IR, MAKMZERZEEER, K4E7S C-17-3(60 mg).

BRI

4 IM-6(20 mg, 25.06 umol). C-17-3(16mg, 25.06 umol). HATU (19.05 mg, 50.11
pmol). DIPEA (16.19 mg, 125.28 pmol) &K MA 2] DMF (3 mL)¥H, KRAERT 25°C
SBE 1B o S SR BB F A R RORAR B i AL 5 R R T R4S C-17(16 mg).

HAMBMEBEW T :

ESI-MS (m/z):1371.4 [M+H]*.

Hih) & BT

6% 4% : Waters XBridge Prep C18OBD (5 pm*19mm*150 mm)

WA A: ZHE; WiEAH B: 7K(0.05% F )

i8] [min] | FEBIAH A [%] MBI B [%] %3 [mL/min]
0.00 20 80 30
2.00 20 80 30
18.00 80 20 30

SEHEB T+ N-((7S,108,138)-1-(((18,98)-5-8,-9- 2. F-9- 52 F 4-FH F-10,13- ~ &R -
2,3,9,10,13,15- 7N & -1H,12H-78 3 [de] LG I [3',4":6, 7] & B JF [1,2-b | E k- 1- 35 ) & 3 )-
7,10,13-= H 3£-1,6,9,12,15- F A 1RX-3,18,21,24- U & /X -5,8,11,14-PU & Z4 /S Fi-26-55)-2,6-
TR (2-( R R T s e -5- ) 7 A 7 fH (C-19)
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~ ~N
SN NS Y ‘ ~ Y
Br._N_Br  XphosPd G, KPO, g | g LiOH N
| P dioxane/ H,O N |N\ N _ MeOH/THFIHO _
_—
A A 7 -

C-1941 C-19-2 C-19-3

H N/\/O\/\O/\/O\/\/O\{/
o 1l
o}

0 TFA/DCM
—_—
Y

HATU/DIPEA/DMF
SR =
R o4

~
s ;
' 0
N~ = N/\/O\/\O/\/O\/\/OH
N | H o
J SN NalO,/RuCly
C-19-5 L
NN paz S
h
S<
IM-6 H
N/\/O\/\O/\/O\/\/N\/\
HATU/DIPEA/DMF 3
AR
Cc19

# C-19-1 (5.00 g, 16.9 mmol), (2- (FHERHEE) MEnE-5-2) WK (6.34 g, 37.3
mmol), XPhos Pd G3 (1.44 g, 1.70 mmol), B4 (10.80 g, 50.9 mmol) MOIAFE] 1,4-—
5 ZAHGLOmL)MKA7.0mL) P, RNAEREESESR I RET 100°C R S5 /M.
FRPMAEZRANEZRE, FMRBMBEFIMAKG.OmL), TIE, BHRIRFEDMHS, H
AWMBITREBRLIE, BHETTRER C-19-2(5.65 g).
i
# C-19-2 (5.26 g, 13.7 mmol) ¥ T THF (30.0 mL) . MeOH (30.0 mL) F1/K
10 (30.0 mL)¥, JIA LiOHeH:0 (1.72 g, 40.9 mmol), T 25°C #t#E 2 /. RN 1
N 2hEBKEB AT pH £ 3, FEENH, S8, BHETTFERSE C-19-34.20 9).
PR=.
% C-19-3 (1.50 g, 4.04 mmo)M 3-Q-Q-BEZER)ZEEZERZE)AR
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T HE (1.12 g, 4.04 mmol)¥E F DMF (20.0 mL)H, /& X i A\ HOBt (1.64 g, 12.1 mmol) .
EDCI (2.32 g, 12.1 mmol) 1 DIPEA (2.09 g, 16.2 mmol), FHEZE 60°C #i#: 2 /NE).
FRMERABDEZR, RSB IAKA0.0 mL)M 2. ZEE(20.0 mL), /KHEAZ
FRZMR(25.0 mL * 2)FEMBIR, &HFHAEHTKRRAT R, T, EWHRIKR%ES C-
19-4 f 5 (2.50 ), REAEBERATT 5.

IR

# C-19-4 (2.50 g, 3.96 mmol) ¥ T & F $(3.00 mL)+, A TFA (4.61 g,

404mmol)j5, RMNERTF 25°C fi#: 12 /M. BMRNMBERIRAEE, SH 458K
M EIE A S AR T BRE C-19-5 (1.20 g).

Hi) & BT

i 4E: Phenomenex luna C18 (150 mm*25mm*10 pm)

WM A: ZHE: W3 B: 7K(0.05%F )

i [8] [min)] METH A [%] WA B [%] ¥ 3% [mL/min]
0.00 36 64 30
15.00 66 34 30
SBA:

¥ C-19-5 (1.10 g, 1.91 mmol)¥& T ZFE (30 mL)FI/K (15 mL)KBE B, mA=
FAET KED(39.70 mg, 0.19 mmol)F = MERHY(4.09 g, 19.14 mmol), RFNERTF
25°CIR L 1 /M S, 27K (50 mL)HI 272 .85 (80 mL)ZEH, FHAHREBEMERS, H
2K BT 44 (MeOH/DCM=10~20%), W15 C-19-6(130 mg).

L Va¥

¥ IM-6 (20.0 mg, 0.025 mmol)f C-19-6 (16.0 mg, 0.025 mmol) I A DMF (1 mL)
RV AR, N\ HATU (19.0 mg, 0.050 mmol)#1 DIPEA (12.9 mg, 0.100 mmol), %
BIRSL 2 /NEE, BV EL B F ) 26 1 OB B 240 5 v VR 1R 18 C-19 (20.4 mg).

HEWRMEHEWT:

ESI-MS (m/z):1372.4 [M+H]*.

%4 : Waters XBridge Prep C18OBD (5 pm*19mm*150 mm)

WAAH A: ZJE; WishAH B: 7K(0.05% F R)

i} 8 [min] | FEHAH A [%] MBI B [%] ¥ 3% [mL/min]
0.00 30 70 30
4.00 30 70 30
24.00 90 10 30
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LR+ — N-((78,108,138)-1-(((15,95)-5-5-9- 2. H-9- B H 4- B H-10,13- ~E R
-2,3,9,10,13,15- 7N & -1H,12H- 7 3F [de] Mk W 3 [3',4':6,7] P LB 3£ [1,2-b] Bk -1-3) &
F#)-7,1,13-= H 3£-1,6,9,12,15- L & 1 -3,18,21,24,27,30,33,36,39- T & £ -5,8,11,14- VU &

5 ZREEDULE-41-35)-3,5-X0(2-(FF ELAEBEEE ) g -5-20) A H BRI (C-21)

S N N S N
S A '
N~

SN %N/\/OV%OA%/O\/\“/O\\/ N~ I N/\/ovho/wowo\{/
6 o) H 6 0]

07 oH HATU/DIPEA/DMF N
PR NN c-21-1
c-10-2 i
S\
Y
/S\WN\ o O,ISYN\ o
Il o OH i o) OH
N. &~ NNO\/%\OA};/ \/\”/ N. = N/\/O\/%\o/\}/ ~TN
TFA/DCM H O NalO/RuCk H 6 o)
—_— .
po X c-21-2 S X c-21-3
N_~-N N_.~N
Y N
S o:?:o
<2
S _N
we o 8 BB
AN~ (0] 0 N N A~
N NP\ NN T2 D
HATU/DIPEA/DMF ” \”boﬁ: 3 : ” 3 : u o
SR
1 N
NN c-21
h
0=5=0
I
'/"/F%Q:

% C-10-2(3.00 g, 8.10 mmol)F 1-& #-3,6,9,12,15,18,21,24- )\ 5 Z4 B be-27-1%
AT EE(4.03 g, 8.10 mmol) I A\ E] DMF (40 mL)¥, &0 HOBt (3.28 g, 24.3 mmol),
10 EDCI (4.66 g, 24.3 mmol)H1 DIPEA (4.19 g, 32.4 mmol, 5.64 mL), RMAKZET 60°C ##
B2t ARBBEFIAK (100 mL)F ZBRZBZKE (60 mL x 3), AHLMAIHE
FRTCKRERAN T, I8, W% 75 C-21-1(4.20 g, 4.14 mmol), RLMLEHEZEHATT

.

L S

15 # C-21-1(3.60 g, 4.24 mmol)¥F T — & F (30 mL)+, A TFA (15.3 g, 134
mmol, 10 mL), RFAEFRT 25°C Hidk 6 ABF. B RBBIIAIK(60 mL)F Z R 2. Ba %L
(40 mL x 3). HHMHEEHEHITKRBRN TR, S8, RESHR, HR88 &5
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MR R Al AL T AR T R4S C-21-2 (2.93 g, 3.63 mmol).

Hoh) & IR

3%+ : Phenomenex luna C18 (250 mm*70mm*10 pm)

WENAH A: ZHE; Wi3hH B: 7K(0.05%F &)

i (8 [min] | WEBIAH A [%] WEhAH B [%] | Wi [mL/min]
0.00 30 70 30
15.00 60 40 30
5 5%3

10

15

20

% C-21-2 (148 mg, 0.186 mmol) MEIZE (15mL) MK(7.5mL)H, FBREH
FR9N (398.71 mg, 1.86 mmol) M =FAE/KEW (15.47mg, 74.56 umol) N ZE| R ML
RSP, 25°CHR LRI 30 7348, RMBREKMZBKZEER, WRIEMF/ C-21-3(155
mg).

