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BURZ R

HARGUR

AT KPR GYEEY), RESHEERET RIS PR R A Sy . A
R IS I TR AR B IAAE 6] 2% B T FRB R0 ST RE 2 A I &
BREAR

PR ZYB Y (Antibody-Drug Conjugate, ADC) ZZ5& T BT HPUER & B Al i S 25 1)
EAAETER —2 250y, HorhiR T MR ER o 5 i 2 25 R i b R Bk R oy . B AT Ekva
W EH ZE D J\GRADCE ) L1, H A brentuximab vedotin. polatuzumab vedotin Senfortumab vedotin {44
BB AL SCD30. CD79b5Nectin-4, trastuzumab emtansine Strastuzumab deruxtecan [R5
XTHER24E 55, gemtuzumab ozogamicin5inotuzumab ozogamicin IR SR 4343 Bl &t % CD33 A1 CD224E £,
sacituzumab govitecan IFUAHE /3 4E A TROP2EE 5 . 1 NI & 254554, brentuximab vedotin. polatuzumab
vedotin Senfortumab vedotin % A 1E A TS I BRItk 7128 Cauristatins) #EZ 7T, trastuzumab emtansine
KRERA TRER S K2 (maytansinoid) B2 7) T, gemtuzumab ozogamicin 5inotuzumab ozogamicin f
FITEF TDNAMRHEZZ (calicheamicing) 7T, W LT ¥trastuzumab deruxtecanflsacituzumab
govitecand3) K F E WL 55 2 70 F . ME N 0] 823k &6 47, trastuzumab emtansine R F A ] W42k, FIRADC
2y AR BRI R Sk

E A% (Camptothecin, CPT) FA KT AEVNEL 4 & TN BEIN R ESUIP RS, HXHRZ
JR R R I T R E NG AT IRCPTAE 2 ke, BB AR ER T ZFCPTHTAEY, H
hERRRBLE R (CPT-11) A/KIEVERIRTZS, O T B EERIRIT . RMCPT-11#E/K Y 2
ZHRTR IR S A R N TR M TZ AASN-38 (GRD), X — AL BRI AR, SN38A & N i TR 2=
ARG KW EBE (RID GECBA4: exatecan) N B —FUKBEMMCPTHT Y, W27 &K NPT
e 254, (H 220045 CUT 1B R, HA TR Edd R A BT IEL, 598, SIE AL E R KK SN-38
FAEG, ARV B HE R Fh 4 5 R B LA 0 1 B

ADC KZGWEEE T WM /N T B 8 A RE RN PR R 52 i gd 40 M B s B v A SUEELA A, 4 BT RAF
TEFF R FT LU 38 238 BE B U 82 ADC 2900 75 3R o
KHEAR

7E—NJ7H, ABRFRA TSI 25 Y B B s 25 2 LT S B L, B
BB Sk B A IS 25 0 P i A RS i

FE— AT, A IF R A T —F B ERAL-(L-Un I F A 25 W (BB H 25 5 B T 52 10 Eh BA 7L,
B, HPAbRIPUATESY, LERERTS, URRHBELYTS, ik E1E 1000 B8/ .

TE—ANJ7 T, A iE AL T — B A @ 8 Ab-(L-Un B4 2 M B e 25 5 T2 i Eh s 4k,
1, HhAb (FiikEy) T LN SRS ISR CEFE MR S BUR A g A e R, R HUR AT
LI ) AR AT L AT T e T 9 2 e 7 RO E s, R4 er Lk H HER2 . EGFR. CD20. CD30. CD33.
CD47. CD79%. VEGF. VEGFR. MET. RET. PD-1. PD-L1%.

TE— RS2t 7 &, A HEIR M T — MR A B RAL-(L-Un iR 25 B B B L 252 F T332 1 $h Bk
WY, HPAb (FiREE) B ATLUMEMK, B adE — AN el ANE R A . BN .

TE— RS2t 7 &, A HEIR M T — MU B RAL-(L-Un A2 BB B 252 E T332 1 $h Bk
WA, HAhPuATR > Abf e E Rl R 45 S HER2 M Hidk
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Ytk iAo Aboy il Z R, R NRSIIRI 1.
RS1 HhZIRHPUF I

T A X | EVQLVESGGG LVQPGGSLRL SCAASGFNIK DTYIHWVRQA PGKGLEWVAR
IYPTNGYTRY ADSVKGRFTI SADTSKNTAY LQMNSLRAED TAVYYCSRWG
GDGFYAMDYW GQGTLVTVSS (SEQ IDNO: 40)

#HCDR]1 | GFNIKDTYIH (SEQIDNO: 44)

#EHCDR2 | RIYPTNGYTRYADSVKG (SEQ ID NO: 28)

HHCDR3 | WGGDGFYAMDYW (SEQIDNO: 29)

2445 [X | DIQMTQSPSS LSASVGDRVT ITCRASQDVN TAVAWYQQKP GKAPKLLIYS
ASFLYSGVPS RFSGSRSGTD FTLTISSLQP EDFATYYCQQ HYTTPPTFGQ
GTKVEIK (SEQIDNO: 39)

#%%5CDR1 | CRASQDVNTAVAW (SEQIDNO: 30)

#%%ECDR2 | SASFLYS (SEQID NO: 33)

%5 CDR3 | QQHYTTPPT (SEQIDNO: 32)

FE— LBt 7 GE v, A B PR A A 38 ON Ab-(L-U)n e A 25 MBI Bl L 24 2 BT H 32 1) Eh B 714K
Yt PR o> Ab A Z R, B NRS2HR .
RS2 W ZIRHPUF S

FiEn A X | EVQLVESGGG LVQPGGSLRL SCAASGFTFT DYTMDWVRQA PGKGLEWVAD
VNPNSGGSIY NQRFKGRFTL SVDRSKNTLY LQMNSLRAED TAVYYCARNL
GPSFYFDYWG QGTLVTVSS (SEQID NO: 37)

#HHCDR1 | GFTFTDYTMD (SEQIDNO: 45)

HEHCDR2 | DVNPNSGGSIYNQRFKG (SEQID NO: 46)

HHECDR3 | NLGPSFYFDY (SEQIDNO: 47)

kg4 X | DIQMTQSPSS LSASVGDRVT ITCKASQDVS IGVAWYQQKP GKAPKLLIYS
ASYRYTGVPS RFSGSGSGTD FTLTISSLQP EDFATYYCQQ YYIYPYTFGQ
GTKVEIK (SEQIDNO: 38)

%45CDR1 | KASQDVSIGVA (SEQIDNO: 48)

%45ECDR2 | SASYRYT (SEQIDNO: 49)

%%CDR3 | QQYYIYPYT (SEQIDNO: 50)

ST R, ABRERM T RAEER Ab-L-Un MBUAZ MBI L 252 L ar a2 i
AT, HAPuRES Ab G5 BN R R 25 & HER2 A 40 ) HER2 ) ECD4 E£AIHIZE—
VRGN, FiRE PR S B ES VH M VL ) scFv, Frid VH B4 K30 ®R48, F/E0riA VL
B F53 57, fE—2esi 7 =R, Frid VH FHIH 05 30 A B M K S8 AR & 52, Bl E.
FE—SesiE 7 =, AT VL 540 58 53 M EIEMR M F 578 Jy o P S IR sl itk 2R IR, 7 4m Y. A
R. A, scFv Al E&s# N7E SEQ IDNO: 1 FRMEERT 5+ B K30 F=AF/= F53 AT 41,

AT, AHFRA T —FEG R Ab-(L-Un BIFAZ VBB H 252 E T2 10 Sh 5a 77
W, HPPRE D Ab B8 B A R4 & HER2 A4 _F ¥ HER2 ) ECD4 A7 — iR &5
B R B, RS PR E FBON scFy, Frid g —Pussds & - BL B4 HiE CDRI. =4 CDR2. EHf CDR3.
%55 CDR1. %% CDR2 %% CDR3, firif &% CDR1. &5 CDR2 M & CDR3 2%, & SEQ ID NOs:
27. 28 F129 R MR T5), Fik#5 CDR]. #4F CDR2 fi%4E CDR3 43 %64 SEQ ID NOs: 30.
34 TN 32 s E L ER P4 Horb SEQ ID NO: 27 fiun)¥ 41y GFNIX,DTYIH, X, A K 8, E; SEQID NO:
34 FiR TN SASXILYS, X A FH Y.

AT, AHERME T —fAEGER Ab-(L-Un BIPUAZ VBRI H 2525 E AT 52 i S 5ia 7
14, HhPikEEsr Ab B8 B BA% Rtk 45 & HER2 Tk ¥ HER2 ) ECD4 F A7 5 — P4
G R B, RS —PURE S BON scFy, FTid s —PuEsgs & 7 Bt & HEiE CDRI. EHE CDR2. EHf CDR3.
%455 CDR1. #%% CDR2 %25 CDR3, frid®4% CDR1. E5 CDR2 flE%% CDR3 2%, % SEQ ID NOs:
43, 28 129 A RE IR T4, Frid%sE CDR1. %% CDR2 424 CDR3 4562 SEQ ID NOs: 30.
31 F0 32 B E R T4

E—ANTH, ARERME T —FAEGER Ab-L-Un MR Y ERrs L 255 Ll 852 i Sheis 1
1, HhPiRE Ab G5 B4 BA% R HIZE & HER2 2054008 /¢ HER2 () ECD4 2005 — iR 4
EH B, RS —PURSE F BN sefy HikH
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i TR DRGSR ESEE DX MM X, ArRE AR X et a2 X 4 A6 SEQ ID
NOs: 41 142 FisfIEEBIT 5, 5

i TR —PURLE S v B A S B A X R ] AR X, Frid 8 5 il AR X FnFe s vl AR X 73 B & 5 SEQ
ID NOs: 41 fl 42 Frn AR 7712 A 20 80%F — M RIE /751

H SEQ ID NO: 41 Fin/F3109:
EVQLVESGGGLVQPGGSLRLSCAASGFNIX,DTYIHWVRQAPGKGLEWVARIYPTNGYTRYADSVKGRFT
ISADTSKNTAYLQMNSLRAEDTAVY YCSRWGGDGFYAMDYWGQGTLVTVSS, X, N K 5 E;

SEQ ID NO: 42 fiiF4lH:

DIQMTQSPSSLSASVGDRVTITCRASQDVNTAVAWY QQKPGKAPKLLIYSASX;LY SGVPSRFSGSRSGTDF
TLTISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIK, X, NFE Y.

AT, AHERM T —FAEG R Ab-(L-Un BIFAZ VBRI H 2525 E T2 10 S 5a 7
1y, P EBy Ab A8 B BA% S h4E & HER2 A4 ) HER2 #) ECD4 XK AT —Hi RS
ER B, RS —PURG S F BN scFy, FTRE—PRE & B S ERE A X fisE 45X, FridE s
AJ A [R5 55 AR [ 23 51 6, & FR9E SEQ ID NOs: 35 1 36 FiRIE LT .

TE—ANJTH, A B FRA T —F A ERAb-L-Un A 25 VBB s H 25 4% L AT B3 i s Bis 714k
4y, PR ALVE S M H AR S 4SS HER2FRIA MM - HER2 I ECD4RN 3 — PR & & B
AR — PR 4G B NscFy, P s — iR 456 Fr By VHATVL AN - sy Bl C- A iy 4% FE 40 R B HEF -
VH-linker-VL.

FE— AT, AR FRA T —F A ERAb-L-Un B A 25 B me el H 254 L T 85 i SR Bis 74k
My, Hrh PR E S AR AL B ELRR B M i 45 S HER2 KA 41 i FHER2IECD2 R AL 4E —Hi i 454
B, FTidsE —PuR LA v BONFab.

AT, AR FRA T —F A A @8 RAb-L-Un TR 28 B mem el 2 242 L my 852 i SR skis 74k
My, Hrh PR E S AR LS B B B PR i 45 S HER2 KA 4 i FHER2IECD2 R AL 48 —Hi i 454
B, FTRE i 44 F BoyFab it H 4 B55CDR1. HAECDR2. H/ACDR3. #%CDR1. #4#CDR2
F#%CDR3, A EACDR]. HAFECDR2AMEFECDRIZS HEESEQ ID NOs: 45, 46147~ & M
75, FriR#5ECDR1. #FECDR2AIZFECDR3 AL SEQ ID NOs: 48 49FI50FT/RMEEIRIT .

FE— AT, A BIF R T —Fh B B Ab-(L-Un B AR 20 BB sl He 2 2 B AT 52 i Sh sia 7)1k
Wy, HPPiRERS AbID AL S AN B B 45 S HER2 A 40 THER2fWECD2 R AL IR 4 — 3 i g6 1
B, iR PR SSE A BONFab R BB & B el DX MissEal AR X, Ak & 5% 0l 48 X 42 55 0] 45 X 451
14 SEQ ID NOs: 37HI38F RN E BT ).

1E— S8 BRI Se i T 22, A IR 1@ XN Ab-(L-Un B R 25 0 (B B 25 2 b T a2 i 2h
WFA A 3R TR Ab N R S3 T A%

RS3 RPIMEPUA Y TR B 2 2 F T S ) dh B T I K LA B A

2R | UiLAH FPEEE B F PR ERB
(MR Kabat i 5 R 4)
/ BRI A ECD4 ECD2
TR scFV Fab
JREF 5 fl R e 2 2R ht
1 75 AR VL: F53Y /
2 lER VH: K30E /
3 JF AR VL: F53Y /
VH: K30E

FE—NJFIH, A B T —F B @R Ab-(L-Un PR 25 VBB YIal e 25 2% b o] 4352 i 2 slva 74k,
4, HpPuR o AVE S 55— PR & K BOR/EE RS & N BUOT R MR E B m e s BR R A ThAs iR,
Frik ey BRE A ThEe 4 1 CL. CHI. CH2. SCH3H M —A £ A, ai#ii. Fe.

FE—NJFIH, A B T —F B @ R Ab-(L-Un PR 25 VBB Y e e 252 b ol 4352 i 2 slva 74k
M, HPPuR o AVE S 55 —FRS & K BOR/EEE RS & N BUOT R MR E B m e e BR R I ThAs iR,
FriR S B REAAER & i CL. CH1. CH2. SCH3H {1 —PekE A, il Fe, HTFHi&CL. CHI.
CH2. CH3. Fc/y#)fitd: @ ANIgGHICL. CH1. CH2. CH3. Fc.

