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BERUVRAENO—FE

W& 55 & O &6 EE

SH tritium, a radioactive isotope of hydrogen : ~ U F 7 A, K& O K PERIALA

ADC antibody-drug conjugate : FUAKYEAIK

AGS-22C3 F ¥ A =— AN LA Z —JIERM A I TS L 72 5T Nectin-4 56422 & MLE /7
2 —JF Pk

AGS-22C3E enfortumab vedotin : =RV ~vT SN RKF
F ¥ A =— AL AZ—JIEMN % VW CHLE L7281 Nectin-4 584 b NMilxs ) o
0 —FIVPURIZE ) AF VT 7V AXF U E fES S S iREmEA R RIK
H5H)

AGS-22M6 A 7Y F—~#lifaz A THRLE L2 HT Nectin4 528 MHUE 2 7 o —F Lk

AGS-22M6E AT Y R—~fifdz A CTHGE U728 Nectin4 5842 b MMUE /7 7 a—F Lk
\ZE S ATFNVT U Y RSETF VR EREES SR E &K

ASG-22CE enfortumab vedotin : =2 RNV <wT RKEF
F ¥ A =— AN AX—IIEMIE & WV CE L7250 Nectin-4 5842 b NilE ) 7
a—FIVPURIZE ) AF VT 7V AKX F 2 E ZfES S S ikEmEA IR (B
iz SRR

ATA anti-therapeutic antibody : HTEM)HLIA

AUC area under the concentration-time curve : i & B i) ph 8% T i

AUC 68n area under the concentration-time curve from time 0 to 168 hours : $¢5- 168 F¢fij#% £ C
D Y FEIRE ] b R T T A

AUC area under the concentration-time curve from time 0 to the last measurable
concentration : Ji #&JHIE P REIF A C O YR PR di#R T A

BCRP breast cancer resistance protein : FLJE MM & H

BSEP bile salt export pump : JH7FEIE PRI AR 7

CHO Chinese hamster ovary : 7 ¥ A =— AL A X —FJIHL (i)

CI confidence interval : {5 [X ]

Conax maximum concentration : % = =

CYP cytochrome P450 : F 7 & A P450

DAP dolaproline : K771l

ELISA enzyme-linked immunosorbent assay : #5860 % Il &

GMR geometric mean ratio : (L

HEK human embryonic kidney : & k& H K&

HPLC high performance liquid chromatography : &K o< 75 7 ¢ —

ICso half maximal inhibitory concentration : 50% [ 2/ &

ICH International Council for Harmonisation of Technical Requirements for Pharmaceuticals
for Human Use : [% 3 5 Kl 3 Fn (=] B 2

Ki inhibitor concentration causing half-maximal inactivation : iz K ARIEMEALIEHE D 50% 0D
HEE G- O T HERDORE

Kinact maximal inactivation rate constant : fix KARIGPEALIHE E4%

LC-MS/MS liquid chromatography with tandem mass spectrometry : {ZiKk7 -~ ~ 75 7 4 —— X

LLQ lower limit of quantitation : & f& I BE

MMAE monomethyl auristatin E : &/ A F /LT T Y AZF L E

MRP multidrug resistance-associated protein : 2% #Iffi 4 BHH# & H

NADPH reduced form of nicotinamide adenine dinucleotide phosphate : E LR == F 7 I
TTF= DR VAT R R

OAT organic anion transporter : A7 =4 F T AR —F —

T AT T ALK 3
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Wi M OV a6 EF
OATP organic anion transporting polypeptide : %7 =4 Lk R U <7 F K
OCT organic cation transporter : H¥E I T4 T AR —H —
P-gp P-glycoprotein : P-4 H
QC quality control : 1% £ PR
tin (apparent) terminal half-life : (727 D) JHI
TAb total antibody : FAPLIA
t time to reach maximum concentration : #x fe = & 2 ZE IR
| ..
ULQ upper limit of quantitation : & & [
ve valine-citrulline : /SU > —32 kLU s
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2641 FED

TRV ~T  REF L (ASG-22CE, AGS-22C3E) 1%, # 1 /37 Gkl TS5

NY = by (vo) <b A I FA7aA L) o h—%2MALT, 588t MY IgGl « Hilk L%
INEEIRE ) AT AT U AXF U E (MMAE) %6 SR EYEASIR (ADC) THD
[Challita-Eid et al, 2016], = H/LY~T XRF X, LIFOL I REEEO T o A %R T
AEYTEEERET 2B 206N TW5, Thbb, mURLY~T RKIF MR O
Nectin-4 % /37 B IZfEE LT ADC-Nectin-4 HEREZ TR T D, TER ST AEG RIS IZ
BATL, U Y Y—L/hja~tlkIni-tk, ¥/ 0E0ERIC L5982 X - TMMAE 2
AR NI X 4D [Doronina et al, 2003], = MMAE N F =—7 V VEHAZAEL, G2/M H#
(AR A2 1 S8, BRI TR h— A& G & 2§ [Francisco et al, 20031, [ 3 11 il
FFERE S (ICH) O A K7 A v THEEMEEE KO IR+ 571 K71 ) (ICH
S9 X TN ICH S9 Q&A) IZHEVY, F = v 7R A ¥ MHFIE L XTEIER ISR B0 AT LI /T
HEATYE ST R I R B OTRIRIC BT A A A — b9 272012, —HOIERRRIEY
ERERBRIC L DV =Ry~ RRT O IRYENRE IR & S L 7=,

B, ~A 7Y F—~llakik ADC Th 25 AGS-22M6E % i\ C—d#H O IEFR IR RER & Fhi
L7z, 0%, ®EOIGE, WEEORETREOM EZHHWE LT, Fx A =—XNLAZ—J}
¥ (CHO) #ifakki#sko ADC THDHTURLVY~T XRFUERKE L, TVERLY~T
N RF U0, AGS-22M6E L [ARkOEIETH D (7 /BB, U > B — K ORI G H I 3
M), T hRLY~T XKF L AGS-22M6E D[FESENEIE, MRIAW T R O EY 20 72 Rk
Et, R TV v O SRR OIR T v D r FRBRIC X W R S, SREhRRSEA K O
PELRRER RIS T D 2 L AVURE T (20021751 5B M O AGS-22M6E-11-1 548%) , AGS-
22M6E (TFRAETIZERBRE AT IE L TWAR, TRy <7 NRFULRE%ETHD EERX
BNDHZ LD, KRFELEZEMTHILORBRIEA I TWS,

TRV =T NRF L, AGS-22M6E, AGS-22M6 CEMFEREARIGUA) K X MMAE O3
WEhREIX, T v RO =7 A POy, &DW0IE0TNo—0 %R0 KEFIRNE 5 O35
PERBRICBIT D PRy axxTr 4 7 AL LCHiiLTe, 7y RO =7 A FTBITH Fxv
X RT ¢ 7 AN A, AR OWRIEZBI T2 in vitro 2 O in vivo 3RERO#E R & RSB 8
R OMEZE SR N 2.6.5 HEYBEERBER ST L, ZhboEpfEioyrsLry~7 <
R KT AGS-22M6E 7% Nectin-4 & ZZZROGMHEZ R L, TRy <7 N RF, AGS-
22M6E X MMAE O mMEFHEEI & L CTHIBREN TS, = hLY <7 XRFURD
AGS-22M6E 1%, 7L oY F i ~7 RXKF» [7 R MY RA®US BfF30E, 2019410 A] &
WL I—%F7T 572, MMAE OISR ARG, R, PRl & O in vitro JEMAHAEH I
TLrYRuwT RXRFUORBERCIMEL, LIRS T, mURALY T XKFUh
DHUWNE AGS-22M6E (B L T, Bz /eopdn, AR OHRIEEERI 35350 L TuZeny,

T AT T AR 5
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TRV ~T RXRFUH DT AGS-22M6E D 3 mglkg & 1 =7 A YPIOUIZERIRINGE 5 L 7=
L&, ADC D AUCesh X T Cinax DEEAELI L (GMR) 1 XENEAL 114 LTV 1.26 ThHho72Z &
Mo, WMPUED h¥ T axxT o 7 RAFREEEZ 2 DN, £, D=7 A4 FNIZBIT 5503
Pk (ATA) OFRBRL = HRLY~T RXKF b AGS-22M6E THREE ThH -7, L7zi-
T, AGS-22M6E O hF v ax T 4 7 ADFERNG, =Ry ~T7 XKF U OIEYERER
PEZ R FTRE & B 2 bz,