H RV

# IM-6(27.91 mg, 34.97 pmol). C-21-3(30 mg, 34.97 pmol). HATU (26.59 mg,
69.93 umol) , DIPEA (22.60 mg, 174.84 pmol) /1% DMF (3 mL) ¥, RNE R TF 25°C
RN 1N o R SEVR 2R W BB B A S VTR T RS C-21(15 mg).

HAMRIEBIEW T

ESI-MS (m/z):1591.7 [M+H]*.

HHZFTEWT:

1% 4% : Waters XBridge Prep C18OBD (5 pm*19mm*150 mm)

WA A: HE; WA B: 7K(0.05% H )

i 18 [min] | $E0AH A [%] HBIH B [%] % [mL/min]
0.00 20 80 30
2.00 20 80 30
18.00 90 10 30

SEHEH 1 = N-((7S,108,139)-1-(((1S,98)-5-5-9- 2, 3 -9- 32 -4- F F£-10,13- Z & A
-2,3,9,10,13,15-75 & -1H, 12H- 2 3 [de] Pl P 3 [3',4':6,7] 50 & B0 3 [1,2-b] M Mk -1-32) &
F#)-7,1,13-= ¥ #-1,6,9,12,15- 7L A R -3,18,21,24,27,30,33,36,39- T & % -5,8,11,14- [T &
2% VU 2 -4-5)-2,6- XX (2-(FF L A T 220 i e - 5- 228 e MR B i (C-23)
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/SYN | /NYS\
o o 0
N lN\ SN HZN/\/O\/F\O/Q\/O\/\H/O\{/ N \/{\O/\}G/ ~N \{/
P 6 o o)
P HATU/DIPEA/DMF
07 oH i
VPR
c193 c-23-1
0 0 oH 0 o) OH
A { S
6
NalO,/RuCk.H,0
C-23-2 AR C-23-3

H Oy H
I{
~0 O\/\/ Ny
HATU/DIPEA/DMF m \k\oﬁ: |C|) H m I
gzl

c-23

BB
# C-19-3(1.50 g, 4.04 mmol)Fl 1-& %-3,6,9,12,15,18,21,24- )\ & Z= BE fi-27-B8
T BE(2.01 g, 4.04 mmol) i1 A\ | DMF (20.0 mL)H*, /& X il A HOBt (1.64 g, 12.1 mmol).
5 EDCI (2.32 g, 12.1 mmol f1 DIEA (2.09 g, 16.2 mmol), FHEZE 60 °C Hi#k 2 /I, %
HE)=E, FRMBHMAKA0.0 mL)F 28 2.8 (20.0 mL)2 ¥, KAHEHZRZ8
(25.0 mL x )R K, AHFEVAHBLKERH TR, TERESHER C-23-1 (3.00
g, BEEATT—%.
i e
10 % C-23-1 (3.00 g, 3.53 mmol) I A B & H %£(10.0 mL)+, M TFA (154 g,
134 mmol)J5 T 25°C #ii#: 12 /. REEBEEIRZESH S, HAEH&RBIOEHEEG
WAL E R T RS C-23-2 (1.20 ).

H /T EWT
3 4:: Weleh Ultimate C18 (150 mm*25mm*5 pm)
15 WA A: ZB5; Wi3H B: 7K(0.05%F &)
18] [min] | JESIAH A [%] RENHH B [%] 3% [mL/min]
0.00 34 66 25
10.00 64 36 25
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BR=

¥ C-23-2 (500 mg, 0.63 mmoD) I E]ZHF (10 mL)FI/K(S mL)H, MA=F4L4ES
KEH(13.0 mg, 0.063 mmol)FI H AR 49(1.35 g, 6.29 mmol), &R TF 25°CK M 1 /M
JE RK(10 m)M ZBR ZBE (40 mDEE, FHAREFIES, HeafFERrgd
(MeOH/DCM=10~20%)F:¥R 413 C-23-3 (350 mg).

IR

¥ IM-6(20.0 mg, 0.025 mmol)F C-23-3 (21.5 mg, 0.025 mmol)?A T- DMF (1 mL),
B HATU (19.0 mg, 0.050 mmol)H DIPEA (12.9 mg, 0.100 mmol)/5 {5 R M 2 /M),
R BB F ) 4% e AR B S AL S AR TR C-23(17.0 mg).

HEWREHFEWT:

ESI-MS (m/z):1592.6 [M+H]*.

FHoih) & 7B R

3%k Waters XBridge Prep C180BD (Spm*19mm*150 mm)

WA A: ZHF; Wiz B: /K(0.05% F )

i 1E] [min] | FEBHAH A [%] WA B [%] ¥ 3 [mL/min]
0.00 30 70 28
4.00 30 70 28
24.00 90 10 28

ST = 4-((S)-2-(4-F H T 3)-35-(4-((6-(2-( P BB L s ng-5-38) O L -5-H Bt ik
) #)-1H-1,2,3- = W-1-35)-4,8- — 4 1X-6,12,15,18,24,27,30,33- F H H-3,9- AR A ESR

ZBRE) TE(1S,9R)-5-F9- L 5-1-2-F7 5 LB EL)-4-H £-10,13- 2 AK-

293,9’10a13’15'/_‘\‘§h'1H912H'ﬂ§j1.‘:[d] I]H:uﬁ#[3's4':6a7]Epﬁgﬁ#[laz'b] @Dﬁ'9'%)%@@§ (B'

03)
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o Oy o
NH NH
C‘/lk/O\H/ -
N o] o x o
N N JE— H ©
cl N HE— cl N " N\/Q\O/\)\/ NN \}N
7 % a3 LI s i
HO™ X\ -03- HO™=™\
1-4 TN B-03-1 A \H B.03.2
TMMHN
cl ﬂ cl ﬂ
,N/\' ,N/\\
i " oH i H on
Na N
N
=0 ¢ ¢ H=o

SPIR-

N
o 7
" .@kgm’ " P UOARS
N;VQ\OAB\,N\H/\O/\“,N\;)\H o 4 Ng\/ko/ivN\/\o/\/N\:/kH ~N
I : !

o 3 o o E
B-03-3 \H \ B-03-4

TMMHN H,N

B-03
H:N

HIE—: 2-(((18,95)-5-5-9- 7, 3-9- B2 Bt 4- FA 3E-10,13- —H018-2,3,9,10,13,15- 5 5
TH,12H-Z 5 [d] PR I [3',4':6, 7] BUBH I [1,2-b] PE k- 1-50) &) - 2- S AR 2R 2 B (B-03-1)
[y 2%

5 H(18,99)-1-F F-5-5-9- 2. 7-9- 5 H-4-H 5E-1,2,3,9,12,15- N F-10H, 1 3H-ZE 3 [d] it
W 3£ [3",4":6,7 W BB 3E[1,2-b] HEM-10,13- -/ (2 g, 3.65 mmol) ¥ T DMF (50 mL) i A
DIPEA (1.18 g, 9.12 mmol, 1.59 mL) ,JKA# B EE T A ZBVEHE 2. BEH(548.12 mg, 4.01
mmol, 431.59 pL), ZREEHEFERAL 1 /B o RERBIBIIN 0.1M 5 3 R KV R At [
i, TSI KIEOHE T SR RMEES, JTOKRBRATREIIIERESHES, 2K

10 FRALEFE/ SR = 0%~5%)BRIRGE/ LAY (1.7g, 3.077mmol)

HEMRIERE T :
ESI-MS (m/z):552.2[M+1]".
IR 2-(((18,98)-9-(((4-((S)-35-B R HE-2-(4-(4-HE L HEF) _ HFKEF )R ) T H)-

4,8- —41%-6,12,15,18,21,24,27,30,33-F & 3-3,9- R R A H I SBEE) TR QB BE)
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EH-5-F-9- 2.2 -4- FHE-10,13- Z5H0-2,3,9,10,13,15- N E-1H, 1 2H-2 3 [ de] it 1R I
[3',4":6,71W5| PR IR [ 1,2-b ] M- 1-5) & ) -2- AR 4 R 2. BR(B-03-2) M0 ) 2%

# 2-(((18,99)-5--9- 2. F-9- 55 B 4- FH 3-10,13- ~5F40-2,3,9,10,13,15- /N E-1H,12H-5
FE[AIMERE I [3',4":6,7] PR FF(1,2-b] K- 1- ) ) 2- 5 AR 21 ZBE(500 mg,
0.905mmol) DMAP (885.33 mg, 7.25 mmol)%# T FHE & H L (GmL)+, AR TA
HZE 0°C, FWAZ=XS(268.81 mg, 0.905mmol) ] ~& F HEW(SmL), FEHERMN 0.5
NI . EAETEA(S) -2-(32-B B E-5-E18-3,9,12,15,18,21,24,27,30- T F H-6- B I SRS HE
Bo)-N-(4-(F I 5E) R BE)-6-((4- FR LB 2R ) 2R 2 R B B 58 OB (1.44 g, 1.36 mmol) 1Y)
ZEFER, BRREERRN 4 MR IKER RS, AR FEEE 3 R (100ml
x3) FEIAVAE, MMEH/KEERE TRk . EEAEA4MLMeOH/DCM = 0% ~ 5%)
BAREALEY) (498mg, 0.304mmol)

HAEMFIEBEWT -
ESI-MS (m/z):1352.8[M+1]".