AT, AR T —f B @ RAL-L-Un PR 2 VBBl H 24 2 Ay 352 i SR 8kis 714k
Yy, HPPuEsaAvES 58— PR & F BRI/ PR & A BUT B BT E B R e BR R A ThAESK,
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ik e BRE AThAEEE % . i CL. CH1. CH2. B CH3F i —AE£A, Zi#ii Fe, FHPAHACL. CHI.
CH2, CH38Fc B A M B 184, ik, FriRCH3EFcE A K4 1 Z R 5 Kabatéh 5 R G 55435
A/al 436 M IR I ELAR

TE—ANJ7 I, A R T —F H A #RAb-L-Un T A ZE VBB s e 25 4% L AT B2 i SR ais 7 Ak
w1, HPPUEEarAVE S 58— PR & A BOF/EGE ZhURG & A BOT B E M I E B 1 ey B R A Th B,
TR e B E AT REE % : . CL. CH1. CH2. BCH3*[I—AEi£ 4, i Fo, HAARFc2 s
F—FcZMME —FcZ Ik —%KFe, B—PRLAHHBESE —FZ T BERES:, £ _E4EEHE
5% ZFcZ BT e g

E—ANF T, A R4 T —F B A @ RAb-(L-Un TR 25 B B e e 252 T a] 3257 i Shaliya 74k
Wy, BB AvELE 5 PR & B BURI/EEE PR G R BUAT R E MR AR B X, prdtE e
X A D2 g Bk B A R AR FE 2 R s AR X, BRI B A CL. CH1. CH2. F/3CH3
e P — AN A, E s, IRl RIS I AR TR K AT B B, E e X ] LR
HAGEREAWIEZX, WEAIeGL. IgG2. IgG38egG4, 7E—tesziirh, {852 X AT LLRG &M LLikE
HA TN T IR RE

E—NJFH, AHRFRM T —F B A @ RAb-(L-Un PR 25 WE e el e 25 2% T4 2 1) S el s 711k
W, HPPREaAVEE 58 —PURS & BOR/EEE PR 4 & Fr BOr B E M E B B BR AR A T B
BE 4R, BIHFe, EARIEFHIERIRFFIFc X AR AFcX , Ferl LI AFciniyi HIgGl. 1gG2. 1gG38KIgG4,
Ferl LLEG 1846 DL KA S8 FIhREMBE 7, B, 7E—Sstiy £, Fridg 3L B E &M Ulknob into
hole. H435R. Y436F. 27 iM%, 1E—4estji 7 &4, DL R &2 knob into holef) 2757 i GLF% 5]
HY349C. T366S. L368A. Y407V. S354CHIT366W2,

E—ANHE, AHFRME T —FEAERAb-(L-Un PR 2 S B el i 2525 E a8 52 1) $hel s 7 ik
M, HAPPRE S AVE S 55 —BURE G R BOR/EGE ZhUR A G BT R E R B AL R LS
TR, FRERANESE —Fe 2 MME _Fe2 i) —KFc; £y Zh, Fridp) = RFcHA &M,
TE—SSjE )y P, “RFcHEAH435RI/ELY436F, ZEMir LA T3 —FeZ ik, 2B _FeZ TR 4%
LIk by BRI B, —RFcHAHA35RIAV/E Y436F, GBI K AETE—&Fc 2k b, TA
KRS —4&FcZ ik b, i Ed, —RFcHGknob-into-holef) ZAFNL £, HIIAY349C. T366S.
L368A. Y407V. S354CHNT366W4E; TE—Lsjiidy &, —RFcl—48E LA T366WHI/ES354C, H7
— A B Y407V, Y349C. T366SE/MIL368A.

E—ANF T, A G4 T —F B A @R Ab-(L-Un IR 25 B B e H 252 | AT 4257 i 2halia 704k
Yy, HPPuREaAvh M IUEREMEDUA, A5 BESEQID NO: 11HMFFIMESE. H5SEQ IDNO:
135 M EEE A S SEQ ID NO: 15/ 4 h 4% .

S BRI SE T R, AR REE AN Ab-(L-Un PUAZ Y BB el 252 ERr a2 &
BIAFLYIRIBUE Ab BB 0k S4 B

FS4 AR PUR 2 Y (R A B L 24 2 T AT 257 0 £ sl s Ak M PR R o

k) Yi BERITH
& B
chrl | GFNIEDTYIH (SEQ ID NO: 43)
EEDRz B | RIYPTNGYTRYADSVKG (SEQ ID NO: 28)
Expi EEDB # | wGGDGFYAMDYW (SEQ ID NO: 29)
Hor2 ?;i’f 56 o7 2 | EVOLVESGGGLVQPGGSLRLSCAASGFNIEDTYIHWVRQAPGKGLEW
me | T VARIYPTNGYTRYADSVKGRFTISADTSKNTAY LQMNSLRAEDTAVYY
SER é* FVE)&L CSRWGGDGFYAMDYWGQGTLVTVSS (SEQ IDNO: 35)
SC 2
2-2 %Bm o CRASQDVNTAVAW (SEQ ID NO: 30)
% i3
CbRy | SASYLYS (SEQ ID NO: 31)
—
# B gonyTTRPT (SEQ ID NO: 32)

CDR3




WO 2022/033578

PCT/CN2021/112462
5

AE T A2
X

DIQMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPKLLI
YSASYLYSGVPSRFSGSRSGTDFTLTISSLQPEDFATYY CQQHYTTPPTF

GQGTKVEIK (SEQ ID NO: 36)

anti-Her2-scFv-VH-
K30E-VL-F53Y-Fc

EVQLVESGGGLVQPGGSLRLSCAASGFNIEDTYIHWVRQAPGKGLEW
VARIYPTNGYTRYADSVKGRFTISADTSKNTAYLQMNSLRAEDTAVY
YCSRWGGDGFY AMDYWGQGTLVTVSSGGGGSGGGGSGGGGSGGG
GSDIQMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPK
LLIYSASYLYSGVPSRFSGSRSGTDFTLTISSLQPEDFATYYCQQHYTTP
PTFGQGTKVEIKGEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTL
MISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYN
STYRVVSVLTVLHQDWLNGKEYKCKVSNKALPAPIEKTISKAKGQPR
EPQVYTLPPCREEMTKNQVSLWCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYT
QKSLSLSPGK (SEQ IDNO: 11)

I
B
wE o) S

~
=
(=}
=

A
X

EVQLVESGGGLVQPGGSLRLSCAASGFTFTDYTMDWVRQAPGKGLE
WVADVNPNSGGSIYNQRFKGRFTLSVDRSKNTLYLQMNSLRAEDTAV
YYCARNLGPSFYFDYWGQGTLVTVSS (SEQ IDNO: 37)

Ak A2
X

DIQMTQSPSSLSASVGDRVTITCKASQDVSIGVAWY QQKPGKAPKLLI
YSASYRYTGVPSRFSGSGSGTDFTLTISSLQPEDFATYYCQQYYIYPYTF

GQGTKVEIK (SEQ ID NO: 38)

anti-Her2-domain2-

HC-Fc

EVQLVESGGGLVQPGGSLRLSCAASGFTFTDYTMDWVRQAPGKGLE
WVADVNPNSGGSIYNQRFKGRFTLSVDRSKNTLYLQMNSLRAEDTA
VYYCARNLGPSFYFDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGG
TAALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVLQSSGLYSLSSV
VTVPSSSLGTQTYICNVNHKPSNTKVDKKVEPKSCDKTHTCPPCPAPE
LLGGPSVFLFPPKPKDTLMISRTPEVTCVVVDVSHEDPEVKFNWYVD
GVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKCKVSN
KALPAPIEKTISKAKGQPREPQVCTLPPSREEMTKNQVSLSCAVKGFY
PSDIAVEWESNGQPENNYKTTPPVLDSDGSFFLVSKLTVDKSRWQQG
NVFSCSVMHEALHNRFTQKSLSLSPGK (SEQIDNO: 13)

anti-Her2-domain2-

DIQMTQSPSSLSASVGDRVTITCKASQDVSIGVAWYQQKPGKAPKLLI
YSASYRYTGVPSRFSGSGSGTDFTLTISSLQPEDFATYYCQQYYIYPYT
FGQGTKVEIKRTVAAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAK

LC VQWKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSKADYEKHKYV
YACEVTHQGLSSPVTKSFNRGEC (SEQ ID NO: 15)
& B
CDRI GFNIEDTYIH (SEQID NO: 43)
%Dm B | RIYPTNGYTRYADSVKG (SEQID NO: 28)
%DRB fit WGGDGFYAMDYW (SEQ ID NO: 29)
& 4 iy 45 | EVQLVESGGGLVQPGGSLRLSCAASGFNIEDTYTHWVRQAPGKGLEW
¥4 - VARIYPTNGYTRYADSVKGRFTISADTSKNTAY LQMNSLRAEDTAVYY
Expi | gt o CSRWGGDGFYAMDYWGQGTLVTVSS (SEQ ID NO: 35)
Ho |y i %
fs/c (scFV) | CDRI CRASQDVNTAVAW (SEQ IDNO: 30)
HER i i SASFLYS (SEQID NO: 33)
CDR2
2-3 W =
CDR3 QQHYTTPPT (SEQID NO: 32)
i 4 77 45 | DIQMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPKLLI
% YSASFLYSGVPSRFSGSRSGTDFTLTISSLQPEDFATYYCQQHYTTPPTF
GQGTKVEIK (SEQ ID NO: 39)
& 57 45 | EVQLVESGGGLYQPGGSLRLSCAASGFTFTDY TMDWVRQAPGKGLE

mﬁ?&
|
o> S

X

WVADVNPNSGGSIYNQRFKGRFTLSVDRSKNTLYLOMNSLRAEDTAV
YYCARNLGPSFYFDYWGQGTLVTVSS (SEQ IDNO: 37)
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(Fab) 424 77 4 | DIQMTQSPSSLSASVGDRVTITCKASQDVSIGVAWYQQKPGKAPKLLI
5 YSASYRYTGVPSRFSGSGSGTDFTLTISSLQPEDFATYYCQQYYIYPYTF
GQGTKVEIK (SEQ ID NO: 38)
B it
bR GFNIKDTYIH (SEQ ID NO: 44)
EEDRZ B | RIYPTNGYTRYADSVKG (SEQ ID NO: 28)
%Dm % | WGGDGFYAMDYW (SEQ ID NO: 29)
54 o7 2 | EVQLVESGGGLVQPGGSLRLSCAASGFNIKDTYIHWVRQAPGKGLEW
g | VARIYPTNGYTRYADSVKGRFTISADTSKNTAYLQMNSLRAEDTAVYY
5 4 CSRWGGDGFYAMDYWGQGTLVTVSS (SEQ IDNO: 40)
Expi | /T B # i CRASQDVNTAVAW SEQ IDNO: 30
Her2 | (scFV) | CDRI Q (SEQ )
4/ % i .
iy . SASYLYS (SEQ IDNO: 31)
HER % 5
o bR QQHYTTPPT (SEQ ID NO: 32)
w2 oy 42 | DIQMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPKLLI
5 YSASYLYSGVPSRFSGSRSGTDFTLTISSLQPEDFATYY CQQHYTTPPTF
GQGTKVEIK (SEQ ID NO: 36)
5 17 | EVQLVESGGGLVQPGGSLRLSCAASGFTFTDY TMDWVRQAPGKGLE
B | WVADVNPNSGGSIYNQRFKGRFTLSVDRSKNTLY LQMNSLRAEDTAV
[P YYCARNLGPSFYFDYWGQGTLVTVSS (SEQ ID NO: 37)
Ve Bt | 4o o a | DIQMTQSPSSLSASVGDRVTITCKASQDVSIGVAWYQQKPGKAPKLLI
(Fab) | 1 YSASYRYTGVPSRFSGSGSGTDFTLTISSLQPEDFATYYCQQYYIYPYTF
GQGTKVEIK (SEQ ID NO: 38)

TE—ANJ7 T, AR T @R NAL-(L-Un PR BB 255 b2 M EBA LY,
PN 2R U S PR o AbBid B2k 5 LR BE . A ff i 1323k 38 A LT DLIE i 2 40 L an A4
ESPURF A E:, REEL Ty SPUET  E i S R . R E R i B, AR
TR ER A IR B S PUAER 0 AHIE .

TE—ANHH, AFRFRMEERN Ab-(L-Un MItAE L4 YRB B % Earg 2 s sii s, H
FANL IR 2 U SP0iEEEa Ab @it 8:3kE0 4 L AREE, Frid Bk dh sy ol LUE rT Y1k gk 5l AT )
Rk ELese gy 2, ARSI T IE L, e DL fOBUIE pH (A (B
FEREE. BIEREREESS) . ERAMMAA (BREKEE S KBEa e Wk ERER (a5 mE %
e —Ye sy R, AR NESLE S AR UIEI Rk, Blrnr DR SR s LB AE .

TE—NJTH, A RIERAE T — @ OV Ab-(L-Un P id 25 R B s 25 % T 852 1 Eslim 74k
W, FHhPiiaEhaAbS — M EE MM AE 2 UIRER, 4 A= 259 iar Lk B A P08s . PiACiss.
BB PTAE R R R REESE, RGN A AMEIHIFZEMRELY (BEETRE. B
Rtk yT 25 5 18 T-DNA 40 I8 55 254 CELHG = %7 % & 25 duocarmycinZs . PBD (pyrrolobenzodiazepine )
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RIEFab ™RI55 H BEEME E 4 M EI(CL) MEREMNS —H e 4WE(CHD #R4BER M HE -
PRI AR 25 et VL Cil nl 28 XO F VH (BT AR XD [ ARLE Mg 85 2 5 PUR S & I E A R & X (CDRD.