AGS-22M6E % 7 v k Q~mmyg>&wﬁ~74$w(kmmyg)_1Lﬁ_1E4 J ]
KEEARNEE G- L= & & D ADC R U%HUA (TAb) @ AUC & 2 \WME Crax 1, G- EITITIE
BILTCER L7, ADC KONTAD D hF 2 a7 4 7 ATHZEITRD S o1, Jﬁl{ﬁqj@
’MM%QiMEﬁQEw&LT%_§5%®Ewﬁ%fm<,AmﬂiMb@ﬁﬁAmﬂﬂﬁi
LTKE0o7, ADC D tipld7 v N T0.887~1.29 HTHY, =274 %/)N"T0700~1.72 HT
Hole, TAb D 41,157 v FT133~216 HCTHY, W=7 A4Y L T102~275 HCTh o7,
AGS-22M6E % 1 HIZ 1 [5] 4 BH AR G- L7 & &, ADC, TAb &) MMAE 28372
BREVEILERD e o 72, KIER 5% D ADC TN TAb @ AUC 1T ATA OFBIC L VKT
DM DR Bz, ATA OFBRE, T v MR TH=I AP LOFREL TEhoTz,
7w MEOH =7 A F iz AmnAME%1L%_1E4 A AR RRIRNI G- LT L & D
MMAE DR &Y, HEEIZIZFHA L T EA L7z, MMAE 27 =7 A %12 1 3 1[5 4

%ﬁ@ﬁ%ﬁ&ﬁbtt%@@@&ﬁ%@naﬂ@@msﬁﬁ HET21.6 I ThH o7z,

U T U A L7 MMAE (PHIMMAE) H RO U EEIX Long-Evans 7 v N DK IZIA< 4y
L, B5 96 RFEI#ICITRER 7 OFE2 DA L7z, MMAE O#i# kOt MZET 5 iR A
FEERIFIZNEERLS RPSTEDNFEENRD LI, v U A (18.8%~28.5%) MUNT =27 A HF/
(17.1%~18.9%) LIt~ bk (67.9%~822%) KO'T v & (72.0%~73.5%) TE1->7T,
MMAE DI EREA TR HFEZEDFRD B4, 2~20 nmol/L (2331 2 i,/ MR E i~ AT
9.47~11.8, 7 v KT 1.86~2.36, I =7 A ¥/ T 1.40~157 L't kT 0.926~0.976 T >
7o

AGS-22C3 CGEMIEREGHUR) 134 6 7a 7V o4 ThY, (RNTATF FOT 2/ i~
LS, 0%, JEE LUMENTHAIHI N LB N5 2 Lnh, FUREHS ORE
BRI SN L TV ey, MMAE XA RSN _ T F RTH Y, invitro fREFER 2V T
F b7 v P450 (CYP) (ZX V&=, MMAE Of#EHIL, 7>, 1= Lkt k
JFABAE T L Tuve, & MITHIR CTAER L72REMIET v D5 WEh =27 A4 VLol T
HAEM Lz, B b CYPRELRZ HWZHERIZIH VT, MMAE X312 CYP3A4 I L W T s
77

PHIMMAE % 7 v MZHREIFFIRNE G L7z & &, BieRiE g hicde i, JRIPICHRE S
NSRRI S BEOB L2 15% KM Ch o7, Fo, REOFEHIHE S 7 HERED T 725k
3E, REMEKETH -T2,

T AT T AR 6
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MMAE (3 YR m] 3 00 CIUEHEAEI 72 CYP3A4/S DL ERITH 7228, CYPIA2, CYP2B6 & 5
WM CYP3A4/S OFFEAITIL/ 0 > 72, MMAE [X P-BEE 1 (P-gp) DB TH 7278, FLIEM
PEE R (BCRP), ZAIMMEREEE (MRP) 2, AT =4 ViR ) <75 R (OATP) 1BI,
OATPIB3, AN T AL N T AR—%— (OCT) 2, AT =42 F T AR—4%— (0OAT) 1
&5 WL OAT3 DIEE TIX72 o7, MMAE IZERANCE RO H HIREIZB T, Ay FaEdE
>~ (BSEP), P-gp, BCRP, MRP2, OCT1, OCT2, OATI1, OAT3, OATPIBl1 K}
OATPI1B3 DHFEAITIL A>Tz,

2.6.4.2 HoHE

BEMZBIT D MF T axxT 4 7 ZAEFMT 572012, =AY ~<T  XKEF U OHULE
“&Uﬁ PTESOREIL, ENENER D5 ﬁ&%ﬁ%bto@a@EWﬁﬂ BT DHUED
BB IXEERERE (ELISA) %, MMAE OJIEICITEIKR I o~ 7T 7 4 ——X T A
vxx~7bn%%)~(MAmmm)&%ﬁ%bko£T®b%v:%*%4ﬁzﬂﬁumﬂ
U7 — SNk aH Lz,

2.6.42.1 D&
TURAY T RRFUO MR aAXIT 4 7 AT DRt EE, ADC (AGS-
22M6E H A VMT Ry <7 RXRKF ), TAb, MMAE M NATA & L7-,

2.6.4.22 N)T—kEIh=04%

BTOHNTIE, BB CLEMDSHER SR FCHEM Lz, £, HROMIEIIETH
RHIRAN O b D &R L7z,

2.6.4.2.2.1 ADC 9 #7i&

WATEE42.2.1-1, 42212, 422.1-3, 422.1-4
7y REOI =7 AP LOMEFD ADCREIX, ~Af 7uaX A2 —T1L— EHn5b Y

F—raniyy ko7 eusa e ke L. || sois 22—
T4 v 7 Licy = 0 TiEER ADC 24t L, vedt2, [
I k. (M22-id6-1a21.1) Z A<, I -~
I - O I, - (S S R L,
B O E O E N B OVAE TR OFFAFE Y, s E R OREREE R (QC) #EtCixzth
ZH 100% + 20% K% V< 20%, (KIREE QC 3UEFCTIX 100% +25% & < 25% & Uiz, &tk %
AWtk oER PR (LLQ) A OWVER LR (ULQ) %% 2.6.4- 1 [Z/RT,

T AT T A MK 7



TURNY T RXEFr (B Z)

26.4
EMBREABOBEX

+2.6.4-1 ADC O3 #riE—&
. LLQ ULQ c 1. Drug substance with
Matrix (ng/mL) (ng/mL) Validation Report Number whiclgl assay validated
Rat serum 40 1280 AR3587 AGS-22M6E :
80 1280 AR161-C1128-4-0075 Enfortumab vedotin
Cynomolgus 40 1280 AR3590 AGS-22M6E
monkey serum 80 640 AR4559 Enfortumab vedotin

ADC: antibody-drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic
agent monomethyl auristatin E targeting Nectin-4; LLQ: lower limit of quantitation; ULQ: upper limit of quantitation.

2.6.4.2.2.2 TAb Nk

HERE422.1-5, 422.1-6, 42.2.1-7
Ty MO =7 A FLDMIFEHO TAbREIX, ~A 7 XA X —T L — R EHniH Y

7 — hanie¥ R4 v ELISA 2 L 0 e Lz, I
B~ (M22-id6-1a21.1) 2 =2—7 (> 7 L=y = /LTt TAb 242 L, P
#%, ' < (M22-id6-1a34.1) = AvC, I
-ﬁk.é_&o- RO L VR L, BEELOR
FEDOREN L OVIE M OFFRFEUET, SR L O QC BB CIXZ N2 100% + 20% K% Y
<20%, KR QC FEFTIX 100% + 25% M V< 25% & Uiz, KEWEiE 2 W72 odriEo LLQ
K ONULQ %% 2.6.4- 2 12”7,

+26.4-2 TAb D HTE—&
. LLQ ULQ s, Drug substance with
Matrix (ng/mL) (ng/mL) Validation Report Number which assay validated
Rat serum 40 1280 AR3588 AGS-22M6E
Cynomolgus 40 1280 AR3591 AGS-22M6E
monkey serum 80 640 AR4560 Enfortumab vedotin

AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E
targeting Nectin-4; LLQ: lower limit of quantitation; ULQ: upper limit of quantitation.

2.6.4.2.2.3 MMAE 2#i%
A&k 4.2.2.1-8, 4.2.2.1-9

7y MROI =7 A FAOMmiEF O MMAE IR, NV 7 — b I3/ LC-MS/MS A X 0
& L7ze MMAE X OAEEYE () (- A 0 #5500 6
i U7z, PR 2 2258 CASSHzlE LAk & Mg L7-#%, LC-MS/MS & W CHIE L7z,
B RO EOREN L ORIE M OFFAFEMET, SR, hRELMERE QC M ETidzhn
I 100% £ 15% KL V< 15%, LLQ #EHTIX 100% +20% K% U< 20% & Lz, KBk 2 H iz
SIHHED LLQ K INULQ %% 2.6.4- 3 (1T~
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#264-3 MMAE D73 #ri&—

. LLQ ULQ cy .
Matrix (ng/mL) (ng/mL) Validation Report Number
Rat serum 0.01 10 8226174
Cynomolgus monkey serum 0.01 10 8226175

LLQ: lower limit of quantitation; MMAE: monomethyl auristatin E; ULQ: upper limit of quantitation.