HE=: 4-((S)-35-B REE-2-(4-(@-PAEFE) R FHEYRHE) T #)-4,8- —AN-
6,12,15,18,24,27,30,33- L E H-3,9- R LA =BE ) FH((18,99)-5-8-9-2.H-1-2- &
2B ) -4- P HE-10,13- 4 48-2,3,9,10,13,15- NS - 1H, 1 2H- 3 [de] PG 3£ [3,4':6,7] &L
Bfi - [1,2-b] HEMR-9-52 ) BX FR R (B-03-3) [ 1l 25

# 2-(((18,95)-9-(((4-((S)-35- BB F=-2-(4-(4-FEFEF ) " FEFEEE) T H)-4,8-—
£4R-6,12,15,18,21,24,27,30,33- L 2E-3,9- ~F 4 LA =SBEEE) TR E ) B S H1-5-
H-9-7. 35 -4-FHE-10,13- Z 4 1%-2,3,9,10,13,15-75 5 -1H, 1 2H-7 I [de] ML IR 3 [3',4":6,7] 5] 1k
IB2[1,2-b] - 1-3) R 3E)-2- 2 28 Z A5 (200 mg, 0.122mmol) T THF (3 mL)
MeOH (3 mL)4, $i+ET M AmERS5(25.88 mg, 0.224mmol) KK mL) , HinEEE
BREEDIRE 1 /NI, A SRR AR AN, JRRIRYE S AT N — 2P,

HEMRIEHFREWT

ESI-MS (m/2):1596.7[M+1]*.
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BRI 4-((S)-2-(4-BE T #)-35-BF H-4,8- -5 18-6,12,15,18,21,24,27,30,33- L H-
3,9- “RR R FI ZBAE) FE((18,99)-5-F-9- L 2-1-Q-F B L AD)-4-F 5-10,13-—
8#18-2,3,9,10,13,15- N E-1H,12H- 5 [ de] LR I [3',4:6, 7] HH BB IF[1,2-b] MEM-9-55) K TR
FE(B-03-4) iy 1 %

4 4-((S)-35-B FEE-2-(4-((4-F S HEF 40 28 H Ry U ER) T 3E)-4,8- —44%-6,12,15,18,
24,27,30,33- A FE-3,9- " RR A EREBEEEE) FE((1S,99)-5-K-9- 2. 5-1- Q- R RE LB K
3)-4-FF H-10,13- ~E-2,3,9,10,13,15- N E-1H,12H-5 3 [de| LT 37 [3',4':6,7| B BT 3 [1,2-
b V& BH-9-25) B BRES (190 mg, 119.04 pmol) A F & F 4t (SmL) , MAZHZE (0.5
mL)JF4KSE R 1 /NS o [ [ BEVR IR A\ AR IR E AN KA RO RIS 2R, R HUARIR
ZERMM . &AM BRI % P RRIKIER=0%~50%) 440 5 - R T RS R B &4

(95 mg, 69.35 pmol) .

HAEMFIEBEWT -
ESI-MS (m/z):1323.6[M+1]".

HBILA-((S)-2-(-BE T H)-35-(4-((6--(F R B ) e -5-2) T H-5-Hr i k) H
F)-1H-1,2,3-=M-1-%5)-4,8- %5 18-6,12,15,18,24,27,30,33- L & F:-3,9- -~ H AL HEL=BR
E)FE((1S,9R)-5-5-9- 5 1-- B B LB E)-4-F H-10,13- = 404%-2,3,9,10,13,15- /N5 -
TH,12H-25 I [d]HERG I [3',4':6,7] H RUER R [1,2-b | HE-9-55) BR R ik (B-03) O i %

B 4-((S)-2-(4-FHE T H)-35-BEH-4,8- 4 18-6,12,15,18,21,24,27,30,33- F & #-3,9-
TR R = BRI FE((1S,99)-5-F-9- L H-1-Q- 5B LB L) -4- B BE-10,13- & AR
-2,3,9,10,13,15-NE -1H, 12H-25 H: [de] LI 3 [3",4:6,7) R BT H:[1,2-b | HE B-9-35 ) BR BR G (90
mg, 0.066mmol) 1 6-(2-(F EREBE L) N -5-5)-N-(H -2-H-1-5) O-5-HBE % (24.07 mg,
0.079mmol) T DMSOQ2mL) f7K(0.2mL)+, MARILIEH (9.42 mg, 0.066mmol)/5
BREEDURE 2 . B RN ERESIE, KRR ERS IR, 8% SR
Bk AL G A G TR EY (42.2 mg, 24.69 pmol)

HAMRMEBIEWT

ESI-MS (m/z):1628.7[M+1]".
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o2 OB R R T
1% 4% :SunFire Prep C18 OBD 19 mmx150 mmx5.0pm

TENHH A:LiE; B B:7K(0.05% FR)

i8] [min] | JRENAHE A [%] WBIAE B [%] | ¥ii# [mL/min]

0.00 10 90 28
2.00 10 90 28
18.00 90 10 28
= ViEHIH &

K H A B7-H3-4Ig-His B A2 AE/NMR, @i ELISA. 4 f i = 0 0 g 2
i, MFEBA G REFRMR D RS . FEFHTERE, RUAERR
BELE ANVRE A 41 STE M, RIS IE & 20G11G6/2#, F-X PR IR 54T PTM
fr RERRBE, PIFREEUE, UAEEEEKX ADCC ERBUEE, BABIHEANER
1 248890 (HHFEFAZIX, SEQIDNO:3; ®HFZX,SEQIDNO:4). A IgGl EEfH
EXEBR ADCCIE MK F5(SEQID NO:31) . A x B4#1H & X (SEQ ID NO:32),
TR B M ANERTE (RR D, iR REHNREDRHER A ETEET
A G EE &R, WEZ pTTS AL, BN RN E N 3% CHO-S 4ifi+,
SKFH Protein A Xt B3 S R IAHA BT 4, MRS M HI/EE 3 2# 8890, 2#8890
W ESERER T MZERERT 5471 SEQID NO: 42 fl SEQ ID NO: 43 fi/R.

higGl AP EHEETE, EHTEXMEERERNAN IgGl EFEEERX (SEQ
ID NO:31), B#WARXEEZEHAER WA kappa BFEEEX (SEQ ID NO:32), #%
ERFEREAAN, REBHIE hIgGl.

B7-H3 X B Hi4k DS7300 & 5 L F] CN 103687945 A 1, HATER TG, Ptk
HETEAXEERFISMNEREEISHERENA 1gG1 EFEEEX (SEQ ID
NO3L, REFWBX B ERFIERESH HAER kappa BE#IHE X (SEQ ID NO:32)
) pTTS #itk, # BRFiERALMN, KRB HiE DST300.

# 1. 2#8890 A& X J CDR EERFS

EXE

BT | BRE|(ENF|E B E B E B R BB BB |
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X EEAES CDR1 | CDR2 [ CDR3 | CDR1I | CDR2 | CDR3
( SEQ | X ( SE| ( SE| (SEQ| (SEQ| (SEQ| ( SEQ
D (s Q ID|Q ID|ID D D D
NO: ) EQ NO: )| NO: )| NO: ) |[NO: ) [NO: ) |NO: )
D
NO
: )
IMGT 18 19 20 8 9 10
24 Chothi |, 22 23 14 15 10
8890 3 4 |a
Kabat 24 25 23 14 15 10
AbM 28 29 23 14 15 10

=, BE M RAMELS FRERENL ST SRR BB

DA st 5 B ) 45 45 2 IO P AR 25 W AR B o B i R K 4k 2#8890, DS7300, LA K
higG1 Ny BiR5 Z 3o BriR i xf REHi 4 .

1. ADC1 (DS7300-M-01, DAR 4)f#]%

EY 38.041ml H %) DS7300 $i/k (26.287 mg/mL), F 1M Na:HPO4 WA pH &
7.4, F 20mM PB RHiABREE 3 mg/mL, FTKEPHEHEREMA 4mM ZnCl

(3.413 mL), 10mM TCEP (=(2-RZ%E)B, 4.096 mL, pH 7.4) BIEE, 4°CHK
B, BN 6 YR ENERAE _FHETRK M-01 (418 mL, 10 mM) ¥
RS, 4°CR ML 4h, FFFAFMALBRERER (10 mM, 6.826 mL), S 1.5h 5
RNBBEEZER, FRAHEFMA EDTA B% (10 mM, 6.826 mL), 30 23405 HMA
DHAA YA (10 mM, 6.826 mL), 4k %E [z 57 30 4% . 55 5 J5 % A NAP-5 B kE (Cytiva)
BZ MW E SRS pH 6.0 (1) 20 mM HERZEMER, BEHELWAEBY, & ADC1
(DS7300-M-01). SR 3EEE DAR fEN 3.8,

2. ADC 2 (hIgG1-M-01, DAR 4)/ %) %&

HX 1.2245ml hIgG1 $ifk (24.5 mg/mL), F 1M Na2HPO4 B iE pH £ 7.3, H
20mM PB ¥ HiARREZE 3 mg/mL, H-FKBHREPEERIMA 4mM ZnC12  (52.04
uL), 10mM TCEP (=Q2-RZ.E)E, 124.89 uL, pH 7.3) WRIES, 4°CHETRE.-
BN 6 Y ROBEREFAEZFETRL 171 (127.44uL, 10 mM) HEHIRE], 4°C
KR 4h, BREPMNERERBER (10 mM, 208.15ul), K 1.5h 5K K MNEE
ZFEE, FAHEFMA EDTA B (10 mM, 208.15ul), 30 2040 5 BN DHAA %
W (10 mM, 208.15ul), #EERMN 30 78h. 5BEERHAH NAP-5S B (Cytiva) ¥
ZMEEHN pH 6.0 1y 20 mM HEBREZHEW, 55 ADC2 (B hIgG1-M-01). Ji
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&L DAR H N 4.46.