RiEscFy BIEPURM VH A VL Z5ftk, HAixee s il e 70— L i, £—2szii )y 24,
scFv I8 &N T VH M VL g5 2 (8 2 ikiesk, HAFTS scFv BB L IR 45 & AT 451 -

RIEECD AN . HER 21828 T AR R AKFEFZAR (HER) FiEMI 2R E A B BRI A
Jf H 135 EGFR. HER2. HER3 Hil HER4 52{%&, HER2 2@ % £ 5 v 454 HER MR o i, 5005
P A gk . ST I M PN B R R T B S P R A A LA T LA R b P R R BR AR S SR B2 S S A5
3%, HER2 [ s E B 50938, 4378 ECD1. ECD2. ECD3 f1 ECD4.

RIBGARES D RIEVURZYERY D PR EEy, ER e s, H5haEskisme
P BRERIER:, ZPUARE T ShERRELES.

RiERELE 7 RIETUR LR PG TR 5 5 AR & 2550 A A ERE SR 4, AT LRl ds)
HIECE R DIEI, nIrEE Sk 2 e v LSRN A Py B2y, AT R A i 25 2590

RIEUPE T RIETURAY BB T AR B4, ERNER e T ES, H590
Bk Bl EReRER:, EMEAREN, SWESEAREAS T, NN RETIIMRE SR

ARIG<HI ZER YL, W4 Trastuzumab, & —FhEH P AT R EUA, MM T AL R4
K HF 52 R-A(HERD R L7562, 0T LA 3697 HER2 FAME [RIEE , H— 9245 52 LARS & 4 HERCEPTIN®
T YR T T A T R TR .

ARIBMZERBY”: B4 Pertuzumab, & —FEH M AL B BEPUA, EFRMMER T ALRAE
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KEF524K-2 (HER2) WIREANERAL, B LI FV&YT HER2 FAYEF T o

RIE“HER2”: /& EGFR ZKEMH — A in, BAREREE SN, HP HER2 FRikAK-FAT LA %
P AL AR IR BEATAN, HER2 FHESS THC3+, HER2 M1ESR THC1+/0, T THC2+HIE LN 1% BT
ISH il DLtk — 25 81 4 .

ARIERE": 8 FLAN Y P REIE 5 7 T 5218 4% P40 o 25 < i A= B 0K

RiB=FAMAIE": RIGMEEE A, R ZHRAN AR T EKFE T 20 2 RixHAONEA MR AL IE .

EASH, BIESEUHE, KBS, GFEMEAE (comprise. comprises 1 comprising) B H A% [H]
¥ (contain. contains. containing. include. includes. including) AFFAIA TR, HEBRRAHHHER.
HAoRPBAS, TR EREREARESR. A0FPH%,

TEARSCH, BRIEAEU, A A ARRRES R SR N2 P 8 B LR N TE B
HRER FYHEARIEL G, S50 0 WHER, RiB<Z70 PRRH+£0.1%. 8i%£+£0.05%. FLiE
+0.01%.

FRIE SO A BTN, BEORERERELNE R R, R2INR. i, BRAE LRSS A PR
Yao, ANECEC R,

EARXH, FAZEME—ME o CEEERZE 77 DodE S f w A 748 CFl
www.nebinlm nih.gov) L% AT 06 H W E 42 o] TSR (Bl BEEGEE R BLASTp 2K
BLASTn) XA AT LRI 2 -

B SLHE A R

NEREAC I, 25 B SR A5 SR AR AR HI U, E R S A R RR A A R Y Bl . A H O P PR
TR ETTER, THEE— DA A A,

7 R STt A9 H SR PR B 2 BR BT (Trastuzumab) FIHZEE BT (Pertuzumab) #5242 I PR 7 #
TP ATHI SR, e TR R, B AR Faifb Rk, I ZERESIN )T FZEWHO DRUG
INFORMATION INN RL78, 2 ERELH 7 F] ZHEWO00100245 1) 5251357 . DS-8201 458 — = HL A F] i
|7 Enherta P75 TR 7, S5 [F A F i ) 4 ) Trastuzumab-DXD  (£5#4 WS2FBHI15) -

SehEf 1 anti-Her2 scFv-Fe R HTER M., £iE. 4difk

¥jsEanti-Her2 scFv-Fel], Feifi7 A ANlgGl, anti-Her2’ n] 48 [X 5 41 /2 2 T Herceptin® B J1 1 /7 51,
JE T i linker 1 CBP, (GGGGS);) ¥ Herceptin®HFFL 52 . FHE AT AR X B BEIIE Fianti-Her2 scFv-Fe (SEQ
IDNO: 1>, HEERFIWT:
EVQLVESGGGLVQPGGSLRLSCAASGFNIKDTYIHWVRQAPGKGLEWVARIYPTNGYTRYADSVKGRFTI
SADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFYAMDYWGQGTLVTVSSGGGGSGGGGSGGGGSDI
QMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPKLLIYSASFLYSGVPSRFSGSRSGTDFTL
TISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIKGEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMI
SRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK .,

SSAME anti-Her2 scFv-Fe FPa1) AR R AR, HIEELL N ARA:

anti-Her2-scFv-VL-F53Y-Fc (SEQ ID NO: 3): 74 H ¥ 4% anti-Her2 scFv-Fc, VL X HA F53Y RAG;
HERERFHUTR:
EVQLVESGGGLVQPGGSLRLSCAASGFNIKDTYIHWVRQAPGKGLEWVARIYPTNGYTRYADSVKGRFTI
SADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFYAMDYWGQGTLVTVSSGGGGSGGGGSGGGGSDI
QMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPKLLIYSASYLYSGVPSRFSGSRSGTDFTL
TISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIKGEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMI
SRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLY SKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK.

anti-Her2-scFv-VL-F33A-Fc (SEQ ID NO: 5): fiT/E H¥ M anti-Her2 scFv-Fc, VL [XEF F53A %
By HE BTN
EVQLVESGGGLVQPGGSLRLSCAASGFNIKDTYIHWVRQAPGKGLEWVARIYPTNGYTRYADSVKGRFTI
SADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFYAMDYWGQGTLVTVSSGGGGSGGGGSGGGGSDI
QMTQSPSSLSASVGDRVTITCRASQDVNTAVAWYQQKPGKAPKLLIYSASALYSGVPSRFSGSRSGTDFTL
TISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIKGEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMI
SRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
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CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLY SKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK.

anti-Her2-scFv-VL-F53R-Fc (SEQ ID NO: 7): fit4: H ¥4 % anti-Her2 scFv-Fc, VL X B F53R 45,
HAERTIWT:
EVQLVESGGGLVQPGGSLRLSCAASGFNIKDTYIHWVRQAPGKGLEWVARIYPTNGYTRYADSVKGRFTI
SADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFYAMDYWGQGTLVTVSSGGGGSGGGGSGGGGSDI
QMTQSPSSLSASVGDRVTITCRASQDVNTAVAW YQQKPGKAPKLLIYSASRLY SGVPSRFSGSRSGTDFTL
TISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIKGEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMI
SRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK.

anti-Her2-scFv-VH-K30E-Fc (SEQ ID NO: 9): fiT4 H ¥4 anti-Her2 scFv-Fe, VH [X H45 K30E %
s HEAEBRTFHWT:
EVQLVESGGGLVQPGGSLRLSCAASGFNIEDTYIHWVRQAPGKGLEWVARIYPTNGYTRYADSVKGRFTI
SADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFYAMDYWGQGTLVTVSSGGGGSGGGGSGGGGSDI
QMTQSPSSLSASVGDRVTITCRASQDVNTAVAW YQQKPGKAPKLLIYSASFLY SGVPSRFSGSRSGTDFTL
TISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIKGEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLMI
SRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPSREEMTKNQVSLTCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVMHEALHNHYTQKSLSLSPGK.

4 X anti-Her2 scFv-Fe J HAS 1K) DNA 7% (SEQ ID NOs: 2.4.6.8 F1 10>3f H. 4351 5e e £l pcDNA3.1
Tk F . @i A ExpiCHO™ ik k% (Thermo Fisher, HS A29133) ¥4 anti-Her2 scFv-Fe B,
HASR ) FIR AR L Y B ExpiCHO 48 (CHO-S, Thermo A®)) H. {H4HMI{E ExpiCHO #ikI% I3k
T 37C. &F 8% CO, RIS R BT T8 P IHFAELL 130 rpm JEFE B SURIK T & LiFR. UERTR
15, AHEA A BB (Genscript, H35 L00273) #HTH& A 4. @it UV-Vis 2064 1T (NanoDrop lite,
Thermo Scientific) MEHRHIKRE .

% 1: anti-Her2 scFv-Fc & HAKK #5115 B

" AT #u0% DNA 75 AR T 2 AR A7
ik (SEQ ID NO) (SEQ ID NO) TR R AL
anti-Her2 scFv-Fc 1 2 T
anti-Her2-scFv-VL-F53Y-Fc 3 4 F53Y
anti-Her2-scFv-VL-F33A-Fc 5 6 F53A
anti-Her2-scFv-VL-F53R-Fc 7 8 F53R
anti-Her2-scFv-VH-K30E-F¢ 9 10 K30E

SEHE 2 anti-Her2 scFv-Fe K& HBE R REERAELL X5 A Her2 HiJR 4 &M

FIKAAL ) anti-Her2 scFv-Fe & HAFK38@ S Biacore T200 (GE AR ME M7y 75 N Her2 & H K
ATy, IR AR

FEEE Anti-hIgG RIS 3k — €&/ anti-Her2 scFv-Fe EUHARK, SRJET0 A REREATURE AT
HER2 % (Sino Biological, H3%5 10004-HO8H), F|F Biacore T200 SZH Ml ;2 Mifs 5, ML 4&
TR B A 4. =28 T H BRI 22 i N Biacore @ A 22w (137 mM NaCl, 2.7 mM KCl, 10 mM
Na,HPO,4 12H,0, 1.8 mM KH,PO,, 0.05%Z miE M7 P20 (GE, H3 5 BR-1000-54), pH7.4). Anti-hlgG

(A NIRRT &R, GE, HFES 29-2346-00) {HEEZE CMS 85 7 %1 K SR IAF) 9000 RU A

F5, 13K anti-Her2 scFv-Fo B{HARA G [ B N4 200 RU, 28548 ASIRIIR B i AR HER2 221 (100 nM.,
50 nM. 25 nM. 12.5nM. 6.25 nM. 3.125 nM) 5 anti-Her2 scFv-Fc 8¢ HASEA LA H 1S S5 Tishits
FIFEE N 50 pl/min, Z54 0] 240's, fRESIIA 1400s, 3 M MgClL, (GE A7) FE 60s, HLFra.
HR¥E biacore evaluation software H affinity and kinetics 1: 1 & EHIRGEH . anti-Her2 scFv-Fe 204
REPEA Her2 BEAMEM I WER 2. 5 anti-Her2 scFv-Fc (KD=0.77 nM) #tl, F53A AN AR/
anti-Her2-scFv-VL-F53A-Fc (KD=126 nM) 5#iJf A Her2 FE A& &2 M L K, A1k
anti-Her2-scFv-VL-F53Y-Fc (KD=0.8 nM) #$iE A Her2 & A4S 3£ M J15 anti-Her2 scFv-Fo (KD=0.77
nM) M, B4R anti-Her2-scFv-VH-K30E-Fe 3391 E A Her2 & A M45 4 1) KD=0.54 nM. 740 F53Y. K30E
S 5] N2 FEARXURE A Her2 B HMIS AR,

K FH B 8 5 anti-Her2 scFv-Fe s ARRMI S5 T 08, S 2T 2 KBV NIINF
kst . A ACQUITY UPLC Protein BEH SEC Column 200A. 1.7 pm. 4.6 * 300 mm KU 1) 5E
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Jtaiit ke, HE 25°C. WaiAHN 50 mmol/L B R #: 22 /R -200 mmol/L & Ab#N, pH 7.0 (FREX /K& MEMR
ZEAN 233 g TKEEBRE AN 12,53 g FALEN 11.69 g, TIAZ) 800 ml FBAK, PR FEIEME,
HOABZEZKZE 1000 ml, BAIGZ 0.22 um JEBT . ARG SHBEZ 10 mg/ml /E MRS B,
FEI 2 pl FEANBAT GBI CEFEMIREMRT 10 mg/ml, WA FFERFIHEAE 20 ng R AD, 1F 280 nm I
FALF . FHAN 0.30 ml/min, ZEFEBEM 15 min. FERAAE, RAMARN —LiEXT S RET '/ o
BT REMR, GEERE QAR TEAFMETAAE oth, Hh EGnyRER, FIENGERRE
HER, T0gERNKSTEZE. anti-Her2 scFv-Fo B ABA T 5 REKSELHIE 2. T
anti-Her2-scFv-VL-F53Y-Fc 5 anti-Her2-scFv-VH-K30E-Fc &2 R R LMK, AR anti-Her2 scFv-Fe [
6.31% 77 B FFLE] 4.94%. 3.39%.

% 2: anti-Her2 scFv-Fc K& H AR RERS & X 5PUF Her2 4S5

S5 anti-Her2 | anti-Her2-scFv- | anti-Her2-scFv- | anti-Her2-scFv- | anti-Her2-scFv
scFv-Fc VL-F53Y-Fc VL-F53A-Fc | VL-F53R-Fc | -VH-K30E-Fc
RS 6.31% 4.94% 6.96% 7.83% 3.39%
AR 93.43% 94.83% 92.80% 91.90% 96.32%
AT B 0.25% 0.24% 0.23% 0.26% 0.28%
¥R Her2 (KDD 0.77 nM 0.8 nM 1.26 nM il 0.54 nM

SCHEB3 anti-Her2XURE RAETUIA MR . RE. 4ifk
L Knobs-into-holes (Ridgway, et al., 1996) Fc LIRHE 4 1E NN IgGl 1Y anti-Her2 XURF FPEDTIA .