2.6.4.2.2.4 ATA Z#ri&

WAHERE4.2.2.1-10, 42.2.1-11, 4.2.2.1-12, 422.1-13

7y MROI =7 A FAOMIEF O ATA I, SY 7 — k472 ELISA 15 (ATA Otk
KO HIZ AGS-22M6E 5 D W E= Ry ~T RXRFUEANWDL T Y v 7k) AL
72o AGS-22M6E HH VNI ARNVY~T NRF o za—T7 47 Ly o /L TREH O
ATAZH#E L, IRt AGS-22M6E & %5 W R\ .~ vy ~7 XEFrzinT, I
_‘%@_&U- FEEOPIEIZ LY R L
7. Bt i arte1-c12s 0077 st cix M22-ide-1a211 % L, %@@@ﬁ%@
M22-id6-1b40p % HV =, FEhEUEL 2 W 7o 0 HTiE O RE R OSEHHZ F T 2 I L 552
BA K 2.6.4-4 1TRT,

AGS-22M6E OB TIX, AGS-22M6E 100 ng/mL & TOILAF T THHEX R 30 ng/mL @ ATA &
HUZR B 72 < (AR3589 R K TN AR3592 #kliR), =7 A i E Wiz Rry <7
NRRFUORBRTIE, =UhLY~T7 N RF 21000 ng/mL F TOILTFE T TSR 30 ng/mL
D ATA BN 1o 72 (AR4562 3ER), 7 v ML MW RV Y <7 NRF o
DORERTIL, YIFD FDA ORERMRBROT v AT 5 FT 7 A X AZHESNT,
BEMEXRTHE 30 ng/mL Tld7e < 500 ng/mL Z AUEFRIE & L THIWE, ZOREIEICIB W CRER i
INBUE RPN 2 Z LI e B RVEEIME T LA, =AYy <7 AN RF 250 ng/mL
FCOHAF T T ATA BRI EI T 20> T (AR161—C1128I—0077 AR
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*26.4-4 ATA Do HiE—E
Drug Drug
tolerancet at tolerancet at
Sensitivit 30 ng/mL M22- 2.5 ng/mL Validation Drug product
Matrix (n /mL)y id6-1b40p or | M22-id6-1b40p Report with which
& M22-id6- or M22-id6- Number assay validated
1a21.1 1a21.1
(ng/mL) (ng/mL)
Rat serum 0.5 100 10 AR3589 AGS-22M6E
A 1-C1128- Enfortumab
Rat serum 63.94 2503 ND P'_O(m porum:
Cynomolgus 1.0 100 10 AR3592 AGS-22M6E
monkey serum
Cynomolgus 1.96 1000 1000 AR4562 Enfortumab
monkey serum vedotin

AGS-22M6E: hybridoma-derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E
targeting Nectin-4; ND: not determined.

T Drug is equivalent to enfortumab vedotin or AGS-22M6E.
I Drug tolerance was determined with 500 ng/mL rather than 30 ng/mL of M22-id6-1a21.1.

2643 WNKRUVMFFRERE
Ty R ROH =27 A YT AGS-22M6E, AGS-22M6 5 W F =Ry <7 RXRF 2
AR E- L7z & & D AGS-22M6E, AGS-22M6, T 7Ry ~7 X KF >, MMAE LK TAb ®
FEvadxxT 47 ZA&iMliLiz, £72, =741 ¥/LIZ MMAE Z kNS L7zt &0
MMAE @ %> aFxR7 4 7 ZIZOWTHFHli L7z, b ORBRTH LN ERMAZLLT
2R,
& TR =U AP IIIEBNT, AGS-22M6E DIEFERITIZIFHGEICHHI L TR,
MEIIFEO SNR o7, £72, TAb DIBEFREIX ADC L L TEhoTz, 7 v B A
B =27 A P AGS-22M6E % 5. L 7= & & O IffE+ O MMAE O L, TV
?ﬁ&%f‘%h%m ADC D IREE DK 0.2% &% U] 0.04% T > 7=, AGS-22M6E % 1 JfH
21 [E4EBKERE L& &, ADC, TAb XX MMAE OBEEE &I ERMEIEREO bz
MNoT,
& N=UAYPNIIBNT, ZUhRLVY~vT RXRF L AGS-22M6E O hF v ax k7 17
AFFIZETH -T2,
® AGS-22M6E |Zx19 % ATA OFBIEIX, T v MR TH=7 A F L TEWEIIZSH -
oo =7 AFNTBNWT, =AY <7 RRF & AGS-22M6E ([ZxT 5 ATA O
HBLRIIFE Ch o7, ATA OAERIE, ERSE L7 L & o+ o ADC K O TAb
RSB L 5.2 5 ATREMED R STz,
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26431 Sv MIBTAMEHERE

2.6.4.3.1.1 Sprague-Dawley 5 v kIZ AGS-22M6E 3 % LMd AGS-22M6 # REHER S L1 &
F D AGS-22M6E, AGS-22M6, TAb R MMAE @ k¥ aF T4 R

NfTEEE4.2.3.222

7 v N AWz 4 BRIV T, AGS-22M6E & 5\ )M E AGS-22M6 % 1 I 1 18] 4
HENKEGEIRNE G L2 2D M2 afxT 0 7 A& L7 (20005662 76k .

AGS-22M6E % ¢ 5% D IfLiEH D ADC JREE KON TAb IR EEIE, B/ TERZIC R EREICE
L, ZOHBBESCHITIET L7, HRITTFMEZRL, AGS-22M6E O #5878 2~10 mg/kg D
FHIZERW T, tipld ADC T 0.887~1.29 H XN TAb T 1.33~2.16 H TH -7z (£2.64-5 LUK
2.6.4-1) (2.6.5.4.1 AGS-22M6E % 7 » NI 1 [A] 4 R IEH G- LTz & & ORE$ 514 K Ocfs
BeHHO FF v axxT 07 A), AGS-22M6E % $ 540 ADC } U8 TAb @ AUC & O¥ Cnax 1,
2~10 mg/kg DFIFH CTHG-EIZLHI L CTHIM L7-, MG TAb #2EE1L ADC JEE & bhi U Ch
BV CTEI <, TAb @ AUChs i% ADC @ AUChy & L TR E 22572, ADC LU TAb @ h
XaxrT 47 AL, MEOT Y M THRETH ST,

AGS-22M6E % $¢ 5% D il MMAE RS, E&ATHEClEd 2 0WIEF IR > 72, MMAE
D ¥ axxs 47 AL, HEOT v FTHR% ThH 72, MMAE O 21X, 2~10 mgkg D
5B T 0.940~1.93 HToh >72, MMAE ® AUC6sh & O Cinax 1%, AGS-22M6E DO e 582kt
B L CHEIM L7z, AGS-22M6E % 1 #RIZ 1 [B] 4 38 EFIRNEEG- L7z & % O MMAE ©
AUC 680 ITWIE S OV k4% 5.9 CRIFRE CTH Y, 1S 1 BOESIC L 525 ~0ERMITIZ L
AETRN, &L EE X DL, AGS-22M6E 5 L7- & & O MMAE O, €
JVPREEHATE T ADC OB mile £ O# 0.2% Thd > 72,

AGS-22M6 @ 10 mg/kg % $RNFR G- L7- & & OIiET O AGS-22M6 #2EE 1T AGS-22M6E % #%¢
H. L7 & &D ADC JREE & bl U TR L, FIEE 5% D t 137ET 4.62 B X OMET 4.66
HThoTo (F£2.64-6 KUK 264-2) (2.6.542AGS-22M6 % 7 v MM 1 [A] 4 @R ER S L
7= & X ORI 5B L ORKEGHO Xy ax kT 47 A), AGS-22M6 D FF T aFx X7 4
7 AIHERED T~ N TR TH -T2,

AGS-22M6E % 1 N 1 [5] 4 M AEBARN T G- LTz & & O AGS-22M6E D EFEMEIL ATA O
FEEUC L 0 EMEIITHGR TE Ao 7278, ATA OFEHIZ LY AUC 1B B 25580 i
720 AGS-22M6E & %\ T AGS-22M6 % 1 #RNC 1 [ 4 BRI SEFAIRNE G Lz & &, g
DFHFE X ATA DER LT, BErar "—2 g CofEIL, MiEoT vy hTRI% ThoT-, &
0ol N— 3 U, AGS-22M6E @ 2, 5 &N 10 mgkg OFEGRET, 2 35% (B 10
B, 29 f51l), 20% (6,730) KN 7% (2,29) Thotz, £72, AGS-22M6 @ 10 mgkg D¢
HRETIZ10% (3,730) THo7=, AGS-22M6E DG EDHNNIE Nt a2 R —D g RRK
T 2R 5724, AGS-22M6E 7% ATA M IC 2% 5.2 TV D Al gEMEN B 2 bivT,
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2.6.4-1 5w MZ AGS-22M6E % 1:B[IZ 1 [@ 4 BRI REFIRAZE L= =nmEH
ADC, TAb U MMAE BEH##%

Group 7 ADC Profile (n = 6)
Group 8 ADC Profile (n = 6)
Group 9 ADC Profile (n = 6)
Group 7 TAb Profile (n = 6)
Group 8 TAb Profile (n = 6)
Group 9 TAb Profile (n = 6)

1000 Group 7 MMAE Profile (n =6)
Group 8 MMAE Profile (n =6)
—El 100 Group 9 MMAE Profile (n =6)
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Time Post First Dose (h)

ADC: antibody-drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic
agent monomethyl auristatin E targeting Nectin-4; MMAE: monomethyl auristatin E; TAb: total antibody.