3. ADC 3 (2#8890-M-01, DAR 4)f)#1%

B 9.36ml 248890 Fi/k (3.205 mg/mL), A 1M Na:HPO4 %A pH £ 74, H
20mM PB ¥ HiARRER 3 mg/mL, HTKEFRHEFKIXMA 4mM ZnCl:  (57.31
uL), 10mM TCEP (=ZQ2-RZEH)E, 1249 uL, pH 7.4) BWIES, 4°CHELTK.
BN 6 &Y &S A _FZETRE M-01 (124.9uL, 10 mM) #ERIES, 4°C
RN 4h, BREEPMALBERBEB (10 mM, 208.2 ul), KM 1.5h 5k RNBEH
EFER, FAHEPA EDTA B (10 mM, 208.2ul), 30 2081 /5H WA DHAA %
& (10 mM, 208.2 uL), k8RS 30 7341 . SEEE/E KA NAP-S BEAE (Cytiva) ¥
ZHWESHN pH6.0 1y 20 mM HERREZMER, BERAKLYWEBRY, B ADC
3 (2#8890-M-01). JRi% AN E DAR fH N 3.89.

4. ADC 4 (hIgG1-A-05, DAR 8)f i %%

B¢ 0.943ml hIgG1 #i4% (11 mg/mL), F 47uL 20mM PB + 0.1M EDTA (pH 7.60)
R, 5 1M Na:HPO, %W pH £ 7.60, A 10mM TCEP (=(2-8 Z.3)B,
57ul, pH 7.60) ¥ERIES, EEME 1.5h. FHIA 10 RN ENBRE_FET
B A-05 (103 uL, 10 mM) BHIRS, ZRHE 2h, THRERH NAP-5 BKE

(Cytiva) K B ¥~ pH 6.0 [ 20 mM HEBRE M BB, BRI AWIBEEY,
Bl ADC 4 (hIgG1-A-05). %05 DAR {E A 8.03.
5. ADC 5 (2#8890-A-05, DAR 8)ff) %
H{ 3.052 ml 2#8890 $Hifk (9.83 mg/mL), A 153 uL 20mM PB + 0.1M EDTA
(pH 7.60) %%, 485 1 M Na:HPO4 WA pH £ 7.60, JIA 10 mM TCEP (=
Q-RZE)EE, 1145uL, pH7.60) BWHIES, ZRKE 1.5h. FIA 10 EYWEKE
HIVEARAE I E T K A-05 (219.1 uL, 10 mM) BWHIRS, HEHE 2h, THRER
F NAP-5 B HE (Cytiva) K ZM B EHA pH 6.0 1 20 mM HEREHMER, 53
WA MBS, B ADC 5 (2#8890-A-05). 7 iyl & DAR 1% 7.90.

6. ADC 6 (hIgG1-A-07, DAR 8)f 1 %

B 0.518ml hIgG1 $14£(19.3 mg/mL), A 25.9uL 20mM PB + 0.1M EDTA(pH 7.60)
R, SRJ5H 1M Na:HPO4 ¥ W pH & 7.60, A 10mM TCEP (=Q2-3R &),
38.1uL, pH 7.60) ¥WIRS, FEME 1.5h. FHIA 10 EYHENERNBBE_FE
T A-07 (69.2uL, 10 mM) BHIRS, ZRHFHE 2h, 5555 KA NAP-5 B

(Cytiva) ¥ Z B B ¥4 pH 6.0 [ 20 mM HERE AR, BRTE BB,
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Bl ADC 6 (hIgG1-A-07). J5i 3% v: ¥ 52 DAR {4 8.04.
7. ADC 7 (2#8890-A-07, DAR 8)[# %I &
B 1.017ml 2#8890 #ifk (9.83 mg/mL), A 50.85uL 20mM PB + 0.1M EDTA
(pH 7.60) %%, /5 H 1M Na:HPO4 ¥ pH £ 7.60, A 10 mM TCEP (=(2-
RZE), 382 uL, pH7.60) BWHIES, ZRME 1.5h. BN 12 EWRKER
R _RETRE A-07 (87.6 uL, 10 mM) BWWIRS, ZEHE 2h, THEFRH
NAP-5 BEfZAE (Cytiva) KZH B EHH pH 6.0 i) 20 mM HERZHEW, [FEH
YRR, ) ADC 7 (2#8890-A-07). i %yl DAR {EH A 7.76.
8. ADC 8 (hIgG1-A-14, DAR 8)[ 1%
B 1.9126ml higGl #Hifk (18.3 mg/mL), HA 95.6ulL 20mM PB + 0.1M EDTA
(pH 7.60) ##&, #A/5H IM NaHPO4+ ¥ W4 pH & 7.60, A 10mM TCEP (=(2-
RZE)PE, 66.86uL, pH7.60) BFHIES, ZRME 1.5h. B 10 EWEIEM
VR RETRA A-14 (260.53 uL, 10 mM) BWIRS, ZRHE 2h, THREX
F NAP-5 B AE (Cytiva) BZEMPBEERHN pH 6.0 [ 20 mM HEARENBR, 53
AR YEEEY, B ADC 8 (hIgGl1-A-14). JRi LN E DAR EX 8.0,
9. ADC 9 (2#8890-A-14, DAR 8)f1 %%
EY 3.6788 ml 2#8890 Hifk (10.873 mg/mL), F] 183.94 uL. 20mM PB + 0.1M EDTA
(pH 7.60) F&%, #R/5H 1 M Na;HPOs %W pH £ 7.60, A 10 mM TCEP (=
- RZE)BE, 152ul, pH 7.60) WHRIIRS, ERME 1.5h. B 10 ¥R EN
VEMRTE AT A-14 (292.26 uL, 10 mM) WRIES, TEHE 20, BTHEX
F NAP-5 B AE (Cytiva) BZMBEH pH 6.0 1 20 mM HEREZ B, 73
AR W BEEYS, B ADC 9 (2#8890-A-14). JFiiiEdli 2 DAR N 7.22.
10, ADC 10 (hIgG1-B-01, DAR 8) ] %
B 1.533ml higG1l ¥tk (19.57 mg/mL), F 76.65uL 20mM PB + 0.1M EDTA
(pH 7.60) #%, )5 IM NaxHPO4 ¥ pH Z 7.60, A 10mM TCEP (=(2-
RZE)BE, 114.5ul, pH7.60) FRIES, EEKE 1.5h. B 10 ¥R EN
WA PR B-01 (212.4ul, 10 mM) WRES, ZRFHE 2h, THEEXHA
NAP-5 BEfHE (Cytiva) FEHBEHN pH 6.0 £ 20 mM HEREZHFEBR, [/
RZYBEEY), B ADC 10 (hIgG1-B-01). Jf il DAR {64 8.03.
11. ADC 11 (2#8890-B-01, DAR 8) il &
H{ 3.052 ml 2#8890 ¥ifhs (9.83 mg/mL), Al 152.6 uL 20mM PB + 0.1M EDTA
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(pH 7.60) %, A5 1 M Na:HPO4« WA pH £ 7.60, fIA 10 mM TCEP (=
Q- RZE)BE, 114.5ul, pH 7.60) EHRIIRS, ZRME 1.5h. B 10 EYWFENE
HIVARRAE AR T B-01 (212.4ul, 10 mM) BBRIRS, TEHE 2h, THEEX
F NAP-5 BEHE (Cytiva) KM E RN pH 6.0 1 20 mM HEREMMER, 53
AR BEEYS, Bl ADC 11 (2#8890-B-01). JHi%i%MlE DAR A 7.75.

XHBRBRJG K ADC FE fi#E4T LC-MS 4F F & 417 .
I € S At
WA A : Thermo MAbPac RP 3.0%100 mm;
WBhAH A: 0.1% FA/H20; iz B: 0.1% FA/ACN;
Jii#E: 0.25 mU/min; HBEEE: 80C; HE: 600C; HFR: 2pl;

i 18] (%) 2 20 22 25 26 30
B A (B %) 75 20 5 5 75 75
WM B (k%) 25 80 95 95 25 25

JoR ) R 2

JRERL S . AB Sciex Triple TOF 5600+;
GS135; GS235; CUR30; TEM350 ; ISVF5500 ; DP200 ; CE10 ;
Accumulation time 0.5 s;
m/z 600-4000; Time bins to sum 40,
12. ADC 12 (2#8890-C-07, DAR 4)[{ i &
EY 0.2274 ml 2#8890 Hifk (10.994 mg/mL), Al 11.4 uL 20mM PB + 0.1M EDTA
(pH 7.60) B, R/5H 1 M Na:HPOs A pH £ 7.60, fIA 10 mM TCEP (=
QR-RZE)E, 9.5uL, pH7.60) BHIES, =EBE 1.5h. BEBIMA 8 EYFK
BHBMRE _HETRE C-07 (14.6ul, 10 mM) BHIRS, TEHEIH, BHE
K F NAP-5 BJRAE (Cytiva) ¥Z MW E#A pH 6.0 1 20 mM HEAREMER, 5
F A GWBEEY, ) ADC 12 (248890-C-07). [ iiEdl & DAR H N 4.12.
13. ADC 13 (2#8890-C-10, DAR 4) /% %
Y 0.2274 ml 2#8890 Hifk (10.994 mg/mL), A 11.4 uL 20mM PB + 0.1M EDTA
(pH 7.60) %, A/5H 1 M Na:HPOs A pH £ 7.60, fIA 10 mM TCEP (=
Q- RZH)BE, 9.5uL, pH7.60) BWHIES, ZRME 1.5h. BEBMA 8 EWHH
BHBMRE _HETRE C-10 (14 uL, 10 mM) WRES, TEHEIHR, BHE
K F NAP-5 BIAE (Cytiva) ¥R E#HN pH 6.0 1 20 mM HEARZMHBE R, 15
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B HIEAYEEY, B ADC 13 (2#8890-C-10). il & DAR A 4.17,
XHRBL G K ADC # fi#E4T LC-MS 4F F B4 47 .