Horp— 4 BHER Fo X P 4% 1A H435R. Y436F R4 (Jendeberg et al., 1997) FFAIK Fo Xt H A HISER A7,
BARTIEEA A SRRt g 250U R M Pk i 2503 A2 T s R — 3R 4& (| US5945311A) o MSE
Wil 2 A&, anti-Her2-scFv-VL-F53Y-Fc 2845 | anti-Her2-scFv-VH-K30E-Fc 2545 A] DL & 3% [& ik
anti-Her2-scFv SEEEK, [A] i) R FFEAE X Her2 PUE B A 7, RSl anti-Her2 XURE R M PUMA) — 4% anti-Her2
B A R 45 A 45 W N scFv ( VH-linker-VL 4 M) B R, AARX F 5 6 & K4 K30E

(b-anti-Her2-scFv-VH-K30E-Fc, SEQ ID NO: 21) . %7% F53Y (b-anti-Her2-scFv-VL-F53Y-Fc, SEQ ID NO:
23) B H RN AL XTSRS anti-Her2-scFv-VH-K30E-VL-F53Y-F¢ (SEQ ID NO: 11> . ASzjfd
anti-Her2 XU R MEPUIEA ) 55— 2% anti-Her2 & HUPLIR LS & 45 #1800 Fab 23, 845 anti-Her2-domain2-HC-Fc

(SEQ ID NO: 13) # anti-Her2-domain2-LC (SEQ ID NO: 15) ; #4ML scFv (VH-linker-VL 45145,
VL-linker-VH £5#)) A& 5878 #) 3 anti-Her2 XURE S PEPTIRAE 5T R .

% 3: anti-Her2 BURER YA FF1E B

AT
(SEQ ID NO)

DIQMTQSPSSLSASVGDRVTITCRASQDVNTAVAWY
QQKPGKAPKLLIYSASFLYSGVPSRFSGSRSGTDFTL
TISSLQPEDFATY YCQQHYTTPPTFGQGTKVEIKGGS
GGGSGGGSGGGSGGGSGEVQLVESGGGLVQPGGSL
RLSCAASGFNIKDTYIHWVRQAPGKGLEWVARIYPT
NGYTRYADSVKGRFTISADTSKNTAYLQMNSLRAE
DTAVYYCSRWGGDGFYAMDYWGQGTLVTVSSAA
EPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTLM
ISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHNA
KTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYKC
KVSNKALPAPIEKTISKAKGQPREPQVYTLPPSRDEL
TKNQVSLICLVKGFYPSDIAVEWESNGQPENRYMT
WPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSVM
HEALHNHYTQKSLSLSPGK ~ (SEQ IDNO: 17)

BH RT3

1 (SEQ ID NO)

HK

anti-Her2-scFv-
VL-VH-F¢

Expi

Her2-1 18
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anti-Her2-domai
n2-HC-Fc-2

EVQLVESGGGLVQPGGSLRLSCAASGFTFTDYTMD
WVRQAPGKGLEWVADVNPNSGGSIYNQRFKGRFTL
SVDRSKNTLYLQMNSLRAEDTAVYYCARNLGPSFY
FDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGT
AALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVL
QSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKV
DKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPPKPK
DTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVE
VHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGK
EYKCKVSNKALPAPIEKTISKAKGQPREPQVYVYPP
SRDELTKNQVSLTCLVKGFYPSDIAVEWESNGQPEN
NYKTTPPVLDSDGSFALVSKLTVDKSRWQQGNVES
CSVMHEALHNRFTQKSLSLSPG (SEQID NO: 19)

20

anti-Her2-domai
n2-LC

DIQMTQSPSSLSASVGDRVTITCKASQDVSIGVAWY
QQKPGKAPKLLIYSASYRYTGVPSRFSGSGSGTDFTL
TISSLQPEDFATYYCQQYYIYPYTFGQGTKVEIKRTV
AAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQ
WKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSK
ADYEKHKVYACEVTHQGLSSPVTKSFNRGEC

(SEQ IDNO: 15)

16

Expi
Her2-2

anti-Her2-scFv-
VH-K30E-VL-F
53Y-Fc

EVQLVESGGGLVQPGGSLRLSCAASGFNIEDTYIHW
VRQAPGKGLEWVARIYPTNGYTRYADSVKGRFTIS
ADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFY
AMDYWGQGTLVTVSSGGGGSGGGGSGGGGSGGG
GSDIQMTQSPSSLSASVGDRVTITCRASQDVNTAVA
WYQQKPGKAPKLLIYSASYLYSGVPSRFSGSRSGTD
FTLTISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIK
GEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTL
MISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHN
AKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPCREE
MTKNQVSLWCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSV
MHEALHNHYTQKSLSLSPGK  (SEQIDNO: 11)

12

anti-Her2-domai
n2-HC-F¢

EVQLVESGGGLVQPGGSLRLSCAASGFTFTDYTMD
WVRQAPGKGLEWVADVNPNSGGSIYNQRFKGRFTL
SVDRSKNTLYLQMNSLRAEDTAVYYCARNLGPSFY
FDYWGQGTLVTVSSASTKGPSVFPLAPSSKSTSGGT
AALGCLVKDYFPEPVTVSWNSGALTSGVHTFPAVL
QSSGLYSLSSVVTVPSSSLGTQTYICNVNHKPSNTKV
DKKVEPKSCDKTHTCPPCPAPELLGGPSVFLFPPKPK
DTLMISRTPEVTCVVVDVSHEDPEVKFNWYVDGVE
VHNAKTKPREEQYNSTYRVVSVLTVLHQDWLNGK
EYKCKVSNKALPAPIEKTISKAKGQPREPQVCTLPPS
REEMTKNQVSLSCAVKGFYPSDIAVEWESNGQPEN
NYKTTPPVLDSDGSFFLVSKLTVDKSRWQQGNVFS
CSVMHEALHNRFTQKSLSLSPGK  (SEQ ID NO: 13)

14

anti-Her2-domai
n2-LC

DIQMTQSPSSLSASVGDRVTITCKASQDVSIGVAWY
QOQKPGKAPKLLIYSASYRYTGVPSRFSGSGSGTDFTL
TISSLQPEDFATYYCQQYYIYPYTFGQGTKVEIKRTV
AAPSVFIFPPSDEQLKSGTASVVCLLNNFYPREAKVQ
WKVDNALQSGNSQESVTEQDSKDSTYSLSSTLTLSK
ADYEKHKVYACEVTHQGLSSPVTKSFNRGEC
(SEQID NO: 15)

16




WO 2022/033578

PCT/CN2021/112462

24

Expi
Her2-3

b-anti-Her2-scF
v-VH-K30E-Fc¢

EVQLVESGGGLVQPGGSLRLSCAASGFNIEDTYIHW
VRQAPGKGLEWVARIYPTNGYTRYADSVKGRFTIS
ADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFY
AMDYWGQGTLVTVSSGGGGSGGGGSGGGGSGGG
GSDIQMTQSPSSLSASVGDRVTITCRASQDVNTAVA
WYQQKPGKAPKLLIYSASFLYSGVPSRFSGSRSGTD
FTLTISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIK
GEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTL
MISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHN
AKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPCREE
MTKNQVSLWCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSV
MHEALHNHYTQKSLSLSPGK  (SEQIDNO: 21)

22

anti-Her2-domai
n2-HC-Fc

SEQID NO: 13

14

anti-Her2-domai
n2-LC

SEQ ID NO: 15

16

Expi
Her2-4

b-anti-Her2-scF
v-VL-F33Y-Fc

EVQLVESGGGLVQPGGSLRLSCAASGFNIKDTYIHW
VRQAPGKGLEWVARIYPTNGYTRYADSVKGRFTIS
ADTSKNTAYLQMNSLRAEDTAVYYCSRWGGDGFY
AMDYWGQGTLVTVSSGGGGSGGGGSGGGGSGGG
GSDIQMTQSPSSLSASVGDRVTITCRASQDVNTAVA
WYQQKPGKAPKLLIYSASYLYSGVPSRFSGSRSGTD
FTLTISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIK
GEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTL
MISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHN
AKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPCREE
MTKNQVSLWCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVESCSV
MHEALHNHYTQKSLSLSPGK ~ (SEQ ID NO: 23)

24

anti-Her2-domai
n2-HC-Fc

SEQID NO: 13

14

anti-Her2-domai
n2-LC

SEQ ID NO: 15

16

Expi
Her2-5

anti-Her2-scFv-
VH-VL-Fc

EVQLVESGGGLVQPGGSLRLSCAASGFNIKDTYIHW
VRQAPGKGLEWVARIYPTNGYTRYADSVKGREFTIS
ADTSKNTAYLOMNSLRAEDTAVYYCSRWGGDGFY
AMDYWGQGTLVTVSSGGGGSGGGGSGGGGSGGG
GSDIQMTQSPSSLSASVGDRVTITCRASQDVNTAVA
WYQQKPGKAPKLLIYSASFLYSGVPSRFSGSRSGTD
FTLTISSLQPEDFATYYCQQHYTTPPTFGQGTKVEIK
GEPKSSDKTHTCPPCPAPELLGGPSVFLFPPKPKDTL
MISRTPEVTCVVVDVSHEDPEVKFNWYVDGVEVHN
AKTKPREEQYNSTYRVVSVLTVLHQDWLNGKEYK
CKVSNKALPAPIEKTISKAKGQPREPQVYTLPPCREE
MTKNQVSLWCLVKGFYPSDIAVEWESNGQPENNY
KTTPPVLDSDGSFFLYSKLTVDKSRWQQGNVFSCSV
MHEALHNHYTQKSLSLSPGK  (SEQ ID NO: 25)

26

anti-Her2-domai
n2-HC-F¢

SEQID NO: 13

14

anti-Her2-domai
n2-LC

SEQ ID NO: 15

16

A ¥ anti-Her2 X4 S PR DNA F£%) (SEQ ID NOs: 12. 14 fl 16) 3 H 4 %55 pcDNA3.1
RIEFAEF . B CHOgro®E = Rk R4 (115 : MIR 62700 ¥4 anti-Her2-scFv-VH-K30E-VL-F53Y-Fc
(SEQIDNO: 11) . anti-Her2-domain2-HC-Fc (SEQ ID NO: 13) # anti-Her2-domain2-LC (SEQ ID NO:
15) RN BARIZEGL LR 1. 1. 1.5 53] ExpiCHO 41 . YN 6x10° cells/ml. FEFREN
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CHOgro®F A1 773 ($25 MIR 6200, | K Mirus) » ¥R EHYILEH 10 RE.OUEMEEE R Lk,
fEFHEE A Bk (Genscript, H3x5 L00273) #HTEALML. Eid UV-Vis 7 66E T (NanoDrop lite,
Thermo Scientific) B HEAKRE . AL Z N Expi Her2-2. S1Z 7k, FRIA4iS 3 HE S =%
Pk Expi Her2-1. Expi Her2-3. Expi Her2-4. Expi Her2-5.

SERER 4 B BERIRIUF R PR R & S R

3 T R A R A AR S N FUTS A LUR & 1gGl 5 FegRlIlla FIAH TR, BEMBESRITIALR ADCC
{EH (Shields etal., 2002; Yamane-Ohnuki et al., 2004) . 7EASZHEFF, F#k FUTS-I CHO-S 40t (4
449 CHO FUTS-/-41M3) il #5 SR bR anti-Her2 BURFFMEPTA . & R anti-Her2 XUFF 7 MEHUIRT) DNA ¥
%) (SEQIDNOs: 12. 14 f1 16> Jf H /5l 7 2] pcDNA3.1 Fix# A . @il 4 CHOgro® & = HiE &
4 (5 : MIR 6270 ) ¥4 anti-Her2-scFv-VH-K30E-VL-F53Y-Fc . anti-Her2-domain2-HC-F¢ Al
anti-Her2-domain2-LC HIFIAEARE YL 1. 1. 1.5 FE§3)EFR FUTS-/) CHO-S 4ifah. Hyus
H 6x10° cells/ml. 35775 CHOgro®FiAR I (185 MIR 6200, | 5 Mirus) » ESHE 7R EHYLEH
10 RE ORI R Eib. & A A BBk (Genscript, H35 L00273) #HTEA L. @i UV-Vis
)66 (NanoDrop lite, Thermo Scientific) W& & HWRE. A M4y 23C2 Her2-2. 2RI L,
4 Expi Her2-1. Expi Her2-3. Expi Her2-4 Fl Expi Her2-5 15 CHO FUTS-/-4Hiffl 1 ik, * N3k 2
FERHRIRR anti-Her2 SURF FMEHI4E 23C2 Her2-1. 23C2 Her2-3. 23C2 Her2-4 1 23C2 Her2-5.

1§ GlycoWorks RapiFluor-MS N-$#7l& (Waters, Milford, Mass., USA) Xt CHO FUTS-/-4HiJfa A
CHO-S 4iffs 1A /) anti-Her2 BURFFHEPUARE R TACEE, % NFEMNEE A BRI, X N-pEE TR IS, &
iR, KA FLR #0128 (Waters, Milford, Mass., USA) #7041, A58 NSERL MRS &, ¥
ISR R 4, [EH anti-Her2 XU F PR Expi HER2-2 RS E LGN 21.85%, Rkl FUTS-
) CHO-S 4H831X 1 anti-Her2 XURF R 144 23C2 HER2-2 A& 5 SR LAY 99.40% .

£ 4: anti-Her2 BURE R DU BEEL & E 0 M7

IO HE%)
(Component name) Expi HER2-2 23C2 HER2-2
A1(M3B) 1.81 9.84
AlG(4)1 0.16 0.17
A2 1.14 70.33
A2[3]G(4)1 / 2.34
A2[6]G(4)1 / 4.19
A2[31BG(4)1 / 0.11
A2G(4)2 / 0.55
A2G(4)28(3)1 / 0.21
A2G(4)28(3.3)2 / 0.46
F(6)A1G(4)1 / /
F(6)A1[3]G(4)1S(3)1 / /
F(6)Al 12.77 /
F(6)A2 60.69 0.60
F(6)A2[3]G(4)1 1.20 /
F(6)A2[6]G(4)1 0.70 /
F(6)A2G(4)2 / /
F(6)A2G(4)2S(3)1 / /
M3 / 0.26
M4 / 0.07
M4A1G(4)1 / 0.36
M4 D1 / 0.08
M5 12.31 5.67
M5A1G(4)1 / 0.05
M6 D1 2.11 0.75
M6 D3 0.73 0.18
M7Dl1 0.80 0.44
M8 0.20 0.15
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FE R (De-Fucosylated Glycans) 21.85 99.40
KRR kA (Di-Sialylated Glycans) / 0.46
= H FAENER (High Mannose Glycans) 20.07 7.24
HERIR & idER] (Mono-Sialylated Glycans) 0.18 0.21
AL R AR iR (Non-Sialylated Glycans) 99.82 99.33

SEHEB 5 XUk RS BRI E

AR K anti-her2 XU SPEHLK 23C2 Her2-1. 23C2 Her2-2. 23C2 Her2-3. 23C2 Her2-4. 23C2
Her2-5 )R HEARKAIE

KB B A ) anti-her2 XURF R PEBUART 20 B, SIEREME &, SHM B TEHEKE/N
AR e . i4y ACQUITY UPLC Protein BEH SEC Column 200A. 1.7 pm. 4.6 * 300 mm $%
PIBRER (T AT, AR 25°C . IRANAEN 50 mmol/L BERR #h22i-200 mmol/L & 644, pH 7.0 (FREX—/K&
BER A8 233 g T KETERRE AN 1253 g SUULET11.69 g, BIAZ) 800 ml EBAE/K, bk 70
fi#t, Ak ZE 1000 ml, IR G2 022 pm JEREIIE) . FHHSIAEGEE SRR ZE 10 mg/ml VB ENR ST,
P 2 Wl FENBAT @A CGERERIREMRT 10 mg/ml, NHEEIFAAFERE 20 pg &A1), 7F 280 nm
PARACRI . FEN 030 ml/min, ZEEEBVERL 15 min. BIRACFE, R MBI — iR 45 Rk 1T & BT .
SRR R, R A RAARRR ) TR E R G b, Hh R REM, EE ek
EHRE, ZEENERSTFRIM.