Rats were administered AGS-22MG6E intravenously once per week at 2 mg/kg (Group 7), 5 mg/kg (Group 8) or 10 mg/kg
(Group 9). Data are from sex-combined groups.

Source: Study 20005662, Figure 7
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% 2.6.4-5 MERES v M2 AGS-22M6E % 1:BREIZ 1 [B] 4 BRI R EFEHIRAE S Li-& D Day 1 XU Day 22 [ZH 15 MM;FH ADC, TAb U MMAE O
TKINS A—4
AGS-22M6E Dose 2 mg/kg 5 mg/kg 10 mg/kg
Day 22 1 22 22
Sex F M F M F . M F | M F M F M
TK Parameterst ADC (Antibody Drug Conjugate)
AUChastf (pg-h/mL) 1120 1180 549 1050 883 2250 1390 1960 5630 6570 3570 4170
Crax (pg/mL) 55.0 59.7 52.8 553 24.6 137 96.9 124 280 271 153 209
ti2 (day) 0.887 1.13 NR NR 1.21 1.09 NR NR 1.20 1.29 NR NR
TK Parameters TADb (Total Antibody)
AUChustf (pg-h/mL) 1910 2190 832 2330 974 3940 1770 3370 9680 11600 6720 7700
Crax (pg/mL) 69.6 74.8 63.2 69.6 27.5 160 121 147 332 324 194 260
ti2 (day) 1.33 1.50 NR NR 1.68 NR NR NR 2.01 2.16 NR NR
TK Parameters MMAE
AUCssn (ng-h/mL) 9.86 12.6 7.19 11.9 20.0 20.5 14.5 25.4 43.0 51.3 36.2 69.6
Crax (ng/mL) 0.291 0.255 0.473 0.405 0.516 0.644 1.11 1.09 0.820 0.870 1.89 2.82
tmax (h) 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167
ti2 (day) 1.46 1.40 NR 1.93 1.30 0.940 1.61 NR 1.46 1.32 1.52 1.42

ADC: antibody-drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; MMAE: monomethyl
auristatin E; NR: not reported due to unacceptable curve fitting; TAb: total antibody; TK: toxicokinetic.

T TK parameters were characterized by non-compartmental analysis and derived using median concentration-time profiles obtained using sparse sampling (3 animals/sex/group).

I AUCHst for ADC = AUC6sn for Day 1 and Day 22; AUCst for TAb = AUCiesn for Day 1 and AUCssen for Day 22.

Source: Study 20005662
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5 2.6.4-6 EES v FIZ AGS-22M6 % 1 &8R- 1 Bl 4 BRIREFRIRNIEELI-EZED
Day 1 U Day 22 IZH 1T 5 MM/FH AGS-22M6 M TK /N5 A —4
AGS-22M6 Dose 10 mg/kg
Day 22
Sex F M F \ M
TK Parameterst AGS-22M6
AUChgsif (pg'h/mL) 16600 15700 36000 23100
AUC;6sn (g h/mL) 16600 15700 21800 18700
Cuax (ng/mL) 320 336 370 368
tmax (h) 0.0167 0.0167 0.0167 0.0167
t12 (day) 4.66 4.62 NR NR

AGS-22M6: unconjugated hybridoma derived fully human monoclonal antibody targeting Nectin-4; NR: not reported due to
unacceptable curve fitting; TK: toxicokinetic.

T Toxicokinetic parameters were characterized by noncompartmental analysis and derived using median concentration-time
profiles obtained using sparse sampling (3 animals/sex/group).

I AUClast = AUCiesn for Day 1 and AUCe72n for Day 22.
Source: Study 20005662

26.4-2 Ty I AGS-22M6 $ % LME AGS-22M6E M 10 mg/kg % 18RI 1 [l 4 BRE X
EEARMIEE LT & EDMmFEH AGS-22M6 REHR It U= MmiEF+H AGS-22M6E

@ ADC R U TAb iR EHFE D LI

—@— Group 10, 10 mg/kg AG $-22M6 unconjugated Ab Profile (n = 6)

i T 7 / —@— Group 9, 10 mg/kg AGS-22M6E ADC Profile (n = 6)

— — {— Group 9, 10 mg/kg AGS-22MEE TAb Profile (n =6)
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Rats were administered AGS-22M6E (Group 9) or AGS-22M6 (Group 10) intravenously once per week. Data are from sex-
combined groups.

Ab: antibody; ADC: antibody-drug conjugate; AGS-22M6: unconjugated hybridoma derived fully human monoclonal
antibody targeting Nectin-4; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic
agent monomethyl auristatin E targeting Nectin-4; TAb: total antibody.

Source: Study 20005662, Figure 8
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2.6.43.21 H=HAHFILIZ AGS-22M6E, AGS-22M6 & % LM MMAE # REHRES L1 &
EF D AGS-22M6E, AGS-22M6, TAb R MMAE @ ¥ aFx T4V R
NfTEE4.2.3.2-4

T =7 A Pk AT 4 BEEERBRICE O T, AGS-22M6E, AGS-22M6 & %\ MMAE %
1B 1A 4 BEEFIRNE G L&D b2 ax 37 0 7 A& L2 (20005664 54
B

MiFH D ADC JREEIE, AGS-22M6E O G4& TEZ ITREREICEL, 0% _MHEZRL T
WMLz, ADC D hFvax 32T 47 AIMRED 1 =27 A PV TRIZ%ECTH -7, ADC ® AUC
R Crnax 1F,  1~6 mg/kg OFIPH TEG-RIZHH LCTHIIN L 72, #IEEE% D ADC O tip1E 1.37
~1.72 HT, 4&5% TIRAF Uiainotz (#£2.6.4-7 KX 2.64-3) (2.6.5.4.3 AGS-22M6E % 1 =
7 AP 1Al 4 BEKEREG Lz L & OPEE 5% R OREKEGEDO X vaxxT 7
) o

M3 D TAb J2EE 1T ADC 2 & ol U TR ICI 5% DB W & o7, £7-, ZOhE 8
&L LT, ADC &~ TTAb D AUC ITRE L, ¥R bRN>7, TAbD hFT aFxxT 17
ZVXMERED 1 =7 A4 P TR TH > 7=, AGS-22M6E O 5-87)Y 1~6 mg/kg DHFIPFHIZIB T,
TAb @ AUC J2 8 Crax 1L FE G- EIZELBI L THIM L 72, WA G% D tip1d 2.14~275 HTH Y,

B G- BRI L2 Do T2,

AGS-22M6E OFIRINE 54, I+ > MMAE JREEITHEM L, #5550 48 BRI et 1
L7 (£264-8 KU 2.64-4), MMAE ® hX v axxxT7 17 A2, WERMEZEITRD O
723> 72 MMAE @ AUC MO Crax 13, BT L 7o G- 241 PHIZ 351 T AGS-22M6E @T&E@

i L CHEAN L 72, AGS-22M6E % 1~6 mg/kg THeH- L7z & X D MMAE OHIEIE 5% D tip 1E
2.58~3.08 H Tdh -7z, AGS-22M6E #¢45- L7= & & D MMAE O lL, T/VREHRRE T
ADC DI ETEE D 0.1%AR5H TH - 7=,

AGS-22M6E % 1 I 1 5] 4 MM A EIRNE G- L 72 & & D ADC, TAb XU MMAE D #7FH
PEIZ—E OB T O ATA OFBUZ LV EFEICITMER TE R0 27223, AGS-22M6E D 1 & 5\
3mgkg G LTz & X ORI R OEAEE G5-1% D AUC 12 FED X HH L7z ADC, TAb ¥
MMAE OFEREFEONYLE (BEHERZE) 1%, Z£4051 (0.38), 0.62 (0.48) KUN1.10 (0.30)
Thy, BEELREBREIRD NI 5T,