1 I 5 S A

WA % 4E: ACQUITY UPLC MAbPac BEH SEC ;

WBIM A: 20 mM NH4Ac;

JiE: 0.1 mUmin; FESHEEE: 8°C; HiR: 60°C; HHEE: 2l

I [6) (43 i) 2 20 22 25 26 30
WBH A (B %) 75 20 5 5 75 75
WBIAE B (A2 %) 25 80 95 95 25 25

JOR ) R 2

JRER S . AB Sciex Triple TOF 5600+;
GS1 55; GS2 55; CUR 30; TEM 450; ISVF 5500; DP 75; CE 5; Accumulation time 0.5 s;
m/z 900-7000; Time bins to sum 40.
14. ADC 14 (2#8890-C-17, DAR 4)[1 %%
E{ 0.292mL 248890 #ifk (8.565mg/mL), F 14.6uL 20mM PB + 0.IM EDTA
(pH 7.60) #¥E, /5 H IM Na:HPO4+ ¥ W pH £ 7.60, I 20mM TCEP (=(2-
RZE))BE, 4.77ul, pH7.60) WHIRS, ZERNE 1.5h. BEEMA S BEYRNE
HIVEARAE ~HE TN C-17 (8.76 uL, 10 mM) BWWRS, TEHBELIH, BHEFR
Fi NAP-5 BEAE (Cytiva) RZEMRE A pH 6.0 1) 20 mM HEREZMMER, 73
HiE W BEY, B ADC 14 (2#8890-C-17). JRiEvE 2 DAR 185 3.86.
15. ADC 15 (2#8890-C-19, DAR 4)[ 1] %
E{ 0.584mL 248890 Fifk (8.565mg/mL), F 29.2uL 20mM PB + 0.IM EDTA
(pH 7.60) ¥, RJ5H IM Na:HPO4 ¥ # 8 pH & 7.60, HIA 20mM TCEP (=(2-
MRE)BE, 9.54ul, pH7.60) BWIES, ZRKE 1.50h. BEBRMA 5.5 FWRK
ERBAAE_FRETRK C-19 (17.9ul, 10 mM) EHIES, ERBESIH, sH¥E
K H NAP-5 BERAE (Cytiva) MR E#HA pH 6.0 iy 20 mM HEREMER, 9
BRI BEY, B ADC 15 ( 2#8890-C-19). FRiEi%II%E DAR A 4.05.
16. ADC 16 (2#8890-C-21, DAR 4) %1 %&
E{ 0.584mL 248890 Hifk (8.565mg/mL), F 29.2uL 20mM PB + 0.IM EDTA
(pH 7.60) %%, A5 A 1M Na:HPO4 ¥ # A pH £ 7.60, HIA 20mM TCEP (=(2-
RZEHBE, 9.54ul, pH7.60) HRIES, ZRBE 1.5h. FBEBIMA 5.5 FWRM
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ERBAAE_FRETMK C-21 (17.9ul, 10 mM) BEHIES, ERBEIH, sY¥E
KA NAP-5 BERA: (Cytiva) ¥EEZ B ESRA pH 6.0 K 20 mM HEAREHER, 15
F A EYBEEY, B ADC 16 ( 248890-C-21). Rkl DAR 4 3.92,

17. ADC 17 ( 2#8890-B-03, DAR 8) fy#]%&

EX 0.867ml 2#8890 #i{k (34.6 mg/mL), F 93.4uL 20mM PB + 0.1IM EDTA (pH
7.60) #RE, ARJEH IM Na:HPO4 ¥ pH £ 7.60, JIA 10mM TCEP (=Z(2-RZ
B, 112.65pL, pH7.60) AHIRS, EEME 1.5h. BN 11 FY5FHE RN IEE
fE AT B-03 (227.58 uL, 10 mM) BRIES, EiRFHE 2h, 5THERH NAP-
5 BRA: (Cytiva) BE2MEE BN pH 6.0 If] 20 mM HERE B, BEFEEY
fHBEY, Bl ADC 17 ( 2#8890-B-03, DAR 8). Jifti:flE DAR {HN 7.82.

18, ADC 18 ( 2#8890-B-03, DAR 8) [j#]%&

EY 0.867ml 2#8890 $i/k (34.6 mg/mL), A 58.35uL20mM PB+ 0.IM EDTA (pH
7.60) FBE, SRJEH IM Na:HPO4 W IA pH £ 7.60, A 10mM TCEP (Z=Q2-RZ
)P, 112.65 pL, pH 7.60) BWWIRS, ZEME 1.5 h. FHIOA 10 BFYE RN
FRAE W EE AR AT B-03 (211.1 uL, 10 mM) BWIR A, EiRF E 2h, 55 Y5 R NAP-
5 B IAE (Cytiva) KPR B BN pH 6.0 1 20 mM HERE B, BIFAKAY
fBBEY), Bl ADC 18 ( 2#8890-B-03, DAR 8). Jiifti:flE DAR fEAN 7.23.

19. ADC 19 (19F6-B-02) Hi#%

DA R SEHEB) BT 38 K B4R 19F6_Hu3svi B 4 E &) B 3% W02022253035A1 Ff
WCHH 19F6_Hu35v1 Hifk, SRAZE R LR — pric #8a 77 ik H) & .

B i AR B 25 2

HY 0.46ml 19F6_Hu35v1 Fiifk (11.0mg/mL), F 0.1M /K8 4B (pH
7.7) ke, SRFEH IM Na:HPO4 ¥R pH £ 7.7, A 10 mM TCEP (Z2-RZ
B WWIES, =EIEME 90 min. [ FRERE RN 10 554 57 0B 1 R A
ZHEWME B-02, BS, ZERBE 2h, THERA NAP-S B (Cytiva) K&
MR E BN pH 6.0 1) 10 mM HEREMER, REHRMEENLE 20, BS, 7
FHIAZGYBEY, B ADC 19 ( 19F6-B-02). JRiltiEJE DAR )y 7.92.

20. ADC 20 (Trastuzumab-A-05, DAR 8)

HX 2.469mL Trastuzumab $i4£(16.2mg/mL),H 123uL. 20mM PB + 0.1M EDTA

(pH 7.60)%% %,78 /5 A 1M Na2HPO4 ¥ A pH £ 7.60,/1 A 10mM TCEP(Z=(2-R &
F)B%,151.57 uL,pH 7.60) B HIR S, ZRKE 1.5 h, BERIIA 10 £59 5 1 & 1B E
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FEZRETHRA K A-05 (290.09 uL,10 mM)ERIE S, ZiRE#H & 2h,58 55 KA NAP-5
BERIAE (Cytiva)y s S h v B #: 4 pH 6.0 11 20 mM £H 5 BR 22 1 5 W, 75 2 044 25 4 1 Bk
YI(RP Trastuzumab-A-05), Ji iAW %€ DAR 1H 4 8.04,

21. ADC 21 (Trastuzumab-A-14, DAR 8)

E 2.564mL Trastuzumab ${/%(15.6mg/mL),f 128.2uL 20mM PB + 0.1M EDTA
(pH 7.60)# 8,28 /5 Al 1M Na2HPO4 ¥ pH £ 7.60,/1 A\ 10mM TCEP(Z(2-R 2
#)B%,151.57 uL,pH 7.60)%F MRS, ZIRKE 1.5 h, HEBMA 10 YR EKNER
E_HETRFE A-14 (290.1 uL,10 mM)BE BRI, ZEEHFE 2h,5THE KA NAP-5
BERERE (CytivayB Z P B #H8 pH 6.0 [ 20 mM 2 & FR 2 /b 4 W, 15 B AR 25 M fB Bk
YI(RP Trastuzumab-A-14), i iAW € DAR E 4 8.02,

22. ADC 22 (Trastuzumab-A-24, DAR 8)

BX 0.617mL Trastuzumab $i45(16.2mg/mL),f 30.86ul. 20mM PB + 0.1M EDTA
(pH 7.60)% % SR 5 A IM Na2HPO4 %A pH & 7.60,/1 N 10mM TCEP(Z(2-RZ
£)B%,37.89 uL,pH 7.60)BBIES), ZRME 1.5 h. HEBIMA 14 {595 B BT
ZHETEFRK A-24 (98.42 uL,10 mM)BEHIRS, EiR#HE 2h,58HERA NAP-5 B
FE(Cytiva)¥ PR B ¥4 pH 6.0 1) 20 mM 4% B8 22 8 ¥, 75 2 Hu ik 25 M 18 BR 4 (RD
Trastuzumab-A-24), i %% DAR {64 7.37,