#5: anti-Her2 XFERMUIIANERERESE

P s 24 75 KR | Bk & 1 h B
23C2 Her2-2 851% | 91.02% | 0.47%
23C2 Her2-1 19.55% | 80.05% | 0.40%

ZERE, 14 scFV HERRURERMETUE, SRIFXR R PRI &= KRN RERE, a5l
NGRS W AT DB AR S PE DR ) SRR R 5 i, 5 oR 5 548 /) 23C2 Her2-1 B, 23C2 Her2-2 RSk
L] LIRS 8.51% (R 35) .

SZEf 6 anti-Her2 XU FMEGUE TR ARl

FEIR AL anti-Her2 XU S MEHUAE T Biacore T200 (GE A=) ME A+ 5 HER2 HEAMER
71, SRR,

F{BER Anti-hIgG PO A 3R — E 81 anti-Her2 SURFFHETUA, S5 T80 RIEHR S AR Her2 (Sino
Biological, H3% 10004-HO$H) , #| M Biacore T200 SZINII R Bifs 5, MIMIKIS 4 S E ik, s
6 b 3 ) 22 9N Biacore i A 220 (137 mM NaCl, 2.7mM KCl, 10 mM Na,HPO, 12H,0, 1.8 mM
KH,PO,, 0.05%R M5 57 P20, pH 7.4) . Anti-hIgGCR A 8BRS & 3K, GE, B35 29-2346-00)
THEBEZ CMS5 B R i R MAETE 2] 9000RU 7247, f/i3K anti-Her2 XURF M4 5 K BB A% 200RU, A5
3 BRI A R E ) Her2 228 (100 nM. 50 nM. 25 nM. 12.5nM. 6.25 nM. 3.125 nM) 5 anti-Her2 ¥
B ARRE B TS S8 . BB RIIEN 50 pl/min, 25511 240 s, #RESINE] 1400 s, FH 3M MgCl,

(GE) HA460s, HzFfa.

R 4% biacore evaluation software J& 5 313 45 H . anti-Her2 XURFFMEPLIR 23C2 Her2-2 LI % Xof I iy 2 2k .
PURIMA S22 AP 5 PR Her2 S5 &5 M1 FE 6, anti-Her2 XU FMEPTIE 23C2 Her2-2 At Her2 454 1Y
KD N 6.11E-10M, i ZERBAFTEHE Her2 45414 KD N 1.22E-09 M, 1% 2k ¥4 51 Her2 45410 KD
N 2.35E-09M, anti-Her2 X{4F 5 Phiid 23C2 Her2-2 Eb il 92 2R Wb 5 W0 Z 2R PAPU PR Her2 4 5 &5 H1
AR

%% 6:anti-Her2 XUR; 7 PEHTLAXT A Her2 $LIR IR A1 /)

ka (1/Ms) kd (1/s) KD (M)
23C2 Her2-2 1.79E+05 1.09E-04 6.11E-10
2 2R BT RS 1.73E+05 2.12E-04 1.22E-09
2 B B o TR 1.15E+05 2.69E-04 2.35E-09

SEHtE%] 7 anti-Her2 SR FAETARI TUR S S0

Z MRS 6 Sz, WHE Biacore T200 (GE) M@ Rik4liAk ) anti-Her2 XWH: T MUK 23C2

Her2-1. 23C2 Her2-2. 23C2 Her2-3. 23C2 Her2-4. 23C2 Her2-5 5 HER2 & AP /7.
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anti-Her2 XU R PEPUA 23C2 Her2-1 53R A Her2 FARSEM M ELE R NE 7. &£ 6 AL TH
BT 40, 5|\ F53Y. K30E RAFT[ L2 anti-Her?2 XU R MEHAERFURE AN Her2 AL &M 7.
2 7. anti-Her2 SR 7 PEPUAST A Her2 HitJE SRR/

FE 5 22 F5 23C2 Her2-1
#J8 Her2 KD 4.02 nM

SEHER 8 anti-Her2 XURF R PTAAST Her2 BHIEFLANMT BT474 HIR15

A PBMC AN MR Z40RD $2 4 NK 4R 5T anti-Her2 XURF R PEPTASTERAIA (BT474
Her2+++, K. IERISEG AT YR R 240> WA GER, RIE EC50 K/MEM anti-Her2
RURE PR RS P

FAASIG I AR IR : BT474 AN {3 5 2% FBS (A2 I D B 1640 Seb s 3238 A BN i 2 72 = 3x10°
cells/ml, 50 wl FFFLIEFRT 96 FLANMIIEFEM (eppendorf, $25: 0030730199, i ] 1640 S2ibRs 77 3% [l
ANEIKEE (435124 1000 ng/ml. 333 ng/ml. 111 ng/ml. 37 ng/ml. 12.3 ng/ml. 4.11 ng/ml. 1.37 ng/ml. 0.46
ng/ml. 0.15 ng/ml. 0.05 ng/m> FJ anti-Her2 XURFF PR, W AR EE RPN LIk 96 FLANMEE 7R
d, 5L 50 ple A PBMC i/ 1640 SZEGES IR 5L R B2 2 1.5%10 cells/ml, 7L 100 pl. B EAZ
H RGBS EHPii) . SRARRL (BT474 400D, ZOB4ifdl (N PBMC). SE4HM+30N 40 B4
TEAMMEA GEFdD MBS IRAH . MmO B GRAMEMRED, RN 10: 1. TR
AT 45min, FCANMER BB R BB AN 20 wW/ALEMRE (Promega, 575 GI182A). 45min J51#
FH CytoTox96® 3 5 S 20 i 25 MEAG MR 71 & (cytotox 96 nonradioactive cytotoxicity assay, Promega, G1780)
or il 40 L AR 2

SRR (Y)=(0D 22a-0D wap wmmen)/(OD sansirma-0D mana)*100%

E 1 2R T anti-Her2 UG S MBS BT474 Her2 B 40 ML HI A 15% . ADCC 3 ) anti-Her2 X{
BERrERR (B 1 T3y 23C2 HER2-1 A1 23C2 HER2-2) % BT474 [eg 4 ik 2545 00 T T6 P 14 2 2k
HPHigZER YL, LT CHO-S RIAM anti-Her2 XUR¢ 7 M$i/E (Expi HER2-1 A1 Expi HER2-2); HA %
BREAFTHIGZ BR BT (1:1) B EC50 5 8.627 ng/ml, Expi HER2-1 ] EC50 ¥ 38.05 ng/ml, Expi HER2-2
F Expi HER2-1, }: EC50 24 35.17 ng/ml; ADCC 132(% 23C2 HER2-1 [t EC50 v 4.728 ng/ml, ADCC
SR 23C2 HER2-2 £+ ADCC #4354 23C2 HER2-1, H: EC50 24 3.658 ng/ml.

SEHER 9 anti-Her2 XURF F G4 XT Her2 BAMEFRANE NCI-N87 f13%45

A PBMC (HMRELEEA 240D $R {1 NK 4HMIR T 7T anti-Her2 BURE R VESTAXT L4 (NCI-N87
Her2++, >KIR: *EFH GBI 2V A8 R 24D R 1ER, 1RYE EC50 K/ anti-Her2 XX
T PR ARG TE

FARSZE S PR U1 - NCI-NS7 40486 A 5 2% FBSCIAZE MLI5 1K) 1640 LI R 37 3 7 B4 i 1 & 3x10°
cells/ml, 50 pl FFFLIEFT 96 FLYUMFEF#M (eppendorf, %5 : 00307301990, A fH SzibHs = FEE A [F)
W (43518 8.1nM. 2.7naM. 0.9nM. 0.3nM. 0.1nM. 0.03nM. 0.01nM. 0.003nM. 0.001nM. 0.0004nM>
) anti-Her2 BURESMEPTAR ST BRZ , A8 A ERE FIPT R sl 25 m A Lk 96 FLANMRES =80+, 5L 50 wl.
A PBMC 18 ] 236 1 75 2L AN 55 2 2 1.5%10  cells/ml, 4570 100 pl. B A 2520 CREA0-+2508 40 -+
PraRsoa 25D, SE4HMIZ4] (NCI-NS7 4HM). R4 (A PBMC). ¥EANMI+B R A A . 2 o AL

(Brgrdt) MAEMT IR, Ui KB GRS, FEEHN 10 1. fER AT 45min,
SUAN M B ORE A AN SR IR IO N 20 pl/FLER R (Promega, 785 G182A) . 45min /5 # ] CytoTox96®
B A E PRI & (cytotox 96 nonradioactive cytotoxicity assay, Promega, G1780) a4z
ffZ . Uigh Z2kppr. T-DM1 (I ZERRB-EEPHEIY, B4 Kadeyla®), HIZER+HIHZER (1:1D
Expi HER2-1 {EAXTEZ .

B (Yo)=(OD 25a-0D wap wmmnn)/(OD sansimia-OD mana)*100%

B2 B/n T anti-Her2 XU RAEHUAENT NCI-N87 a4l fid (5152 . ADCC #4581 anti-Her2 XUfFF-1
Puff 23C2 HER2-2 X NCI-N87 i 40 i iy 284 00 T- 6 A B T 2 BR SR PTHIE Z PR bt LR 3HT. T-DM1
PA X Expi HER2-1; H:/h ADCC 1581 23C2 HER2-2 [f) EC50 4 0.02447 nM, i 22 2k Bugi-+i 32 Bk BBk
FH EC50 24 0.08267 nM, Expi HER2-1 i) EC50 4 0.1048 nM, T-DMI fJ EC50 34 0.07392 nM, HiZEk 4%
1 EC50 2N 0.07468 nM.

SEHEBI10 anti-Her2 UK 7 M4 22 BRI 25 40 RITMT-1 1) 3 45

B A PBMC (AN MBAAMZANHE > $244E NK ZH R 78 anti-Her2 XURF S MEPUASTER40ME (JIMT-1,
KYE: AddexBio, Catalog#: C0006005) FIZAGVER, RIE EC50 X/NFY anti-Her2 XUk FMEFLAAR K 4R 4
TEME,
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FAA SIS R0 - JIMT-1 403 5 2% FBS (B4 L5 ) ) 1640 S0 57 3L 15 40 3 72 2 3x10°
cells/ml, 50 pl FEALEEFT 96 FLANMIRE R4 (eppendorf, £55: 0030730199). 1§ f 9ziks R EHIA R
W (5N 8.1nM. 2.70M. 0.9nM. 0.3nM. 0.1nM. 0.03nM. 0.01nM. 0.003nM. 0.001nM. 0.0004nM)
1 anti-Her2 BURF S PEHTAAR SO IR ZG, 4 AR EE SR SO IR 25 N Fik 96 FLAHMIRE 7780, 4L 50 .
A PBMC i F] Sk0e 3 5 B SIS E E 1.5%10  cells/ml, 7L 100 pl. W B 254 CHRGHM-+30 S 40+
Poik sz 24D SEAAL (BT474 400D N4 (AN PBMC). ¥RAN-+-80 N 4 . 25 A iRA (o
FeH) FNZURWOS IR, FOAN MR ORI (RN 2RO, ZBGHEELY 202 1. TEASIIAET 45min, FE40
i e R U AN S BRI 20 wl/FLART (Promega, 5 G182A). 45min J5 1 CytoTox96®3E
TP A 2 PR AT B (eytotox 96 nonradioactive cytotoxicity assay, Promega, G1780) #&ilIl4H o244
. VA ZIkEyT. T-DML. M ZZR+inZ Ik (1:1). Expi HER2-1 fEAXTIEZY.

SRR (Y)=(0D w2a-0OD wap xmmna)/(OD sansimra-OD mana)*100%

Bl 3 %o 1 anti-Her2 XURE 7 PEHLIAG JIMT-1 IR A8 241753 - ADCC 752 H anti-Her2 XURER PEHT
4 23C2 HER2-2 X JIMT-1 Jify88 40 B i) 5475 0 T-T0C AR 7 ot 2 BR b+ 2 2R P s il 22 2% 59T, T-DML . Expi
HER2-1; H:h ADCC 438 23C2 HER2-2 ) EC50 24 0.01006 nM, i1 %2 Bk B+l 2 2k S ht e ) EC50
4 0.06727 nM, Expi HER2-1 ff] EC50 24 0.08066 nM, T-DMI [ EC50 4 0.08357 nM, i ZEk 4701 EC50
29 0.07443nM, BEAR, anti-Her2 XURF R 3044 23C2 HER2-2 BA T & A E AR % .