AGS-22M6E O#¢ 551, #5HM G 8, 15, 22 H B X OEEHIRI T 29, 50, 63 HHIZES
N7z g ek 2 O 7508 JEERRBR IZ 8\ T, AGS-22M6E % G- HE D) 40%~50% DB IZ B0
TATA BRI L=, &5, 1~6mgkg DETOHEGEHZBNT, Erar "—T g URIIHE
ZZR OB BIRGHEITRD Do Tz, — 5T, XREETIE ATA BRI N hoToZ &
5, AGS-22M6E i 1 #EIC | BIFARNE L Lz & &, MEED =2 4 VL CRERMEEZR~RT &5
Z b,
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AGS-22M6E & DOHEED 7212, AGS-22M6 D hF v ax 3T ¢ 7 A %3l L=, AGS-22M6
D RFTaFRT 47 AL, AGS-22M6E DRHELZH G L7 L&D ADC KU TAb D FF =
XRT 47 AL LT, KD EWiHFmEEEZ R L (£2.64-9 XX 2.64-5) (2.6.54.4
AGS-22M6 % 71 =7 A YV 1 8] 4 ARG LTz & & OPEEG% R ORER 5% F ¥
VaXx T 47 A), AGS-22M6 M (N AGS-22M6E @ 6 mg/kg & FRARINIE G- L 7= & & OFa 54
D tip DFEIE (FEHERZS) X, AGS-22M6 T 4.74 (0.61) H, AGS-22M6E ¢ ADC T 1.72
(0.18) H K TN AGS-22M6E ™ TAb T 2.75 (0.89) H Td o572, AUC K TF Crax Talili L 7= AGS-
22M6 DGR ElE, [FHED AGS-22M6E % #¢5- L7- & & D ADC OlgE & & ik L CEmhoTo,
AGS-22M6 @ AUCgsn 1%, AGS-22M6E 0 ADC KT8 TAb 0 AUC 6sn D Z ALEHL 2.3 fi5 K TN 1.2 %
FDo 12D, AGS-22M6 @ Cax 1, AGS-22M6E D ADC 2 TN TAb @ Crnax & [RIFRETH - 72,
AGS-22M6 O b ¥ ax 37 4 7 A, MEO =27 4 P TRETH -T2,

AGS-22M6E @ 6 mg/kg & E/VIEEHE T L5 80D MMAE (0.1093 mg/kg) %, =7
AP ITEHARNEE G- L2 & 2D MMAE O b ¥ v ax 37 4 7 A&l L7z (X 2.6.4-6)
(2.6.545MMAE % 71 =7 A V2 1 Bl 4 BERE RS LT & & ORI 5-1% & Ok 5%
D RFTaAXRT 47 A), MMAE ZFIRNE G LTz & & OFEEGAZ D Cre 1L, HET 270000
pg/mL } OV T 303000 pg/mL T Y, AGS-22M6E Z 5. L 7= & & OFIE[#H - D MMAE ©
Cmax (202 pg/mL) K ¥ 1340~1500 {57222 72, MMAE Z#lkN#E 5 LTz & & o)l 5% o
AUC 6 13T 154000 pg-h/mL & OV T 151000 pg-h/mL TH Y, AGS-22M6E # 5 L7- L&D
wI[al$ 5% D MMAE @ AUC esn (24400 pg-h/mL) & i LTI 6 @70 > 72, MMAE % kN
Be G Uiz & & OPEHEEHED tipld, HET21.6 R KR OMET 23.8 Bl T -7z, —7F, AGS-
22M6E Z 45 LT & X oWl 5% D MMAE O t, 1%, HMEREEEET3.08 B (73.9 B#f) <
ol
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*26.4-7 A=Y A4 HFILIZ AGS-22M6E % 1 BREIC 1 [E 4 BRIREF#IRAES L1z & TDHRIRUREZREED ADC RU TAb O TK /IS A —4
Analyte ADC TAb
AGS-22M6E Dose 1 mg/kg 3 mg/kg 6 mg/kg 1 mg/kg 3 mg/kg 6 mg/kg
Dosing Day 1 22+ 1 22+ 1 8t 1 22% 1 22% 1 87
AUC et Mean 634 471 2450 903 5080 6150 1120 1070 4530 1610 10200 9210
(ug-h/mL) SD 73.1 264 319 732 573 858 122 689 625 1220 2100 2760
N§ 10 5 10 6 10 7 6 5 10 6 9 3
AUChs Mean 631 466 2430 856 5050 6310 1110 1060 4470 1850 10400 11900
(ug-h/mL) SD 72.5 266 315 689 567 850 104 687 611 1290 2360 3160
N§ 10 5 10 7 10 7 10 5 10 7 10 7
C Mean 24.6 21.2 76.6 63.7 151 137 30.3 29.6 94.4 106 200 162
(ug/mr;xL) SD 2.05 5.17 7.65 16.9 16.8 24.1 3.45 7.53 12.8 59.6 33.8 21.5
N§ 10 5 10 7 10 7 10 5 10 7 10 7
tin Mean 1.37 1.20 1.43 0.700 1.72 1.53 2.14 1.66 2.46 1.02 2.75 1.82
(day) SD 0.0936 0.604 0.132 0.419 0.177 ND 0.173 1.08 0.332 0.649 0.888 0.596
N§ 10 5 10 6 10 2 6 5 10 6 9 3

ADC: antibody-drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; ND: not determined; TAb:

total antibody.

Sex-combined results.

T Day 8 and day 22 toxicokinetic parameters were from animals with no seroconversion on day of dosing.

§ Differences in animal numbers between analytes were due to insufficient samples from individual animals for toxicokinetic curve fitting.

Source: Study 20005664, Table 13
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#264-8

VERUVERERES%D MMAE @O TK /A5 A —4

A=Y A4 HILIZ AGS-22M6E % 1B IZ 1 [E 4 BEIRE#HIKRANIZS LI ED

AGS-22M6E Dose 1 mg/kg 3 mg/kg 6 mg/kg
Dosing Day 1 22 1 22 1 8
AUC g8 Mean 3710 4040 11700 15000 24400 24500
(pe-h/mL) SD 690 917 1040 2000 2990 2290
N 8 7 4 8 4 7
AUCha Mean 3400 3370 12000 14100 23200 28900
(pg-h/mL) SD 790 1400 1400 3150 2600 2680
N 10 10 10 10 10 7
C Mean 343 429 105 226 202 215
(pg/mrile) SD 5.96 6.69 12.2 142 34.2 40.0
N 10 10 10 10 10 7
tn Mean 2.58 2.32 2.92 1.87 3.08 2.52
(day) SD 0.248 0.64 0.173 0.573 0.554 ND
N 8 7 4 8 5 1

AGS 22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E
targeting Nectin-4; ND: not determined

Sex-combined results.

Source: Study 20005664, Table 17

%2649 H=H 4 HFILIZ AGS-22M6 % 5 LMIE AGS-22M6E 0 6 mg/kg % 1 BRI 1 [[ 4
BRI REHIKNIES Lz & EDEREED TK/NT A -2 DK
Test Article AGS-22M6 AGS-22M6E AGS-22M6E
Analyte Unconjugated Ab ADC TAb
AUC s (pg-h/mL) 11800 (1240) 5080 (573) 10200 (2100)
AUChaq (pg-h/mL) 11500 (1210) 5050 (567) 10400 (2360)
Cimax (ng/mL) 182 (16.7) 151 (16.8) 200 (33.8)
ti2 (day) 4.74 (0.611) 1.72 (0.177) 2.75 (0.89)

Ab: antibody; ADC: antibody-drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody

conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; TAb: total antibody.

Sex-combined results.

Toxicokinetic parameters are shown as mean (SD).

Source: Study 20005664, Table 21
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26.4-3 A= AH)ILIZ AGS-22M6E D 1, 3 KU 6 mg/kg Z& 1 @RI 1 [E 4 B RE#H
IRATZE L= & EDFEHMmEH ADC kU TAb iREHH

y
' /| —@— ADC, Group 2, 1 mglkg AGS-22MGE
1000
—{— ADC, Group 3, 3 mglkg AGS-22MGE
— @ — TAb, Group 2, 1 mg/kg AGS-22MGE
= )= TAb, Group 3, 3 mg/kg AGS-2ZMGE
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0 168 336 504 672
Time Post First Dose (h)

Cynomolgus monkeys were administered AGS-22M6E intravenously once per week. Data are from sex-combined groups.

ADC: antibody-drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic
agent monomethyl auristatin E targeting Nectin-4; TAb: total antibody.

Source: Study 20005664, Figures 3 and 4
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H=9 4HILIZ AGS-22M6E D 1, 3 R U 6 mg/kg % 1 BRI 1 | 4 BRIRE 5
RANES L1z & Z20HERIZREZDMFES MMAE REH#HFT & ADC RU TAb BEH

B

ADC, Group 2, 1 mg/kg Dose
ADC, Group 3, 3 mg/kg Dose
ADC, Group 4, 6 mg/kg Dose
TAD, Group 2, 1 mg/kg Dose
TAD, Group 3, 3 mg/kg Dose
TAD, Group 4, 6 mg/kg Dose
MMAE Drug Payload, Group 2, 1 mg/kg Dose
MMAE Drug Payload, Group 3, 3 mg/kg Dose
MMAE Drug Payload, Group 4, 6 mg/kg Dose
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Time Post AGS-22M6E Dose Infusion (h)

Cynomolgus monkeys were administered AGS-22M6E intravenously once per week. Data are from sex-combined groups.

ADC: antibody-drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic
agent monomethyl auristatin E targeting Nectin-4; MMAE: monomethyl auristatin E; TAb: total antibody.