23. ADC23 (Trastuzumab-A-32, DAR 8)

EX 0.423mL Trastuzumab $74£(4.73mg/mL),H 21.17uL. 20mM PB + 0.1M EDTA
(pH 7.60)FFE, SR J5 F 1M Na2HPO4 %A pH & 7.60, I 10mM TCEP(Z(2-RZ
)k, 7.58 uL, pH 7.60)0FBIES, ERKE 1.5 h, BIIA 10 59 N ERBHEE—
FRETEA A-32 (13.92 uL,10 mMERIES), ZERFFE 2h, TEERA NAP-S K
FE(Cytiva)¥s S rh iR B ¥4 pH 6.0 19 20 mM 4 & BR 2 5 WL 715 2 B b 28 W B Bk (B
Trastuzumab-A-32), i &% € DAR B A 6.77,

24, ADC24 (Trastuzumab-C-21, DAR 4)

EX 0.617mL Trastuzumab 3744 (16.2 mg/mL),f 30.86uL 20mM PB + 0.1M EDTA
(pH 7.60)# B4R J5 F 1M Na2HPO4 A A pH £ 7.60, M 19.83mM TCEP(=(2-#&
ZE)B%, 19.1 uL, pH 7.60) B HIE S, BRI E 1.5 h FBE KA 5.5 595K N E RS
FEZFEETEARE) C-21 (38.28 uL,10 mMAVRIRE S, Z iR # & 18h,58 B /5 R A NAP-5 4t
FEAE (Cytiva) ¥ 2R B #:7 pH 6.0 £ 20 mM HEREM B R, B IFBEWBEY
(B Trastuzumab-C-21), i 3 € DAR 555 4.41,H 7 DAR4 5 L 60.06%,
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O APk 25 M (R Bk v

1. $ii A\ B7-H3 Fiis BB 3h 2R M Sk il

F ForteBio (Pall life sciences) 2l A\ B7-H3 HiiA 1B B4 5 A\ B7-H3-41g-his.
A B7-H3-2Ig-his. K i B7-H3-his f1f B7-H3-his & 2 Rsh &%/ 5. BAFEWT:
Fl PBST(0.02% Tween-20)¥£7 M BB B £ S pg/ml, A B7-H3-4Ig-his. A B7-H3-
2Ig-his. K B7-H3-his MM B7-H3-his 25 A FE#HEE] 200 nM. 100 nM. 50 nM.
25nM. 12.50nM. 6.25nM. 3.125nM. 0nM, BE/57E PBST(0.02% Tween-20) W
H1 F] Protein A Sensor (Pall life sciences) 4> 7 RAFMIRELD) 60s, BESE A5 4 4
EAZE 60s, R/EHE 180s, WBLRTE Data Analysis 11.0 S FTIF, #EH 1:1
B3, global fitting, XF45RIT o, REFMAER. EGRUNR 2 iR, GRER
KRBPGYERTHEDEHENBBRADER BT-H3 &6, A5XR BT-H3 &4

£ 2: HA B7-H3 iR BB sh AR Akl 45 R

ADC A B7-H3-4Ig-his | A B7-H3-2Ig-his | KX§R B7-H3-his | %% B7-H3-his
KD (M) KD (M) KD (M) KD (M)
ADC S 5.88E-10 2.34E-08 YN 9.89E-10
ADC 9 4.12E-10 2.30E-08 ReEL 7.10E-10
ADC 17 1.04E-09 4.20E-08 A 2.57E-09

2. A B7-H3 FiAE B4 0 40 B 5 A0 77 4 il

H N1 (Beckman, E -5 Cytoflex) ®illFi A B7-H3 & NEHIBBEBEM S5 NG
Wi 4 HT29 (F ERL 2B 40 ). A BRI NCI-N87T(ATCC). A LR 851K 8 41
s HCC1806 (ATCC)F A JE/INH B il 788 41 Bl HCC827 (ATCO) 3R 77 B llHT A B7-
H3 & ABHAEBEY S CHOS-A B7-H3-4Ig. CHOS-A B7-H3-2Ig M /7, Ml
A B7-H3 & NEHAE BB N HMEZXIER: 5 CHOS-KK B7-H3 1 CHOS-&%
B7-H3 W35 1. B Trypsin-EDTA (0.25%) (Thermo) ¥ IHANEEEAE KK, it
B AR REER 4.0<10%ml, F 1% BSA Bk H IR, ERT 1% BSABRY, &
FLImA 50 pl UM B E] 96 FLAREARH (4HMEEEH A 2x1054N/9L); F 1% BSA Wk
FUR BB (IR 10 pg/ml BBIR, 3 MEHEEMRE, MR 1 MKRE A higGl Hi
ABBEYDAE S5t IR (LR BE 10ug/ml), B 50 pl R IF Pk 25 40 f SRR =
4 ZHE 60 min; 1% BSA WEHRAMF IR, FILIMA 50 pl BRI 30, BY, 4F
S5 H 30 min; 1% BSA VelrMPIR, HHMEEST 200 pl 1% BSA 1, WA EHlk
W B FH Median PE HE, 853 A GraphPad Prism 6 5, 7+H ECso.

Hi A\ B7-H3 HiiA BB HT29. NCI-N87. HCC1806. HCCS827 fihj8d 4 ff 35 fn
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SR, ADC17 Xt HT29 M8 4 fi S8 M 789 ECso 9 3.213 ng/ml; XJ HCC827 &
YA SR A J1 B ECso 9 8.054ng/ml, HRFURBEYI IR NSRRI HNE 3 s, i
A B7-H3 £ A B HEEBEM X CHOS-A B7-H3-4Ig. CHOS-A B7-H3-2IG 401 (43¢
A RWME 4 i, PiA BT-H3 HRBEYXT CHOS- KR B7-H3 A1 CHOS-¥& B7-
H3 HREEMAERIEK 5 FiR, ERERAR\HEWERETFHEYHTH SR
Y 5%k B7-H3 S REHMAE S, AE5RKR B7-H3 TREMBEE S -

X 3: ADC R4 EM AT E LR

ADC ECso(ng/ml)
HT29 NCI-N87 HCC1806 HCC827
ADC S 2.335 2.329 3.129 7.579
ADC9 5.656 5.953 7.264 13.05
* 4: CHOS-A B7-H3-41g. CHOS-A B7-H3-2Ig 41 g 5% F0 )7 3 52 45 1
ADC ECso(ng/ml)
CHOS-B7-H3-41g CHOS-B7-H3-2Ig
ADC 5 41.48 26.89
ADCY9 45.96 41.34

% 5: CHOS-XK B7-H3 f1 CHOS-% B7-H3 £ 32 0 7 il 8 45 5

ADC ECso(ng/ml)
CHOS-X i B7-H3 CHOS-¥& B7-H3
ADC 5 N 31.85
ADC 9 NGE 40.94

3. Hi A B7-H3 HiAR YD 40 i P 7 3 P A 3

WAL (Thermo, #5 Attune NxT) R #llH A B7-H3 Hi BB 5T A B EH
fii NCI-N87(ATCC). AZFLIRSBRRB UM HCC1806 (ATCC)FI A FE /N 4H i Fifi /& 4 i
HCC827 (ATCOI N FVETE . A Trypsin-EDTA (0.25%) (Thermo) V5 W7 1405 8% 4
KT8, AR RR REAREEER 1x10°4N/ml, LM 100 pl 4 E
WE) 96 LIRS (BB 1x10° AN/HLD, B 96 FLBKE T 37°C, CO: HIREFME
SEEHE IR 24 h. BUH 96 FLAR, WFIEFREE, BN S0 pl FeEeandE, KA
AR BRI GBI, 23t 6 MRE A B R EME 300 pg/mlf pHrodo
R (Thermo, Cat#225612) % 12 pg/ml (pHrodo I IRE R 3 ng/ml); KELEH
BRI SA SRS R pHrodo W7 1:1 IBE¥S (30ul:30ul), EZREBLET
30 min; H 50 pl R HT A pHrodo AR MMM 96 FLAH, 37°C. 5%CO: ¥5%
24 h; BUH 96 FLAR, FHEEE, LH PBS HEk 1k, &FLIIA 100 pl # Trypsin-
EDTA (0.25%)EL4 i, B 100 pl BEEFESM, B BMBEKITHBUS,
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FACS AL, HdE4H: S Median YL-1H {8, )5S A GraphPad Prism 6
B, 5 ECs, SRWE 6 i, ARWAGWERE T SWITHE KT LD HEE
¥ (Fli ADC 5 #1 ADC 9) ¥ EBBIF 40 W 735 .

£ 6: ADCHRAFTHE RN LR

ADC ECso(ng/ml)
NCI-N§7 HCC1806 HCCS827

ADC 5 7.984 10.91 9.835

ADC 9 8.649 18.94 10.65

4. Hi A\ B7-H3 B 1E B2 ) 4 4 20 B 5% B dr

F Trypsin-EDTA (0.25%) (Thermo) W HILMEEEAE KR A375. Calu6-B7-H3
1 USTMG-B7-H3 20 i 3574, I 58 238 77 35 40 70 VA B 4 2% B &8 1x10%, 5% 10, 1x10*
AN/ml, AN 100 pl 43 2R E] 96 FLARH (4HIECH 5371 % 1000, 5000, 1000
9L, ¥ 96 IR E T 37°C, COHRFBFAEWERFR 24 h. XATLEERERRE
Frill ADC, #¥RJE 3333.3 nM &R, 4 REEEEMEE, FEiH 12 MRE A X 100 pl 74
BT I ADC JIA 96 FLBLH, 37°C. 5%CO:2 555% 4~7 K. BUH 96 FLIR, 5170 20 p
CCKS8 i, 37°CHEH 2~3 h, FHBEARAT ODssonm 18 51H, A5 FA GraphPad
Prism 6 ¥4, 5 1Cso, ZBRWE 7 Fios.