SEHEFI11 anti-Her2XURe R HTEXT BT474 Her2-++-+ 98 4H Ffd ) 85 52 41

¥4 23C2 Her2-2. i ZERFHT. W ZBRAPUME S 2% FBS (IR 1fLiE, | & GIBCO, #5: 10099-141)
) DMEM/F12 55775 (GIBCO, Bt 11330-032) ke ZLIKE N 32 pg/ml, AJEHME 1 1 BLLBIRLE
FFE 9 AMNKRE (1.6 pg/ml. 0.8 pg/ml. 0.4 pg/ml. 0.2 ug/ml. 0.1 pug/ml. 0.05 pg/ml. 0.025 pg/ml. 0.0125 pg/ml.
0.00625 pg/ml) . BOMHUE K] BT474 Her2 411, RS 2 1x10° cells/ml BEATHIN SEFLIMA 100 wl,
v E AN AFLE AT B N ERBR AR AE S, FL 50 W T 37°C. 5% CO, [ 75 h 5555
5 K. FEEEFRW, AN CCK-8 (HARF{-fLZ:, 5. CKO4> TAEM, MFL 100 W, JHE L6 4~5 /N
J5 B TEFRY T (J %K Thermo, 5. VarioskanFlash), A 630 nm NZ K, SEEUIHCFIEK 450 nm
SRR . TR AN s s P 2R

ZERILE 4, ADCC 3980 anti-Her2 XURESPEPUA 23C2 Her2-2 X BT474 s 40 3 i #0125
78.38%, T HIZIRIGTEAMHIAR (54.12%) LUK M2 2h-Hi0 Z BRI M B A0 2% (53.7%)

SEHE] 12 anti-Her2 XUF RAEPIAST NCI-NS7 Her2++ B B4/ iR S Fh B AR ) /8

LT NCI-N87 Her2++HEANML (b [EIRL S Be S AL R R A 2 ANM 2 /) B b iR R A AR
B VPA anti-Her2 XURS SPERUIR IR N 2520, i NCIN87 Her2++E 4, KA 5x107 AM/ml *0.1ml/ A,
ELXEFKM T, SM TR CkEBEN R G R A, KR, 14-17g, HEME, IR SPF
) AR T o AN RS IR BRI BB ER, HSMEEKE 100-250mm’ 54353 B 5
H.

H 1. XH (Control)

%H 2: ExpiHer2-1, 10mg/kg

%H 3: 23C2 Her2-2, Smg/kg

“H 4. 23C2 Her2-2, 10mg/kg

#H5: Per+Tra (Hi ZEREFIHITZLREPT), Smgke+Smg/kg

FU AN B ST A 2, R 2 IR, ESAHA 3 (6 O KA. BR4LS BEFHAMA 24
RO 2 ARRR Y BN 5 mlkg, HAASALLIEFEN 10 mikg. 411 [ iv.45F 10ml/kg PBS (Hyclone;
F55: sh30256.01). BRAHALHAN, 45w ZIkBY0E 2/ 30min 45 #h Z Ik Bpi.

IR AR I T, B SR BT MR RN, BRI 2-3 YRR, R FR R, 0S8
HAEE /N R — R I
oRILEi=Y

BB A (tumor volume, TV), HHEAIN: TV=12xaxb’, Ht a. b 4 HIFR MK A3 .

ARSI d0 RIFURL 2, 344245 6 ¥k (dO. d3. d7. d10. d14. d17 K. =54 d21 K, Lt
T HH/NRPIRE 2B KES (B 6. 4R EMIE.

£ d21 K, H2 (Q0mgkg>. 3 (5Smgkg). 44 (10mgkgd. Per+Tra A (Smgke+Smg/ke) [
MR S X NCI-NS7 B/ R M A pfmilk 8 58 5, 23C2 Her2-2 4 (10mg/kg) X
NCI-N87 B4R/ R R AR 05 0T Expi Her2-1 (10mg/kg) 5 Per+Tra Bt (Smg/kg+5mg/kg).

% 8: anti-HER2 XUH0xt NCI-N87 /) bR 57 AR At (AR 52 (mean+SD)
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a5 womlwz| P H TV Cam®
N> 7N

(mghke) |\ EE ST oTTa0 T3 Tde T Tdiz 145 a8 Tzl
Contral ‘ o |o |204 [284 [363 | 481+ | 386+ | 724+ | 808+ | 863
ontro - L. +40 | +58 [£78 [ 109 |161 |[261 |241 [251
. 4 204 | 235 | 207 | 179+ | 195£ | 204+ | 195+ | 178=
ExpiHer2-1 | 10 W16 16 s a6 (435 |30 |24 |44 |50 |35
) 204 | 246 | 250 | 277% | 318% | 348+ | 353% | 358+
23C2Her22 |5 W16 16 sy 137 (147 |67 |79 |86 |84 | 101
) 204 | 201 | 154 | 136= | 151£ | 173% | 165% | 144=
23C2 Her2-2 | 10 v 1610 439 439 |33 |35 |46 |35 |20
. 204 | 224 | 199 | 202+ | 205+ | 231+ | 218+ | 218+
PertTra 3 e 16 6 sy hag (459 |65 |45 |93 |94 |91

L 13 MC-GGFG-DXDIHI A iR

OJCJ)\N/\H/H\)?\O j.L H o) o] j.L H
H O” N ~ HO_X N
O. H & Wz, THF O H/\g 701/ SRS O 9 ﬁﬁof vol
O VU 2 BB i NaOH, H,0, DME . o0
B~ S — O @2
(¢]
H (o]
J
O NN on
Pd/C . H o HATU, DIPEA, DMF
H2, 2.8, Z.BR 2B
. ) " BN
Cs SM4
o H o H %
O. H 0 ﬁ (0] ~
O THF
BERE
Ds
0 H © H
o} H © H N N
¢ N/\/\/\n/ \)j\H/\n/ \ e} H o NVO\)I\
o] o] o] O N NH
) 07 OH H
HATU, DIPEA, DMF
A2 AN MC-GGFG-DXD

HBT— A5 (ZFE({N-[(OH-Zj-9-H A ) AT H & B ) 25 R AR

FREX 20g SM5 (N-[(9H-2-9-5: A ) B | H B H &R A IL =1k, oA 300 ml [Y
SRIEAD 100 ml B2, BEPEIAT, AN 30 g VO ZERENAN 5.4 g MEng. FHEZR 65°C R 4 /N, BRI B =IE,
My EE . FIEE 40CT, BEHMHKRET . 5 300 ml 2.8 28580 300 ml KM BRGG T-HA AR .
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THEE 20 2380, 22 B H 28R ZBEAR . 4% 100 ml A S BV B 2. 82 B AR, FBE 20 7350, 2 ESH
IR LB IFIRGE T o BHATREIRKE EHT Cf B : 208 ZBR=1: 1133 13g A5. F=% 63%. ESI-MS:m/z=391.1
[M+Na]" .
BT, B5 ([({N-[(9H-27-9-F= A ) Fie i | H B ) 2 25) PR R | ABRF D B K

FREL 1.0g A5 JIAE) 250 ml BB, A 15 ml DME (Z, Bk, A 0.897g Z B %I,
BONUKOKIHERE) 0°C. 4 027 ml KR 0.108g NaOH FEHU#E. H5TE4HI NaOH B A1 Niieh
TE 0°C MRS L /NI, A SRS 0.078 g UKEERR . I 100 ml /KH1 100 ml ZP8 2R, ZiR$i+E 20
B, BN IR T . REIRAEENT CRME: 2R OEE=1: 1) 53] 0.68g B5. % 53%.
ESI-MS:m/z=497.1 [M+Na] .
BE= C5 ([({N-[(OH-2j-9-5: H S F) ik | H U 5 } | 50 AR | D &k

FREX 0.68g BS A 250 ml AL, JIA 20 ml ZBEART 10 ml R ZBR, JIN 0.34 g IA0R (A5 &
10%). AEAFREANE S FERN 1N AR IR . 75 40°C FE TR T 193] 425mg
C5. 772 77%. ESI-MS:m/z=407.1 [M+Na]".
HEIY D5 ([({N-[(OH-Zj -9-F F S ) B | H 2 2 ) 2058 ) FH AL 22 W R -N-[(2-{[(18,99)-9- £, %5 -5- 5.9 -
FIE-4-HFE-10,13-2504%-2,3,9,10,13,15- 7N F-1H, 12H-2K H [de LI F£[3°,47:6° 7 95 W F [ 1,2-b] e IbR- 1 - ] &
A} 2-FAR ) A H R & Rk

FREL 50mg SM4 (HFybE FEHERE S 1 50mg C5 ANAZE] 100 ml ¥ LB+, A 2ml DMF (N,N-
THEEHE, FEF0°C, A 54mg HATU (2-(7-20 442K 3 = BUHE)-N NN N'- DU H BE IR 7 S i PR 1)
130 mg DIEA (NN-—SRHREZND. MEFER. FRXM3 M. 1A 100 ml —&H 5 100 ml /K.
WHE 20 77580, B HAVAHFFRG . RSN (&N HEE=10: 1) 133 88mg D5. =2 84%.
ESI-MS:m/z=802.4 [M+H]".
HBBE E5([ CHEBE) RIEFHEIE) LB -N-[(2-{[(1S,98)-9- 7,3 -5- 4 -9-$2 F 4- H1 3£-10,13- ~ AL
-2,3,9,10,13,15-7N 4 - 1H, 12H-ZE 3 [de | WL I 7 [3°,47:6° 711 R FF [1,2-b | M k-1 -3 | 1 FE 3 -2- A 38 ) T
HREED A&

FREL 78mg D3 JOAF] 100 ml 5O, 0N 4 ml POEMRM, FREZR] 0°C, NN 78 mg Z=f%. &
HENE. RN 5 /Mo 7E 40°C R R MR SE T 195 55mg ES. =2 98%. ESI-MS:m/z=580.3 [M+H]".
$EN MC-GGFG-DXD & &

FREL 55mg ES IO F] 100 mg ¥ VB, IO 2ml NN-ZHEFEEZ, I 48mg MC-GGF-OH (5
SREE G CE H R H R A AR, BRF 0°C. I 54mg HATU, B0 30mg DIEA. PKE F=iH.
JRBL 1 /N, I 100ml 288 28880 100ml 7K, $HE8E 20 2080 . B HEYAM. 7F40°C MEHKRgE . &
JRFE AT (LR 2B W EE=10: 1) 135 26mg MC-GGFG-DXD. /**% 27%. ESI-MS: m/z=1034.51 ([M+H] ).
"H-NMR (500 MHz, DMSO-ds) 8.62 (1H, t, J=6.5Hz), 8.50 (1H, d, J=9.0Hz), 8.29 (1H, t, J=6.0Hz), 8.12 (1H, d,
J=8.0Hz), 8.06 (1H, t, J=6.0Hz), 8.00 (1H, t, J=6.0Hz), 7.76(1H, d, J=11Hz), 7.30(1H, s), 7.25~7.15 (5H, m), 6.90
(2H,s), 6.52 (1H,brs), 5.61~5.57 (1H,m), 5.42~5.40 (2H, m), 5.19~5.16 (2H, m), 4.64 (2H, d, J=7.0Hz), 4.49~4 44
(1H, m), 4.05~4.01 (2H, m), 3.76~3.51 (6H, m), 3.37~3.32(2H, m), 3.21~3.11 (2H, m), 3.02 (1H,dd,J=4.5,14.0),
2.77 (1H,dd,J=9.5,13.5), 2.37 (3H, s), 2.21~2.15(2H, m), 2.09 (2H, t, J=7.5Hz), 1.91~1.81 2H, m), 1.49~1.42
(4H, m), 1.20~1.14 (2H, m), 0.87 (3H, t, J=6.5Hz).

SEHEf 14 AL MC-GGFG-DXD (MC-GGFG-DDDXD). #ift DXD (DDDXD) UL} DXD HI&
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MC-GGFG-DDDXD

BE— Pl A BERK

ERSRT NI 80g HR LR AEMAZ] 3L B, oA 800ml & FHE 1 800ml 1% 2. B ¥
W (8g TARZBRIAT 800 ml ik ). K S Nl B Tl e 45 1 F =R PR 75 /N IR B, K

ARA & B 2 YR (200 m1*2), A IFFE V. A 200 ml FUKEE PR, 13210076 HLAR A 0K B AN
TE, SIERREBRERAN, IR 20 CIREIRSE T, 135 49.25¢ HIAl1K Ao 775 66%. "H NMR (500 MHz,
CDCly) §4.27 (q, J = 7.1 Hz, 1H), 1.31 (1, J = 7.1 Hz, 2H).
BB PAME B G

FREX 50g N-77 FAE - H & - H ' BRI 2] 2L SRS, i 750ml PUSUSMAT 150ml SKES
R, T 40°CTHEH: 20 7750, BN 100g VO ZF84%T, FHER 80°CE4kE R N 3 /Nef. FEIRFIZEIR, FhiE,
JEUEA 250ml MR ZBedeik . BIEMIRAEE T . N 330ml & H R 670ml 2R ZERAARIF BTG HLAH.
YA 30%IRERE 4 /KB TREE 3 IR (500m1*3) . H AR CKMERA T8, 1. B ERS 21,
I 100m]l S FHEEAE, B 100ml 1E S5, B2 H B, A5 300ml EShef & H
JERR AT (ECk: &R k=11, Hidkdr. S, EUT 40CET M T 4 I, 155373
FLFER B 2% 72%. LCMS (ESI) m/z: 391.09 [M+Na]'.
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BE= Ak C 1A R

FREL 78g WA 44 B I 3000 ml BRI, R A 800ml & bt, DL 45g (&M A
4 3000 ml B ORI VKAKIBIFEE] 0°C o 16g AT EEEEYA T 400ml — & F b Ao o T BEEE VA -
FBUT BN ZE) 3000 ml FREEAS . 0°C FRM 3 /M. BZE=IR, M 800ml KAuHE:. 7R, UK
EH Y. KA 400ml Z&HFHRER . EIEHAH. BHAAH 800ml MR & E/KE: 1R, KRR T
P, ThIE, SEMOREIRYE . FEREENT CHlEE: 282 Z/R=3:1) 33 61 g Flalfk C. =R 70%. LCMS (ESI)
m/z: 437.34 [M+Na] -

BB LAY D WA

% 31.2 g LAY C AT 270 mL fFAXH BEART 70 mL K, vk FHEPE, BEBEIA 5.5 NaOH, #
EERFEELR . WS 300 mL 2R ZB68A0 300 mL /KAEE, KEIA 20 mL vKEEER A pH £
2-3, AEANTE, Mg 203 ¢ AW D. WFE 69.8 %. LCMS (ESI) m/z; 409.08 [M +Na]' .