Source: Study 20005664, Figure 6
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26.4-5 HZH 4 FILIZ AGS-22M6 % B L & AGS-22M6E D 6 mg/kg Z 1 BRI 1 [A 4
B REEFIRAES L& E0mEFER AGS-22M6 3 5 L ME AGS-22M6E ¢ ADC
RU TAb BEHEFE D LLER

—@— Group 5, AGS-22M6 (unconjugated Ab), 6 mg/kg dose

—7— Group 4, AGS-22M6E (ADC), 6 mg/kg dose
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Cynomolgus monkeys were administered AGS-22M6E (Group 4) or AGS-22M6 (Group 5) intravenously once per week.
Data are from sex-combined groups.

ADC: antibody-drug conjugate; AGS-22M6: unconjugated hybridoma derived fully human monoclonal antibody targeting
Nectin-4; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl
auristatin E targeting Nectin-4; TAb: total antibody.

Source: Study 20005664, Figure 8

T AT T A MUK 21



TURNLY T REF U BB Z) 2.6.4
EYB)RERER DL E XL

26.4-6 Wi =4 4 HILIZ AGS-22M6E 5 LNME MMAE % 1 5BRIZ 1 [E 4 B R 55
RN ES L1z & Z2nmiEd MMAE ZEHB O LLE
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—&- Group 6, Females, 0.1093 mg/kg MMAE Days 1 & 8; 0.0545 mg/kg MMAE Days 15 & 22
=~ Group 6, Males, 0.1093 mg/kg MMAE Days 1 & 8; 0.0545 mg/kg MMAE Days 15 & 22
—#- Group 4, Females, 6 mg/kg AGS-22MGE Days 188

== Group 4, Males, 6 mg/kg AGS-22MG6E Days 1 & 8

Cynomolgus monkeys were administered AGS-22M6E or MMAE payload intravenously once per week.

AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E
targeting Nectin-4; MMAE: monomethyl auristatin E.

Source: Study 20005664, Figure 10

264322 A=YV AYILIZTAGS-22M6E HBH5WNET URILYTT NKEF U REFHIRA
BELIZEEDADC, TADRUMMAE D X2 aFRT4 IR
&R 4.2.3.2-5
T =7 A4 Pz Hnic 4 BEEERBRICIE N T, AGS-22M6E L = hRLYy <7 XRF O
M afxrT 0 7 A& Lz (20021751 #8R), AGS-22M6E H 5\ IRy <7 X
RF 2D 3mgkg % 1 BRI 1 [E 4 BEEEARNE G Uz & & O g o TAb BT, LT
ADCRE XV b Ehotz (1X2.64-7) (2.6.54.6 AGS-22M6E N2 RV ~T NXRF %
=7 AYIVIZHE 1A 4 BRKE®RE Lz & & OP)aE 5% L OREEGHD hFvaxxT 4
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7 A), ADC, TAb (IXMMAE @ k¥ ax X7 7 ZTHEITR O bivier>7-, AGS-
22M6E KN Ry~ RRF U LZE ZOPRE 5% D MMAE O tiplf, £HZE
431 HXRON3.54 HTholz,

AGS-22M6E N R Ry <7 NRF o2l hb Uiz & & D AUCissn X T Conax 12 HD W
T, [ASFMELRHE L7 (£ 2.64-10), FIEIFE %D AUCiesh & ¥ Cmax @ GMR D 90%/3 X [#]

(CD DFANHE L[S (0.70~1.43) OHIPHNTH -7 Z &L H, AGS-22M6E & —
VEARNAVY =T RXRKFUDORFTVAFRT 47 AFRETHDL EBZONE, £, Eray
N—= g VBRI, TEE, AGS-22M6E B 5 HEK =Ry ~T XRFURERT, TE
0% (Bt 0 B,/ #4510 f511), 40% (4,710) KT 40% (4,710) Th oz,

#*& 2.6.4-10 AGS-22M6E (XBB#ME) LT VhRILY~YT RNKFL (HERYME) O ADC D
AUC 1680 B2 T Cmax D 240 T 14 L 3 TN 90% 1S HE X

No. of animals AUCreen Crmax
' (ug-h/mL) (ng/mL)
AGS-22M6E 10 2592 (195) 77.9 (8.40)
Enfortumab vedotin 10 3000 (564) 98.0 (8.96)
GMRT - 1.14 1.26
90% CI of the GMR - 1.02-1.28 1.17-1.36

ADC: antibody-drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic
agent monomethyl auristatin E targeting Nectin-4; CI: confidence interval; GMR: geometric mean ratio.

Sex-combined results.

AUC 68n and Cmax are presented as mean (SD).

T Ratio of test material (enfortumab vedotin) to reference material (AGS-22M6E).
Source: Study 20021751, Appendix 14, Table 3
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X 2.6.4-7 Hh=H A4 HILIZ AGS-22M6E HBH W FIT kL YT T ANKFL (AGS-
22C3E) # 1 EMIZ 1[4 BMRESIKANIKRE L-LEDMmES ADC, TAb &
U MMAE BEH#FS

a) ADC b) TAb

1000 1000

—»— AGS-ZMGE . ig;gg’é
100 4 —o— AGS-22C3E

0.1 4

Serum ADC Concentration {ug/mL})
Serum TAb Concentration (ug/mL)

0.0 T T T T T T r . LX) T T T T T T T T T T
i] 7 14 el 28 a5 42 49 56 i} 7 14 21 28 35 42 48 5 63 70

Time (Days) Time (Days)

c) MMAE

1

0.1 4

Serum MMAE Concentration (ng/mL)

0001

Time (Days)

Cynomolgus monkeys were administered AGS-22M6E or enfortumab vedotin (AGS-22C3E) intravenously once per week.
Data are from sex-combined groups.

Values represent the mean £ SD.

ADC: antibody-drug conjugate; AGS-22C3E: enfortumab vedotin liquid drug substance; AGS-22M6E: hybridoma derived
fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; MMAE:
monomethyl auristatin E; TAb: total antibody.

Source: Study 20021751, Figures 1, 2 and 3

2.6.4.3.3 HRERME

WAPEEE 42322, 42324, 4232-5

t FOIERICHW OIS Z < OFURSEIE, FEREWICIE W TRIEKGEZFRT 5, FFIC, ATA
DFEEUZL Y, BMICBIT 2 2 RERICEEL RITTRENREZEZ b D, £ T, AGS-

22M6E, AGS-22M6 KT Ry~ RKFUOIEHERRBETIL, b axxT 47 AFE

fili & [FIFFIZ, ATA OFBUCOWT A L7z (£ 2.6.4-11), AGS-22M6E (2% % ATA OFEH
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X, ML CTZ vy bRV I =T AV TENST-, FT2, D=7 AP NITEBITH ATA DR

%
KL, =UARLY~<T RXRFF L AGS-22M6E TRIFRE Th - 7-,

5 2.6.4- 11 HERME, BEAERUSYMEI LD ATA HIRE
ATA Incidence N/N
(%)t

Test Material Species Scﬁgéile (rr?olslf ) Pooled I\Il?jrpr)]ct))gr

9’kg Male | Female | (M &

F)

5/14 5/15 10/29

qlwk >4 2 36) | (33 | (35

4/15 2/15 6/30
Rat qlwk x 4 5 27) (13) (20) 20005662

1/14 1/15 2/29

qlwk x 4 10

AGS-22M6E (;? (6.7) (56/‘190)

qlwk x 4 1 60) 2/5 (40) (50)

Cynomolgus 2/5 4/10
monkey qlwk x 4 3 (40) 2/5 (40) (40) 20005664

1/3 3/7

qlwk x 2 6 (33) 2/4 (50) 43)
Rat qlwk x 4 10 16/ 175 2{25 3 {300 20005662

AGS-22M6 (6.7) (13) (10)
Cynomolgus | ;1 4 6 05 15200 | 19 1 90005664

monkey W (0.0) (20) (10)

AGS-22M6E Cy;gﬁlggus qlwk x 4 3 (36/3) 1/5 (20) ‘(‘ﬁf)}
Cynomoéus 2/5 4/10 20021751

Enfortumab vedotin monkey qlwk x 4 3 (40) 2/5 (40) (40)

AGS-22M6: unconjugated hybridoma derived fully human monoclonal antibody targeting Nectin-4; AGS 22MG6E:
hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting
Nectin-4; ATA: anti-therapeutic antibody; qlwk X 4: once weekly for 4 weeks; qlwk x 2: once weekly for 2 weeks.

+ Number of positive animals out of a total number of animals in the group (percent of animals with positive ATA results).