R 7ADC AN i R 4 R
ICso(nM)
ADC Calu6-B7-H3
A375 U87MG-B7-H3
ADC 5 0.4753 0.2529 0.08650
ADC9 2.638 0.3282 0.09748
ADC 2 28.52 148.7 30.15
ADC 8 11.25 52.51 14.48

HERER, KRPGWERTHEWAHENIELGBRYS THEHEEESR
R .

5. 248890 AN B ELZ5 4 HCC1806 5 2 Py 25 20k

ANALIEBRRE 41 HCC1806 (ATCC) , ¥4 4ER RPMI1640 3555 i 10%
JAEME, T 37°C. & S%CO ERMBARMAPER. DHBERBERYN, B
FRWBAT S EARRI S, WEMMBIE . FRANRAM)E R R T#M 2x100 4
HCC1806 4, ¥ T 0.1 mlPBS. P EREKES 100~200 mm® B, 5
ARSI RN R, BIRDRAREME GRS s EREN A 6 4, T4 6
R, BEBESRRAEZHDARI LA 10 mg/kg, DARS AZ4: 5 me/kg). A
JEER 2 RNEMBE ARG E, BALERILES.
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F# 8 2#8890 R EMEBEZ YN HCC1806 4H i yed RAR AL i 97 3447

25 & Vreo(mm3, Ves2(mm3, ToGI P
(mg/kg) mean=SEM) mean+SEM) (%)
70+ .
A EK / 150.56+12.13 38 73"2 1032 / /
ADC 11 5 151.62+11.10 819.27+346.44  80.29*  0.032
ADC 5 5 151.51+13.21  6.10+3.98 195.97%%  0.007

E: P<0.05, *P<0.01, *P<0.001 T RE5BHHMELE R EER.

GRETR: KHAPRGBERE, WRERK. BREA)E 95 K, ADC 5 A/h
RMEEEER. RAARHAYER THESYIHENREANERYEEHERK

5 MUEEIER .
6. NEFIBEFEBELZI Y HCC1806 #5725 306

N B BRI 40 L HCC1806 (ATCC) , B34 1F A RPMI1640 352 E F N 10%
JR4FIMLIE, F 37°C. & SUCO ZRMBHRAPER. YARERBEKYN, B
RBHATZFEAERNE, WEARETH. SRAREWNERLE TN 2x108 4

10 HCC1806 4, &¥FTF 0.1mlPBS. fFFIMEARAEKEL 100~200 mm?3 B, FIk
RS AN BUE RN R, B RARSE MRz Wik ERENL R 12 4, |4 6

R, BBKEFNLREY . RYEEH 2 RUEMBEERANGE, BEERNLE9.
R 9 HiARBBZG YA F 7 B HCC1806 4 fiu i /83 RS AL 1197 35 i

- R VPOmm3, | VP27(mm3, | TGI | ..
= (mg/kg) | meantSEM) mean+SEM) (%)
AR IK / 172.26£16.70 | 2984.81+647.24 / /
ADCS 5 172.5313.65 | 44.57:7.16 | U417 1 o001
ADC 9 5 172.94x16.05 | 75.1227.55 | 15636 1 ¢ 991

E: *P<0.05, “P<0.01, “P<0.001 RARREHRBEHMELLEEEER,

15 £RER: ADC 5 5 ADC 9 A AEERIFNZAN, BABRBERE, WZHER
7, REARBHAYERETAEYITHERPUE Y8 B 2 55 8 i e s /6 H

PAR REFH R &k
7. REGIAREERZ Y NCI-N87 L5 25 30k il

NEJEYHE NCI-N87 (ATCC) , ¥EFR%A N RPMI1640 B3 78 & m 10 % ff 4= fu
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i, F37°C. F5%COZRMIBFRE PSR, Y4l ERBEKPN, BUSFHBRHE
ITXEAERIE, WEMAMRIF TS & R/NRAMNE AR THEM 5x10°4 NCI-N87
4, SEFT 0.1mlPBS EFEKP. HPFHHBEEREKEL 100~200mm’ i, 5E
RS ANBUE R AR, FRD RARE MR R s ik ERENL 0 A 8 4, B4 6
R, BBKENSH, QW BEPR. KA EERH 2 RNEMBERMEE, AASR
L 10.

£ 10 A FEFiiE B4 NCI-N87 4 i 1 e AR LI 7 3050

&

VP0(mm3,

VP42(mm3,

TGI

2 (mg/kg) mean=SEM) mean+SEM) (%) P
A B ERK / 119.85+11.01 | 1351.59+211.29 / /
ADC 3 10 120.2749.29 | 875.71+114.43 | 38.67 | 0.0758
ADC 11 5 119.98+9.38 | 688.71+105.48 | 53.83% | 0.0186
ADC 5 5 118.93+10.37 | 532.12+102.51 | 66.45** | 0.0058
ADC 9 5 118.90+7.18 | 474.09+121.07 | 71.16** | 0.0048

H: "P<0.05, “P<0.01, *'P<0.001 FRE5BREHMLEEEER.

GRER: SEHAPIRBERE, WRERE, RPALRUEGHEETFILED
B )& O PR 25 AR Bk ) B I R i I e AR DA R RIF I 22 2tk

8. FiA B7-H3 HiikBECZW 5 Fe A% &I ER N

FH ForteBio( Pall life sciences A& | 2#8890 FiikBEEZ Y 5 A\ Fe /K E H CD16a.
CD32a. CD32b. Clq. FcRn Z13&EM 7. B FEIT : 78 PBST B+ A SA Sensor

(Pall life sciences) 73 A MRFF WA RES, H PBST BRFMHk RABBDHRE
B IAUE 5000 nM FF 2 R 7 MRE R, 46 B I 18 45 R 1E Data Analysis
1.0 AT, EH 1:1 K=, global fitting, Y45 RH#ATHT, RBEEHE., #
B R KRR EH, SRWE 11 iR
R 11 Hilk ZARERY S & Fe ARG MRl

ADC Fe Z24&EH KD(M)
ADC 11 FcRn 1.07E-08
ADC S5 CD32a NS
ADC 5 FcRn 1.45E-08
ADC9 CD32a AL
ADC9 FcRn 1.5E-08

HRRYE, ARPHYERETHEYUFIHENTNBENBEDARGE S Fo 24
CD16a. CD32a. CD32b. Clq EH, WK Fe ZBNBHIERRER G, REEY
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A, FNXEEEDRE T FcRn EALEEN, AEWAMNLIEY.

9. BEHEEZRFKERATFTHA BT-H3 HAMBEEYE MEF EHiE (Tab) |
ADC. Payload X3 /1% 5t

% H ELISA fl LC-MS/MS J7i%RK#T R B MmEH ADC (ADC 5. ADC 9) .
BHik (TAb) . Payload i€ BN . ADC (ADC5. ADC9) FLEHifE (TAb) F
15 B bR e i 28 2 B VS E 08 11.72~3000.00 ng/mL, Payload 75 1% £k T8 BN 0.1~40
ng/mL. ADC (ADC 5. ADC 9) MEHE (TAb) FiE¥IKHA B7-H3 EA/EAMHIK
BA, ST 96 FLEEARR S, BEJ5 B Hi/E (Tab) {8/ Goat Anti-Human IgG-HRP 1
APHiE; ADC (ADCS. ADC 9) N%&)543 7 Anti-Toxin mouse antibody
Goat Anti-Mouse IgG 1E A% —HiEMANFifE. EIBTRONERETER, T
SpectraMax i3x (Molecular Devices) BEAR{X_EIRE, KA 4-P SHIEME H R Hi £
HHEHSHEAKRE. ADC (ADC 5. ADC 9) FLEFEK (TAb) KE SHENIRE
EEMX. LC-MS/MS Eid & LC 30-AD BH RS BH SCIEX QTRAP 5500+
(SCIEX A H) RN, RAMESI BFAFTR, SBMERMBEMER (MRM) 43
Wro Hb @ik Xbridge C18 50%4.6 mm, 5 pm, ZHWHLEY 1-10 BFXA
510.2/435.2, HmETAEMEHZBE#HITEORE. FR: SBERZREBKEHS T
ADCS M1 ADC 9 J5, MRERER, APENLGYEETIEWHH AR ADC 407
(B0 ADC S & ADC 9) 4RI R EF 2R3 Jy 245t THREHH B ARE, HE