BBH LEWE MERK

FREX 2.0 g #kvb B BE AR £ — /KA 90 1.63 g 1A% D, SIAZ] 100ml FEENR A - f1 A 40ml N,N-
R EEE, B FBERF 0°C. RIIMA 2.0 g 2-(7-1BEUE I = 00N N NN PO R LR 7N 56 R EE AT
1.82 g NN-Z R NEE 2B L. 0°C S 3he R BVRIEIN 120ml UKk . #HE 1he 8. RaEHH —&H
TR . HEENT (100200 BEER 100g, —&H k. FEE=30: 1, 2L). 5E126 g tbEWE. =% 92%.
LCMS (ESI) m/z: 804.84 [M +H]".

BB LAY F HI %

FREL 0.38g 1,8- A ~FF[5.4.0] T —BR-7-1& I F] 100ml FRBEH o K 20ml DU Z M b 20 H R
B, BidE. PREF 0°C. BN 2.0 g WA E, A 20ml PUEMRMECRIATR . JEBCLF 1k &9 E AW
B E] 100ml RGBSR HARFHERIEE, &M 3h. ZAEY FidiE. B2 145¢1bEW
Fo 2% 98%. LCMS (ESI) m/z: 582.39 [M +H] .

HEL LAY H S %

FREL 1.00 g tLE% F #1097 g L&Y G IAE) 100ml [BJERSH S, M\ 10ml N N-—FEE B, %
RE-20°C, A 034g 1-FREEIH =15 049g 1-G-Z R ERE)-3-2 8 - W EMEE. 20C T RM
3he FIRMEFMA 20ml DCM 5 20ml /K#EHE 0.5h, &, W, WEAHIHE. BHEHE KRBT
M, SUE. BIERIREIRATE T EEEEN (CEHF R FEE=15: 1D 183 400mg /L&YW H. EL
22%. MS m/s: 1037.08 [M+H]". H-NMR(500MHz, DMSO-d6) 8.62 (1H, t, J=6.5), 8.49 (1H, d, J=8.5), 8.29 (1H,
t, J=5.5), 8.12 (1H, d, J=8.0), 8.06 (1H, t, J=5.5), 8.00 (1H, t, J=5.5), 7.74 (1H, d, J=10.5), 7.30 (1H, s), 7.27~7.12
(5H, m), 6.98 (2H, s), 6.51 (1H, brs), 5.61~5.58(1H, m), 5.45~5.37 (2H, m), 5.22~5.13 (2H, m), 4.64 (2H, d,
J=6.5),4.49~4.45 (1H, m), 3.76~3.57 (6H, m), 3.37~3.32 (2H, m), 3.24~3.09 (2H, m), 3.02 (1H, dd, J=4.5,14.0),
2.77 (1H, dd, J=9.5,13.5), 2.36 (3H,s), 2.23~2.14 (2H, m) 2.09 (2H, t, J=7.5), 1.91~1.79 (2H, m), 1.49~1.42 (4H,
m), 1.20~1.14(2H, m), 0.87 (3H, t, J=7.5).
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DDDXD

HHW— AL AR

¥ 0.85g &M A NE] Oml ACH EER 1ml FKH, VB FHEEE, BEEINA 0.32g EEALEN, =i
W . RN 40 CIREIRGIFNAED |, ALAgEER TP,
BB — &%) (DDDXD) &K

H4 0.30g flvb & R IR #h —KGAT 0.056g T IEIR T NS 3ml N,N-— FH B FR i b o UKV N+,
REJE I 032g 1H-2R = M- 1 -FRA S b et fe i 7S IR €000 0.22g NN-“ R 4K, HEMHF 4h. &
NI AR %45 018 g (b & J. W 64.3%. LC-MS (ESI) m/z: 496.37 [M+H]". 'H-NMR (500 MHz,
DMSO-ds) 8.39 (d, J = 8.9Hz, 1H), 7.70 (d, J = 10.9Hz, 1H), 7.29 (s, 1H), 6.52 (s, 1H), 5.58~5.54 (m, 1H), 5.47 (s,
1H), 5.40 (s, 2H), 5.17~5.02 (m, 2H), 3.24~3.03 (m, 2H), 2.34 (s, 3H), 2.25~2.09 (m, 2H), 1.92~1.80 (m, 2H),
0.87 (t, = 7.3Hz, 3H).

Jiah, ZIREHR W02014057687 1B F5 0 () Example 76 AT J7 i % DXD.
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DXD

ScHEBl 15 Tk BB &

R«

VB A: pH7.4 PBS Z500TR

AW B: 10mM TCEP (Z(QQ-#A 4 F)BF SRR Eh) KiF W

YA C: DMSO ( —HEETFHD

B D: HAFREMWT (& 0.89mg/ml L-LAZ R 4.04mg/ml 58 L-4HZR —KE&Y)
AW E: 700mg/ml FEFRATE CHIAW D EEHD

R F: 20mg/ml i3 80 (FHIAWE D BiH|D

Bifk: MZIRHPT. 23C2 Her2-2

linker-payload (E:Sk-4UMEZ59584): MC-GGFG-DXD. MC-GGFG-DDDXD

R 9. LA S

ik (N1): TCEP (N2) Pk (ND: 1b&% (N3

1:6/1:6.6 1:11.6/1:9.6

FE | ARl

1 il Z BR A HTR A {BEE MC-GGFG-DXD (N1: N2=1: 6, NI1: N3=1:11.6)

2 il Z BR A HTEA{EEE MC-GGFG-DDDXD (N1: N2=1: 6, N1: N3=1:11.6)

3 23C2 Her2-2 M fI{EELX MC-GGFG-DXD (N1: N2=1: 6.6, N1: N3=1:9.6)

4 23C2 Her2-2 M f1{BEL MC-GGFG-DDDXD (N1: N2=1: 6.6, N1: N3=1:9.6)
SEIAR:
1. PrikE i

a- 14 30KD [ 4E3E 2508 FHVETR A 78000
b PR E B FER A F;
o MMNEEFW A W HURIKRE N Smg/ml (23C2 Her2-2) F1 7.5mg/ml (B Z IR AT
2. PURIEJR
av IMEPUEBE/RE, d NN
by FPURBER P MANEEE TR B, MR R TCEP EE/REN N2;
o HBEAIL, BETIEEEFIME Qopm) B, 37°CHEAXE Th.
3. {HEE
av HUEfE linker-payload, FH DMSO ¥Af#, #9KREAN 10me/ml;
b FFERBE T IO DMSO, FHiAIREN Swi%, FIAER linker-payload VAT, {€FE/RIKEN
N3;
o HBBEAIL, BTIEEEFIMAE Qopmd B, 20CHARE 2h.
4. HELAL
av FVAV D F e B OB ;
by BHUABRERE D B, IMAEERR E. F AW EEAHE 80 HIKES %Y 90me/ml
0.3mg/ml, -80°Ci%fFo
PUEZYERRYIN DAR H (B—4 TIPS EE0 e
K LC-MS 77758 DAR {H. H 50ug %15 211 ADC ££5, 1A 1wl #EE R PNGase F (i %4
M, FED, 7E37CIEE 20 /M. 2B [ EACN = 7 HR 0 Xevo G2-XS (Waters, ZEED. f4FEMIRE
WE suM, RABEBEREZ, REESTFHEA TR, REMIERN FSEIE R A KM UNIF
1.8.2.169 (Waters, FEED HATHHTAbHE .,
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PUEZ DRI & QIR E
KM lowry AT I B IR o 06 T2 IR BT 23C2 Her2-2 (FJubmifedt o FH BEEAR () 5 A v vt 1 1) 48
74205 ADC K AE OD650 BICHIB G R, NG AREIIZR, R IR EEAE T AbRE 2R, THE B AR
.
S LB T & RIS A A 2 R R

P (o] H 0] H (o]
QN\/\/\)LNWN\)LN N\)LN/\O/¥O
) H o H o NN

trastuzumab |

Trastuzumab-DXD, Hihik 425mg/ml, DAR: 7.6.

trastuzumab | O H 0] H O DD
N
o o H

n
0]
23C2 Her2-2 (0] H (o]
N\/\/\)L N\)L
N Y
(e} O
) | n

23C2 Her2-2-DXD, #HEWKRE: 4.35mgml, DAR: 5.7.
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(0]
23C2 Her2-2 o) e »
NM N N
@] O O

23C2 Her2-2-DDDXD, ¥iffkik/E: 4.16mgml, DAR: 5.38.
SEHEf] 16 RA% DXD (DDDXD) &AM
1. AR %

a- B 1%IR sl Ik I s

b BECi] gelred YA, BEIGIRIT

o RINFAUEE T TARAVRRCH] . Al AR 2% R s i o
2. FEAECH

a. f DMSO E#IFHBL&Y) (DDDXD), fhEWREM 200uM FF45, 10 /E5F%, W 5 MhE.
3. ViR F

a. PHMESTIR: 15ul #B4ti/K+2ul 10xDNA Topoismerasel Buffer+2ul 0.1%BSA+1ul pBR322DNA;

by FAYEXTIE: 14ul #3408 7K+2u] 10xDNA Topoismerasel Buffer+2ul 0.1%BSA+1ul pBR322DNA+1pl #73h
SAEE T TR

< FEARA: 12p B4 K+2ul 10xDNA Topoismerasel Buffer+2pul 0.1%BSA+1ul pBR322DNA+1pul #1i#h 5

Il 1 TERm2W EY .
4. SELAE

a. & LB NAR R E T 37°C/KIE 30min;

b BER RPN 2ul loading buffer £ 1F 2 v ;

cv HLJE 2-2.5V/iem T EEREBEAERS FLYK 1.5h;

d. K EUK G SR A gelred BEYEIEL L 1.5h, HER MR ACHAN .
LR 17 R YRB TR S &/l

B SIRER 6 [R5, 75 Trastuzumab .23C2 HER2-2 ., Trastuzumab-DDDXD 4 23C2 HER2-2-DDDXD
5 HER2 SEAMZEA W 10 fis:

pE ka (1/Ms) kd (1/s) KD (M)

Trastuzumab 1.23E+05 1.12E-04 9.16E-10
23C2 HER2-2 1.73E+05 6.06E-05 3.49E-10
Trastuzumab-DDDXD 1.28E+05 1.19E-04 9.25E-10
23C2 HER2-2-DDDXD 1.28E+05 3.26E-05 2.55E-10

LEREOR,  anti-Her2 XA il 22 2k BT S SR IN PR 45 5751, anti-Her2 XUt ADC AR fh 2 2 3
¥t ADC H X B gs aiE k.
SERER] 18 TR AT LR

LA T B LA S KA (NCI-NS7 4 fl SK-BR-3 41D, 43 51 HE 40 % & 2.5%10°
cells/m1, 20 pl/FLAIN 96 FUBR o St 51 15 #1145 79 ADC £ 5 Trastuzumab-DDDXD F123C2 HER2-2-DDDXD
53 B TR R IR N 40pg/ml, bRicAy S1, HoE T 3 506 R R, SRAFAH S FE & S1-89. 53 4Ll DS-8201
PLX control IgGl (—Fh3E HER2 #EA4rRMR IgGl; SN, 85 HGIK) 5 DDDXD HI{EEY
IgG1-DDDXD {EASFHE . 4085 B R AL S VA UL R bR i P 3R Csartorius, 90564) i E4H gk -,
AL 20 W, 37°CIEE 15 min. HUH 96 FLANABES 7#M, LL 20 pl/ALarBhn\ R Wikl an i, & aniuss oz
WET 37°C, %88 E 2h. BUH 96 FLANMES TR, B FiaNaniui, WelESmeE.
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£X%F NCI-N87 5 SK-BR-3 Fift HER2 FHPE4HAERI A HF R4 R ILE 8 18 9, 4R KM anti-Her2
YT ADC 9 A Y58 T # 2 2R B 4T ADC.
SERER] 19 JRAR DXD DA RS2 (S ey o) 40 B v 1

44 DXD 1 DDDXD 43 i I3 2 AR ZE 140000 ng/ml, #7329 S1, JEHHT ILAEBLERRE, K1
BB XN IS EORE i S1-S9, 24k BETE LR 35000 ng/ml~0.0896 ng/ml, £ 9 MR B4 4L K 3 HER2
FEPE i3 40 NCI-NS7, RS S 1x10° cells/ml BEATHIHL, SEFLIIA 100 ul, FF35E T4 AFLIEN
ST IR E RN R P REEN, Bl 50 ul. T 37°C. 5% CO, “HALBRE MR 5 K. Fimis
FEM, N CCK-8 (HARRM-ALZE, $85: CK04) TAEWE, 7L 100 ul, 155 B 45 NG B TEHRL
F1 (J7Z Thermo, %45 VarioskanFlash), LA 630 nm NS LI K, BEEUIFICRIEK 450 nm FFLAR L
Pl . R R AN AR B P 2R

NCI-N87 4 g sede 4 RN N % 11:

ﬁ Fﬁlil IC50 (HM)
DXD 4.45
DDDXD | 4.01

DDDXD b DXD ZRH H 5 55 F) 8 1 A 338 B 3o e 475 12k o

BB NS RE) 15 A3 RUA 25 Y B2 B4E B R R IR R 2 20 pg/ml, FRidA S1, JE#k
T AR R RE, SR15% BT RIAIRE S S1~89. 252K BETE A2 5000 ng/ml ~ 0.0128 ng/ml, F£ 9 MKEE,
O K 0 HER2 FHPE %40 (NCI-N87. BT474 F1 SK-BR-3), &% HEBEZEZE 2x10* cells/ml 31T
AR, FEFLIN 100 ul, FE15E TS A FLVE AR IR IIAESERRR AR, 4L 50 Wl. T 37°C. 5% CO,
CEAEREE RS IR . FEEEEFRWE, O CTG B (Promega, $85: G7572), Bl 100 wl, JEE &
10 min J5 B T 2688 (J % Thermo, %5 : VarioskanFlash), EEALE R G . +E 8 4 o 15
IR

NCI-N87 4l sin 45 R T 3R 12:

FE i %%
Trastuzumab 34.51
Trastuzumab-DDDXD 70.81
23C2 HER2-2 75.73
23C2 HER2-2-DDDXD 90.08
BT474 4l S50 45 5% 0 % 13:
FE i %%
Trastuzumab 67.91
Trastuzumab-DDDXD 47.82
23C2 HER2-2 75.56
23C2 HER2-2-DDDXD 73.76

SK-BR-3 4l S256 45 51 L 3% 14

i Y%
Trastuzumab 20.36
Trastuzumab-DDDXD | 67.15
23C2 HER2-2 62.89
23C2 HER2-2-DDDXD | 75.56

LA ES5RFT SN, anti-Her2 XUt ADC W40 56 /140 T Z 2k #4470 ADC.
SR 20 ARSMFORL i FR R PP

T E R RS SRR (PBS, pH7.4) « ERUKLIR B 1 L IR (REIINRE 5 ¥ 5 ¥ FINADPH,
FHB37TCARHITIEG, A RERMNO. 5. 15, 30R160 min/5 N FRFRUKA Z B4 1L RN o BITEXIE S
JHAR LA 8 (8 BRI OR AR AT & o SRATLC/MS/MS I i S T RO R A 2
SEREGI21 ik L5 YRR N 25030 1R e

%Y oko Nagai, et al, Comprehensive Preclinical Pharmacokinetic Evaluations of Trastuzumab Deruxtecan
(DS-8201a), a HER2-targeting antibody-drug conjugate, in Cynomolgus Monkeys, Xenobiotica, 2019, 49 (9) ,
1086-1096 7 FTik H 757, I %E A F I RO TR 25 (R IR O A4 P AR 42 LK 25 Al 11 4 2 4L
SRR 22 PP BB JIMT-1 Her2 FHHEFLBEAR /N R A MR g s /e A

HEA% JIMT-1 LBMEANM, IR 2x107/ml*0.1mV/ R, fEREFKME T, S TENRAMNS F. KT
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T M Pl A5 IR R R 2 100-300mm” AT SIBENL A 3 4. BRI W (85, L-AHER
0.89mg/ml. L-ZHEFREEFRE 4.04mg/ml. L ZLEE 80 0.3mg/ml. FEHE 90mg/mD>, 6 H; 23C2 Her2-2-DXD
4. 1.68 mg/kg, qw,iv. 6 R ; 23C2 Her2-2-DDDXD 41: 1.59 mg/kg, qw, i.v. 6 R & 2-3 FIBEER, [
BIFRRE, idF R FHWERMN.
XA E (relative weight, RWt) HE AR N:
RWC(%) = == X 100% — 100%
2 e
HA Wi, RS2 (RD d0) EIARE, Wt NG — RIS IR E.
M98 #% (tumor growth inhibition, TGD E AR A :

TGI(%) — (1 - 2= ) x 100%
L TWq

i TW A 24 E, TW, AR AR E.

PRI F % 15
5 FIE | A || I | MAARETE (%) MeantSD

mg/kg | Bk | i&4E | d0 | d24 | d6 d12 d18 d24

R4 - qw | iv. 6 |6 58431 |9.1439 |96+3.8 | 158454
23C2 Her2-2-DXD 1.68 qw | iv. 6 |6 6.746.6 | 99+5.6 | 102443 | 14.5+4.7
23C2 Her2-2-DDDXD | 1.59 qw | iv. 6 |6 88435 | 11.545.0 | 12.4+29 [ 15.0+5.4

AL TR 16:

ZH 5] il BUIR | LR | s JEE TGI (%)
mg/kg d0 [d24 | MeantSD

R 4H - qw iv. 6 |6 0.594+0.166 | -

23C2 Her2-2-DXD 1.68 qw iv. 6 |6 0.189+0.072 | 68.2%

23C2 Her2-2-DDDXD | 1.39 qw iv. 6 |6 0.145+0.056 | 75.6%

4R 23C2 Her2-2-DXD 523C2 Her2-2-DDDXDAE A LR 41 BT IMT-1 /)N B S5 R AR 8 | 3%y
R EHM, F1H23C2 Her2-2-DDDXDAHXT23C2 Her2-2-DX D& 24 77 5

RIEA R BT ATTRINZ, BARRIEESE T 20 A BiER T EIT Tid, Ex AR AR
M5, EAYEARENMS. BHANCERER T, 7SRRI BE. EURFTR RN
S RECE BN F T SR B EHT A A

RNTHEBFAFRBER, U HBTREIER LR, LR SRS R L AR N A
X R D EA TR AT R T A BN g Bt ft. FrE ST i ek B B 7 B alix 2o /)
NAEMRIR R FE T HIFE TRNES, 3B AW BT S T2 SOt B A SIS s 4 (19 25 1 E R R
Aih. M, EATATELZ, 1EAH X e B R AT 51 H A RS T 12 R RO A ST A S iR
FI— 3 AT ST 5 BT SCERI A WA B IS 51 S & T 0k, 51 RN, Mg dis etk m,
TR R0 At P 2m 15 4 FE AR ST TR 9 2 o
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BRIERSS
1. HAEA Ab-(L-Un [k 25 IR L 2557 BT B2 ish Samie s, Hob Ab Fonpitfialior, L
FoRBELIR Sy, U R4Sy, n NEE 1 £ 10 PRBHEVMNL, Hd, U NSRRI T
L5, JF H L & Rk U R B S AE .
2. ARFEAURIZOR 1 Frid ik 25 W I s £ 57 BT B2 i h sl mie s, o U 8 8 SN-38. SN-38
. RVb B R IRV & R A
3. ARIEBURIZER 12 £ — TR PR 25 MBI B 2557 BT Bese i S Bii e, b g itk 2
BB 5 PLU R I8 IV FRI S5

D D

~0 O

I, =&

S0H B v
ER WV H, RiEEE (WD 3U (D).

4. RRARABURIZIR 13 AE— T I (T IR 25 IR B H 255 LT B2 (1 R slia T, Herh i ik 254
P& LUR I VI R4

\\‘OH O VI

M, Ry, Ry gk & (HD =R (D).

5. MRYERRIER 4 Frd PR 2598 D el L 25 5 B AT 2 b BA R, Hid Bkl VIR BLR V-1,
VI2. VI3 8 VI4 R4
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S
OH O VI-4.

6. ARIEAURZR 1-5 A — IR I PLA 25 MBI B 2522 ErTERS2 ) SR BT, b Ab R REEHF
SME4hi4 HER2 [fdufd.
7. ARIEECRIZR 6 Frik FBTIR 25 RER M B 2527 b T2 i Sh B R, JLrh ik Ab 655 B4 HoRr
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S S HER2 RIA4IAD 1 HER2 1) ECD4 RALIEE — PR S B iR — PR g5 & 7 BN scFy
Jf HA& E5 CDR1. E5% CDR2. E4% CDR3. #4% CDR1. #5% CDR2 M#2%% CDR3, AiikE5E CDRI1.
4 CDR2 MIEHE CDR3 4> H4L4 SEQ ID NOs: 27. 28 129 FRE EmE ¥4, Frid%e4E CDR1. #4
CDR2 f#2%E CDR3 43 M7 SEQ ID NOs: 30. 34 1 32 Fin i E /741

8. MRI|AFIER 7 Frid PR L9 BRI el 25 % F Al Bz I s BA R, h irid S8 — PR 456 F B
14 E4% CDR1. &#f CDR2. H5 CDR3. #% CDR1. %% CDR2 M%%f CDR3, fiiif#H % CDR]l. =
% CDR2 FIE 4 CDR3 4372 SEQ ID NOs: 43. 28 #1129 FrsIR EB T4, Fridc%E CDR1. #4%
CDR2 425 CDR3 73 56,7 SEQ ID NOs: 30. 31 1 32 FiniIE E M 771 .

9. MIFAFIER 7 Frd MPTIR LR B 2G5 F Al a2 Mk sl R, Hh iR s — PR 46 F B
®H:

i TR PR S B E S B AR X R AR X, FridE s n] A X O RaE A X 4 5 SEQ ID
NOs: 41 f1 42 FRMEEER T4, 5

i, RS —PRE S B A ERE X M a] X, FridEs ] BX Mg BX 25885 SEQ
ID NOs: 41 f1 42 FRIEZER P EA ZE D 80%FE —MHE LR F 5.

10. RIEAFIER 7-9 T —TFTR PR RPA I 252 ar B2 shsiamie sy, Hd s —it
JREEE B A BRI AR X AR A AR X, FriR B AT X A& SEQ ID NO: 35 FinIEER T4, Frid
BEEIT AP X A4 SEQ IDNO: 36 FinEEIET 4.

11, FRABBCRIE R 9-10 {E— WA PR L B I B L 26 % E ol B2 i S el ids e, e rid s —it
JR&EE FBLR VH Fil VL A NSRBI C-AR a2 40 5 8E%1:  VH-linker-VL.

12, RIEAFIER 6-11 (T — TR PR DB DA B L 26 % bl B2 Ehsld 7 e, o prid ks
o Ab A EE AT HEr S 45 & HER2 RKIA41A8 - HER2 1Y) ECD2 RO PR & B, ik
RS & FBON Fab.

13. RIESFIER 12 Frid P A 25 B ey el 25 28 E T2 Ehelid ik, b ridss —hiRgE &
BB 4 #E5E CDR1. =EfE CDR2. HHf CDR3. %%t CDR1. #4f CDR2 f%¢4E CDR3, Atk &E%SE CDRI.
4k CDR2 FIESE CDR3 70 #lH. 2 SEQID NOs: 45, 46 F147 FiniIa MR F5), ks CDRI. &5
CDR2 %% CDR3 43 %657 SEQ ID NOs: 48. 49 F1 50 Fin I E /741

14, RI\AFIER 12-13 T —BTR PR G BB S 2% Dol B2 M Ehelm iy, i pmds —
VRS E B O ERE A X sl AA X, FriREE a4 XM n] 40X 455084 SEQ ID NOs: 37 Al
38 R ERL T .

15, RIBAFIER 6-14 T — TR PR 259 R B L 2 % Al B2 A s s i F1b s, Foih ik ik sh
5 Ab B8 5E—PURE & A BUR/EEE PR & A BT BB E R S Bk E A Thfe i, Frid ek E
HIEEEEL S 1 CL. CHL. CH2. 2% CH3 hi—AaiEA, 2% ii Fe.

16. RIEAFIER 15 Frid FFTirR 25O E e el 24628 F a2 Ehalm 7k, H 9 frid CL. CH1. CH2.
CH3. Fc 0 BIfiT4 H A IgG B CL. CH1. CH2. CH3. Fc.

17. RIEAFIER 16 Frid Pk 25 D E B st 24525 Ll 82 s em 7k, A firid CL. CH1. CH2,
CH3 = Fc BEBMisk ARG EM; ik, Ak CH3 5 Fec HA M1EHiZARTE Kabat 485 REEISE 435 A1/
AR 436 MIEIERRI B

18. RIBAFIER 15-17 (E— TR PTG P B I e L 2625 bl 2 ) Ehel g ik, P irid Fe &
BEE— Fo 20K — Fc 2N _F Fe, RSB —PELEE B S5H— Fo ZIKTEEERZERE, rig
B PR E FBSE T Fo £ IRAT B R ESE.

19. RIERFER 6-18 1T TR RPIAR LGB e 255 F Al 2 i Ehelis b, Hh iR issy
Ab NI R HPUE, HA5: SEQID NO: 11 AR @AM ESE. SEQ ID NO: 13 iR /F4 [ EEEM
SEQ ID NO: 15 FinFHHzs% .

20. RIBAFIE R 1-5F— TR MPTIR A P EIel 262 Fal B2 M Ehsid 7 e, E A rid ik
1B B UL 20V LT R B 45 44
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" QNM)OL /Y“JO(

OH O [ n
L _ VIl
Hep, AbRARPUET Y, HASE—PURGSE H BRE YRGS B, RS —dR4E & F B scFviF
HAa4HE5CDR]. EHCDR2. HE#CDR3. #4CDR1. ®4%CDR2f1#55CDR3, FridE4ECDR]l. HAE
CDR2FNEECDR34; B85 SEQ ID NOs: 43, 28F29FT /RHIR AR TS, FridiaECDR1. #4CDR2M
2BECDR373 A% SEQ ID NOs: 30, 3132 /RINE ARG 74, Frds R4 & BoNFab It A& H
B¥CDRI1. FEBCDR2. HHCDR3. %8 CDR1. B8 CDR2f%255CDR3, fTidHE#CDR1. HHECDR2N
HHECDR3IZ AL A SEQ ID NOs: 45, 4647F/RINE IR TH], Frid%25CDR1. 5 CDR2M$5£CDR3
2R3 SEQ ID NOs: 48 49RI50 =& LR F 51,

n A%k 1 E 10 B HE/N

Riv Ry Zrdsr ik S (HD 81 (D).

21. MRIERFIER 20 Frid TR 2 M H B el e 252 L AT e 2 i shal il ik, Horp = VIT AL VII-1,
VII-2. VII-3 8 VII-4 iR R4

Ab P 0] H O H O D
EEN\/\/\)(N/YN\%N Ao o
Hol HoJ H

NH

VII-1

L — VII-2



WO 2022/033578 PCT/CN2021/112462
43

o) : |
J 0] O Opp D
H H
NM N N P
Q N/}( \)kN \)LNXO/ﬁzo
o) H o H o H NH

N

Ab

L - VII-3, =&

Ab 0] H ©
QN\/\/\)LNWN .
@] 0]

\\\U

L CHO |n .
22 BUFE R 121 4T — Bk PR W8 el e 25 5 1 T 8 32 1) SR BlA UL 7E il % T T 8 97
FESERI 29 R I, ik, PridESE N HER2 FAVERESE . HER2 FAPEREAE UL K 12 W8 4 72 2 2340, 2546

YRR R 7R HER2 2154 THC2+HHIE .
23. AVIFURGE MR- 25 [ 740 &9«

P O H (0]
ooy
o H o H

\COH @] \Y|

H, Ry. Ry sk 5 E (H) 851 (D).

24, IRIBAFER 23 Frid i k-2 ikt &4, HA, 3 VIALUT VI-1. VI2. VI3 5 VI4 fiR
&5 4 -
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25, DUF IV(@)E R (a) s 257 ik &9
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Hrb, RiIEAA (D Ut (D): 5

Y
OH O 1(a).