Source: Study 20005662, Table 13; Study 20005664, Table 25; Study20021751, Table 4

2.6.4.4

5%

AGS-22M6E & D\ NI kv~ RRF U OSMARERILE M L TR0, MMAE O4y
fiZ PHIMMAE @© 7 v MG, AR BRSSO TRHBRIC I VMG L7, 2hb
ORER LN ERMA%E, LLFICRT,

FHIMMAE H 3D 4t 6E1% Long-Evans 7 v MZBWTIAL £2HIZHA L,

ETITIE E A LD B R LT,

MMAE DIl [ & RICITFEN

v N CEihoTz,
MMAE DI BRI TIEICITRE =N GED B, ik, MAEPEEEIX, b F T 1 KT
HoTzin, ~T A, Ty MO =I AP LTI LTI 2B T,
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26441 EEMERA—ILSOHTS5T74—
WAHEE4.223-1 (&)

PHIMMAE @ 0.056 mg/kg % 114 Long-Evans 7 v MZHL[EIFAIRNEE G- L2 & & OFGTRE D #HK
DHEERNBEA— T VAT T 7 4 —ICK VMl L7z (96D-1201 3%) (2.6.5.5 et
B fAf%04), Long-Evans 7 v MMZEW T, [PHIMMAE Hi RO HEHEIZIA S 252 of L, #
54% 0.17~24 I IN T, KEB S OAEARE T BCH RE TR BE I XM P BN REIREE LV b md o 7o,
O REIR EE S E SV, REYE (BEG4 0.17 IRefEIIC 1.476 ngeq/g), WHLENEY)

(B 5-1% 24 IO B NEW D 0.019 pg eq./g~F5-1% 12 K O KGN ED D 0.975 pg eq./g) KO
fEMENZEY) (Beh-% 4 RFEIZ 0.369 ngeq./g) T o572, Cmax 25 0.20 ug eq./g &V mih- 7=k
X, T ERARTEE, M, BREROBRE THolm, KEDOMERICRWT, eI S5%
96 IRFfH £ TITTH U722, MR, MM FIEEfRATSE, M MRS EROIREKY U ETIE, dhe
BEENZNE0.013, 0.006, 0.005 K% T0.009 ugeq./g & HEMIHE S N7z, HFHEERE X, IR
k7 RO (0.005 pgeq/g) ZFR< & TOMMBRICIEWNT, BhH1% 672 FFH £ TIoERRA R IC
KT L7z, BRERT RO BIZET 2 BHEEOWHRDPIERTHH Z L2 D, PHIMMAE H KO s ie
oD A T = ~DFEE DR E NI,

ARBR T, R 5% 4 BRI IZ 31T 2 3SH ZZMARD L= Z v h, kA
FEROPUCEEE 5 2 T D ATREMENE 2 Hiviz, #5154 0.17 BEE TH 10%0 *H ZZ #3588
B, VBRI ER L, BG4 4 FEHT 36%, #5-1% 12 RFfE T 49%, BG-% 24 IR C
73% M O 5-1% 96 R§fE] T 96% T o 72,

2.6.4.4.2 MIREA~DEE

WAEHER4.2232 (&)

MMAE D~ % 2, Fv , H=7A4FLKOE MIBIT S invitro MAER QRS R 2 @BEOEIC

oL (oo s Qose smmrEE  mEEn L ORE). 1~100 nmolL o
PHIMMAE #% & eIt D& A5G By & i OVEIS Tl Lo, SR O 3E o B Be & ik
VoFL—var vy —THEL, IEEAMKEGEALRTE L, MMAE Ok Ot MZ
B HMEERAFBERIZNEEEL oo, FEENSEO LI, w7 A (18.8%~28.5%) K&
O =7 A% (17.1%~18.9%) &L~ bk (67.9%~822%) KU'7 v k (72.0%~73.5%)
TENoTz, Ty MR =27 A YL TiE 1~100 nmol/L DI EHiFH CTIMAEE A& RIZA LI
BO BT oTo), w7 AR N TIEETORERGFENRD b,

2.6.4.4.3 M¥k~DFHIT
INFHEE4.2.2.3-3
MMAE O~V A, Z vk, =7 A4H% VKOt MIEIT S in vitro MERFEITIE A FH L 7=
(14-0271 3BR) (2.6.58.1 MMAE D~ A, T N, =7 A ¥ LKt MIEBIT 5 MERBIT
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%), 2~5000 nmol/L D[PHIMMAE % & Eeliiz 37°C T 1 WA > ¥ a~— |k Ltk M, /i
SEP O BRI B L 2 B L 7o, 2~20 nmol/L (BRFRIVICEZR O B 2 IE) 123515 5 MMAE Ol
%/ AR REIR I L, ~ 7 A T947~11.8, 7 FT1.86~2.36, H =7 A ¥/ T 140~
1.57 X' R T 0.926~0.976 Tho7z, vV R, Ty MROA =7 A Y /IZEBIT S MMAE Ol
ER~OBATIEIL, 1000 nmol/L A TIXIREDOHM & & IR L7z, —F, b N CIHBEERE
FEARAFMEIZRO SR o T,

2.6.45 {tH

AGS-22C3 1%, RNTATF REOT X/ BRIZE CofSnBEtd 2V ITERA S d &5 %
LD, HiikZxtg e U ER L T\hevy, —7, MMAE IZDW T,
FHIMMAE % FWCHFAE L O R 7 1 — A2 X 5 in vitro fUHEER &2 Elii L7-, X IlFE
ERER T, CYP RIERBR CIIMFI 7 a0 Y — LA CYP BELREFEHA L, ook
BRCIF DL B R Z LTS R T,
® t MFMIE CTARR L= MMAE OfEMIE, 7y b&HDWE T =7 A PILOIFHIILT b AR

L7,
® MMAE (% CYP3A4 OFEETH -7,

2.6.4.5.1 In vitro TOL

2.6.451.1 InvitroR#TOT77q)L

WAEHER 42241 (&)
PHIMMAE (10 ymol/L) %7 v b, #=7 ALK Re MFfilaE £ > FaX—F LoD
a7 > A emi L [ aoor mm @esi03 T ERT B BIBORE), T
L, H=7A4F KON MFHEE 240 54 > F 2 X— |k L7z & 2 DPHIMMAE O3 1%
ZINEI32%, 18%KTN32% TH Y, IMIRIZIS T 2 IC KX 2213300 b o
Too WAANRZ bB A NY =T OFER, MMAE IZKEL, Bl A FAl, BiksE R Ok fiR
REZITD B2 6Nz, & MFla AR L=RmE, 7>, =74V Loill, &
DT — T O T ARk LT,

264512 REBRORTE
WAEHER 42242 (&)
FHIMMAE (6 & OF 16 pmol/L) DOARENZFH 532 CYP o FHi4, SO A FEIEICFE L
7= (4006 3B (2.6.5.102 MMAE DRBNCH 555 CYP 5 FRRORFIE) . (B0 LRI,
mdER s v~ 777 4— (HPLC) —HUNREMANEIZ LY E& L2, PHIMMAE [$iE o/l =
AFUTINT T2 VX7 VAT R B (NADPH) fAE TS, B MIFIZ Y —2Ah
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T 8 DS MERB A SN T, 8 OKRMEHOH T3 BN EER2RHHTHY, H
BOWORR, 2o ORFWIT 2.6.5.10.3 JFHIIL CTARRT L OHEE CTRIE Sz C4
(O-BE A FNALIK), CT (N-BEA FAR) BONC8 (BiAKFEIR) ThoZ LSz,
PHIMMAE % & h CYP BBIRE A v Fa_X—h LIzt 25, CYP3A4I2LY C4, CT KTNCS
AR LTz, AT, CYP2D6 IZL Y CTRAEMK LT, 1660 MFI /7 m Y —AIZBiT5
C4, C7 KON C8 DARIEMEIX, CYP3A4 IENE LiRVEBIZ R LT, & HIT, C4, CT XKD C8 D
AL, CYP3A4 OFLERITH S 7 b ot — L O CYP3A4 HLik CHli< fLE &, LLED
FERND, MMAE IZb MFI 7 8 Y — 2B W TEIZ CYP3A4 12 X 0 R &, —#8 CYP2D6
bAGTHEBEZ LN,

In vitro B OFEFIZ IS < MMAE OHEEHHTRE £ 11 2.6.4- 8 TR T,

26.4-8 MMAE DZ v kb, A=A HFILRUE MMIEIT S in vitro HEFE R BHIFR

C1'1

CEB
H3C -,

ll;: tH,

i\

“' OH
II[}I . jI>

cr - CYPs @ c8
" ]/ | 3A4. 206 o Ho s M| cyp )
L - l b 0N j | a3nd c'j,-’*-:-,-f
Q HSC"'N N N | N', /N ‘_N *-,_CH:! R'N ."'CH-_‘
H | i ]
' g CH, O © o oM !
~ 3 ng
HO,_ L R CYP
| 344
o (not observed) \
Y Cc4
R’ .
U::Nl R HaN j Ql/l\nn"“ “CHy 5 4
\
Q [a] H
W: ms

additional metabalites as combinations of the above biotransformations:
C12 (C8 + C10)

© b, tH,

CYP: cytochrome P450; MMAE: monomethyl auristatin E.

Metabolic profile of MMAE in vitro in rat, cynomolgus monkey and human hepatocytes. Reaction phenotyping was
performed for C4, C7 and C8 (boxed), and the CYP enzymes involved in producing these metabolites are indicated.