R 12 ADC R IR BKEST 50 mg/kg J5 MiEH TAb ZHKSH

,ﬁj\:iﬁ T1/2 Tmax Cmax AUCO-t AUCO-OO Vz CL MRTlast
A H h pg/mL | h*pg/mL | h*pg/mL | mL/kg | mL/h/kg h
ADCS | 126.16 | 0.08 727.25 | 46406.21 | 79399.78 | 117.81 0.68 64.31
ADCY9 | 16144 | 0.50 | 1179.45| 97998.68 | 188256.01 | 61.87 0.27 68.33
R 13 ADC RRERKIES S0mg/kg 5 MiFH ADC MRS H
ik | Tiz | Twmax | Cmax | AUCo¢ | AUCo Vz CL | MRTuast
5 h h pg/mL | h*pg/mL | h*pg/mL | mL/kg | mL/h/kg h
ADCS5 | 113.80 | 0.29 731.80 | 50982.95 | 81318.16 | 102.58 0.66 62.92
ADCY9 | 145.63 | 0.29 | 1242.45 | 95874.14 | 174007.67 | 60.21 0.29 67.38
% 14 ADC KR EBKIE ST S0mg/kg J5 ILiE & Payload 25K 3%
@hiﬁtﬁl T1/2 Tmax Cmax AUCU-t AUC()-OO CL F obs MRTlast
) h h ng/mL | h*ng/mL | h*ng/mL | mL/h/kg h
ADC5 110 0.083 3.03 99 157 347008 57
ADC9 90 0.083 8.20 96 119 422692 36
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10.ERAHHFTERAR

HEEAHEUHRROFEABREKESN ADCS M1 ADC 9 WAZE 4 KINEREFHH

AR ILE 3N, 1 R/AEMER, R EKESN 4T 30 mg/kg ) ADCS. ADC
9 DAKAFE K (AF: 10mL/kg) , BASH 1R, HHEH 2R ZEREHNER 50
mg/kg ] ADC5. ADC9 L RAEEK, BAKLE 1R, L5 2 K. KKP, KR
AR MAHRFE T EMISE . ADCS BAHAL W NI EHMR. FE. EHKRE
EIMENBERC. BHET L WBC. NEUT. LYM. MONO [{%. ¥ i RBC.
HGB. HCT (1%, FGB Ft&, WMEHAEWRE S . ADC 9 L5425 18w Wit
BTHRE . ERRT W WBC. NEUT. LYM. MONO F4{X#1 FBG T+ & . 1= 1 FBG
F&+ RBC. HGB. HCT [Efik. EME, BREHRBARIIENEMMEE, Hib
BEYERBE &S . ERALRFGT, SEBREH 1R, %2 8, HKES 30 mg/kg
) ADC 5 f ADC 9; FEfSR&ENE, A 1 &k, EL 2 FH, #KEH 50 mg/kg K
ADC5 fl ADCY. iAW INZ . REL™EHZENE (HNSTD) 5 50 mg/kg.

11. FiiE-Z5 B BRI/ R T RAE A b i) s AR KA

SrREE ER TS S T R TREAILESHRELM HCC1806 /MR CDX HEEEH
AR ADC HIBIF], A 2 REMBEERMsIMEERL, HEARRH ADC XN
AN HNE b

LEENY): Balb/c Nude /N RO 2 RAEDFIE AR AH)

MM ER: AFLRBRREHN HCC1806(ATCC)

UG TV

F4& 10%05 4 MiE K RPMI 1640 35329, £ 37°C, 5% CO2 414+ FE: 7% HCC1806
YA, WETREAE KN HCC1806 4, PBS EREZIEAWRE, BM T MM Balb/c-nude
NEE TSRS R . R PR 200mm® A I, ARYE IR R/NEENL >
It Yy, U RIGE R BRI : BEHEXT A (RNEA X B, Vehicle 4): 45T 0.9%
Nacl J£5¥; ADCS: BZFIEAN 3mgkg; ADCY: AZFIEAN 3mg/kg; ADCI11: 4
ZiEA 3.16 mg/kg 4; ADC 17: HHFIRAN 3.32 mg/kg. FHRABHIKEN (),
7E Day 0 2525 34825 1 IR R4 5 A 2 INE/N R 45 E DK AW R RIVERE KEM
R, RO T HEARTERRER: V=0.5axb?, Hfaflb HHRTHEHKE
MR, SRUEZICFEIHPILTIENR.
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FH LT AR THE MR A KINH R TGI (%):
Vr>V1o,TGI (%) = [1-(V1 %-V10)/ (Ve - V)| ¥100% EX V1 x<V10,TGI (%) = [1-(VT %-
Vr10)/ Vo] *100%
Hep Vi d8 7T SR A R IR A AR E
5 Vro: YR IT 445 25 46 i Bebydd i AR 35 1B
Ve s BT HR 40 ST H0 46 SR A o AR 5 1E
Vo: B X HEZHL25 24 FF 4R I BB AR AR 351
KA LT AR E AR X HEEE T/C (%):
T/C = (V1 %/ V1o)/(Vc x/ Veo)o
10 A K ADC 3 HCC1806 SUM S K /R ASHBAR A 69N 78 £ KIpFI/E R 2
F. £F 14 X, 5 Vehicle Z848tk, AKX ADCS, ADC9, ADC 11 fl ADC
17 89898 A K% F(TGDR A A 96.68% - 98.50% 82.61% 86.69%, 53tH&
WAL EABERER., A PALLHFALHWATREEZRAMWKRER
&, ALARGEHHERRE, NEIFTAKA ADC & RIF, BAREZER L
15 %k 15,

% 15 RE RS 1832 HCC1806 20 i 78 [ARR 64 57 0 H7

Day 14
iUk ‘ 3
48 %) ¥ 9B AR AR (mm?) TGI T/C PiE
(mg/kg) B

(x=SEM) (%) (%) (vs.Vehicle)
Vehicle - 1274.42+80.85 - - -
ADC 5 3 218.24+57.69 96.68 16.99 0.0000
ADC 9 3 201.74+45.01 98.50 15.42 0.0000
ADC 11 3.16 370.35+41.88 82.61 29.12 0.0000
ADC 17 3.32 329.35+72.16 86.69 25.40 0.0000

TE:TGI AMEAKMHIZR, T/C N g EE.

20 12. FUBZEYIBBRY XS4 S A0 i v ) #0548 B
(1) ZAEEEMR: & o R A A P53 B35 77 MR 41 e NCI-H1975. HT-29, A%
EEvELafe, BOBEBMMITE, HERAKREAESHIREBITER. Mg kRIE
WK 16.
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R 16: R 41 R VR

20 i 2 7R frb Jeg R A KB
NCI-H1975 N\ i i 96 248 M EAHME A
HT-29 NG Hh [ S Bt 4 i

RO NS EEfS, BB EERE, BRBEIFRIEEGMEEY ADC 19 IIAF
RSP, TE 96 M.

A aH TS PE R I - 0 B &5 RS , §FL N Cell Counting-Lite™ 2.0 X7 ( Vazyme/
EMERE) S0 pL, BRIRBIRS, KM 10 min 5 AT TR, BRI (J7K: BMG,
715 : PHERAStar-FS) 2%, B M A Cell Counting-Lite™, &40 7FEF
RB/EFR RLUFHREASHEWREFRAREGT R RLU. 4MMHIF=1- (F&
RLU-% & RLU) / (a5t RLU-E¥ & RLU) x100%, ZEIISHRAIE ML,
THE ADC 19 HEZEPHIRE (ICs0).

ADC 19 X} NCI-H1975 40l & 09 L BMH W E (ICs0) 5.00 pg/mL; ADC 19 X
HT-29 408 R L HIDHIWRE (ICs0) 4.56 pg/mL.

FERUVPEARR PN AW EREFE R R G ERY (Fln ADC19) BF ¥
1) fieb B 4t O R A A

13. Hi A\ Her2 Hiis{BELZ5Y7E NCI-N87 HLR ) 25 350k Yl

FIE 10%B6 4 35 ) RPMI1640 35 723, 1E 37°C,5% CO: %M T H#5% NCI-N87
Y H. AR AR K HI Y NCI-N87 41 f8,PBS E B E &AW E B T M1 Balb/c-nu
AN R B B A A R SF K AR 4 160mm3 2 A B AR 9 R K /NBE AL 44,
MR IR < v 3 o) HR ZH (BP BA % B8, Veehicle £H),2% X B Trastuzumab-A-05 1 mg/kg 4,
Trastuzumab-A-14 1 mg/kg 21, Trastuzumab-A-24 1 mg/kg ¢, & H 1K B &k ix
F(i.v.),7E Day0,Day7 Dayl4 525,354 3 R A4 )5 EA 2 RWE/DRAEE KA
Wehr R R EMEKENERFEHRGTIHEARTERBEER:V=05axb2,HH a
b 4 HFRERMENKENER,BRUEIL T TR,

AR B ADC X NCI-N87 H & #% R B2 i) s AR KA bl AE I B3 . S X I
ZHAH H, A& /% B Trastuzumab-A-05 1 mg/kg 4, Trastuzumab-A-14 1 mg/kg Z4H1
Trastuzumab-A-24 1 mg/kg 4 (¥ 8 4 KM H R (TGD 47N 81.62%.,107.38%
61.43%,Day30 BT H LW T K& B2 3 Wik BRI, R LR AWMEER
MY IT A N R A K I A e AL S AT & 1 ADC TR 21t RIF . RIURE R R
x 17,

#17 ANBE4E NCI-N87 CDX £
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Day26
&
4515 ' BRI AR (mm3), a1 |tc |(PE
(mg/kg) - o N (vs.Ve
(*+SEM) (%) | (%) hicle)
Y] - 506.05+102.02 - - .
Trastuzumab-A-05 1 194.42+53.15 81.62 37.27 | <0.05
Trastuzumab-A-14 1 111.44+37.23 107.38 21.91 <0.01
Trastuzumab-A-24 1 270.12429.44 61.43 52.76 | <0.05

VE TG J9 MR A K 3 ) %, T/C AR R i &,
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