Source: Study Jf400s; JJ007; cpH-saNzs-001
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2.6.4.5.2 Invivo TOtH

2.6.4521 MMAE DS v MIZHITHKH

NFHER42243 ()
PHIMMAE ® 0.056 mg/kg % 7 v MIERIRNE S LTz & & DRKEOFEH OISV THES
L7 (420501 3kBR), JR K OFEF ORI, HPLC—HUEE /SRMy EIE TR L, LC-MS/MS
THEZ[FE L7z, PHIMMAE %7 v MIEIRINEE S LT & & DR K OFE T O KO HET ey
IREETH o7, ERTIE, REMKITNZT, FT71Y L (Dap) MO O-BAF ML
& (C4) PHHENTZ (£ 2.64-12 KUK 2.6.4-9), JRFIZITV L DD RE RO Hiviz
D, TFHEEDNDIRN-> 12728 LC-MS/MS 12 L A& R E X0 L 7e 0> 72,

2.6.4-9 MMAE @5 v FEHRTRE S hi=KHY

o “k‘_\
Hal. 1 ) NH
,HH . N 1 - ,
’J]J Gl ]
CH \CHS
MeVal D Dap M
3H-MMAE
Z'|
v .

Dap O-desmethyl MMAE (C4)

[PH]MMAE: tritiated monomethyl auristatin E.
Structure of MMAE and metabolite identified in rat feces following dosing with [PHIMMAE.
Source: Study 420501
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2.6.45.22 MMAE @Dt kZHI+54H

WAHEE 42244 (B)

TURNY T NRFULRER-OY U —3WEAEREAGT AT LY X~ XK TF
Ve MOHEFIRNES LT & & DR K OFEREZ W T, MMAE ORE#7' 1 7 7 A L% i
#fL7= (CPH-SGN35-001 #ABR), 7L oY ~7 NXRFF D 1.8 mgkg Z#%5 L7 CD30 (5t
DG MAEgEEE N, B5% 7 HEICH W REOEAFER LT, JREXOEHEFH O MMAE OfX
HWIL, LC-MSMS IEIZ X VoM Lz (3 2.64-12), RPICIFEROMENB SR Sh,
ZIHIXT 2 RAKSRA (C5), KER{EIR (C6), N-i A FAkik (C7), BiAkFELA (C8),
N-Mi A F AL L Og{b R (C10), BiAKFE L, N-BLAF A LR O (C12) NS O-fit A F /v
LR OWIAFE (C13) Thoiz, FPTHRILSHIMAHMIL, O-BAF ALK (C4) &Rk
D C5, C8KWCI3 Thole, REUDERTRD LNTRFWIL, C13 ZFrE, 2T in vitro &
BRCTbHbROONTRFW TH -7 (2.6.5.10.3 ML TS 2B OHEE), C131LC4 & C8
DRI DA B DRI L 2AEB EE X BT, MMAE @Ot RNMIZEIT 5 in vivo #EERHEHE
%X 2.6.4- 10 (2”7,

#+2.6.4-12 EMITLYYFITT ANEFFUZERRBIRNKTZELEZEERUI Y M
MMAE # B [E#IRNIES L= & D MMAE O in vivo REM TR I 71 )L

Metabolite Change in Proposed Transformation from | Human | Human | Rat
. . m/z mass (amu) .
Designation MMAE Urine Feces | Feces
from Parent
Cl1 734 +16 Hydroxylation
C2 734 +16 Hydroxylation
C3 734 +16 Hydroxylation
C4 704 -14 O-demethylation + +
C5 605 —113 Amide hydrolysis + +
C6 734 +16 Hydroxylation +
C7 704 -14 N-demethylation +
cs 716 5 Oxidation of alcohol to form a 4 4
carbonyl
C9 734 +16 Hydroxylation
C10 718 +0 N—demethylatl'on + hydroxylation 4
to form a nitroso compound
Cl1 734 +16 Hydroxylation
Oxidation of alcohol to form a
C12 716 -2 carbonyl (following formation of +
the nitroso compound)
c13 702 16 O-demethylation and oxidation of 4 4
alcohol to form a carbonyl
Parent 718 +0 - + + +

LC-MS/MS: liquid chromatography with tandem mass spectrometry; MMAE: monomethyl auristatin E.

In rat urine, additional metabolites were observed, but no attempt was made to identify them by LC-MS/MS because of their
low abundance.

Source: Study CPH-SGN35-001, Table 1 and Study 420501
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2.6.4-10 MMAE @Okt RZHEIT5 in vivo #HE BRI
s
~ OH
|:H3CNL| F{I
H
[8) \\5
T [| c8
H~NJ\H R 1 . \L, ) 5 j J HO( A= - ; o ’l)%.w-ﬂ
H R N | N o —_—
0 H;C E T N |/(]\/LN,N_H CH: R'N_jH‘CHg
o CH; O © o o H
CHy E.‘-H;
MeVal Val Dil Dap Nor

1J;V 14 | Y‘

= C4a
cs HO ’,,J:;____,.'
c1o 0 N N N R
~ i I -~ R
HaN__ A o~ N N CHy
Oy LR T | '
| CH; O O 0 o

o] CHs CH,

additional metabolites as combinations of the above biotransformations:
C12 (C8 + C10) e

r , 0~ j T
O=y - T N, N N7 CHy

3 i H
CH; O 0O 0o o0
CHy CHg
C13 (C8 + C4) o &
Y8y Y
H3C - N e _N N¥ ~“CH:
’ H 7l N H ’
(o] - CH; 0 O 0 0
CH \H

1. N-demthylation
2. O-demethylation
3. Dehydrogenation
4. Amide hydrolysis
5. Oxidation

MMAE: monomethyl auristatin E.
Source: Study CPH-SGN35-001

264523 RBEERRUKHYOEMELLLE

7 v M JOe MZEITH MMAE O ERH AR, REMKOFERIREE B b, T
b, A=A FALKOE FOFEERBFFEITFELL Tz, Ty b, I=7 ALKt MFH
faizsT, MMAE 225 12 foftamaemg L (007 #m0. € o sz
2TOMREMIL, 7> MO =7 A4 PRI OM S, &2 WIEnThn—F TRl S,
TLrYFRv~T RRFURPTUARLNY =T RXKFUEE—O ) o — 3RS A L
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TWA7-H, MMAE DfEHRIRIZ T LYo ~T RRERFURRT ALY T RXRF
TREETH D EHEHI ST,

2.6.4.6 HE

PUASE CIIPEIEBR I LB TV B 2 b2, AGS-22M6E 5 W =Ry~
NRRF ARGl U PEERBR I L TV 720y, AGS-22M6E H 5 W F o hry <7 AR
F X, DTV A ANRKENVTEDIZZEDOE FIRPA~PEIES LD Z ST E SN2 [Keizer et al,
2010], MMAE [Z2W T, 7 v MZBWTPHMMAE % HE[EF RN S LTz & & ORI %
S U7k R, FERPRIR I E TR CTH o 72,

2.6.4.6.1 T MIPHMMAE ZEEFRNES LI-EETDHM, T RN VRARY
EWENRE
WATEE 42243 ()
PHIMMAE @ 0.056 mg/kg % 7 v MIEARNE G- L7z & & QR L OFEHFPRIEIZ DWW TRET L7
(420501 &8R) . ik, Mg, IR, BROBAKPTORSERREL Rk FL—vahvs
Z—|ZXVMIE LT, PHIMMAE %7 v MIHEIFFIRN S L7z & & 0 BB Rt g 3 2 ok
MThote, WEHET » MIBIT DHREEIGEITN 112% Th o7 (R 2.64-13), MHETZ >~ o
WPHUCE W T 3G LI BERE D S < 13 ICHE S (96.7%~101.8%), 7%V O MEREILIR
izt a7z (9.4%~15.1%).

%26.4-13 Z v FZPHIMMAE @ 0.056 mg/kg Z# B [EIFRIRAERS L= & TDMSTEEDR KR
UE Rkt
Percentage (SD) of Administered Doseti
Sex Route Urine Feces Carcass Total§
Male iv 15.1 (1.2) 96.7 (1.8) 0 112.1(1.2)
Female iv 9.4 (0.6) 101.8 (1.9) 0 111.5 (1.5)

[PHIMMAE: tritiated monomethyl auristatin E, iv: intravenous, SD: standard deviation.
T Values represent mean percentage (SD) (n = 4 animals per timepoint).
I Excretion was determined over 672 h in Sprague-Dawley rats.

§ Total includes radioactivity in cage washes.
Source: Study 420501, Table 8

2647 EYBEFMEYBEER

MMAE 233940 BAE ) 2 51 & # Z 4 AT REME IS DU T oin vitro 305 TR L 7=, & MIFMRICE
VT, MMAE % CYPIA2, CYP2B6 KU CYP3A4/5 Z ik U727y 7-, MMAE I3 EE#A955 Al
Wil 72 CYP3A4/5 PREEVE K ORI AEAI 72 CYP3A4/S BREEM 2R LTz, =v Ry <7 <
NF % 125 mgkg Tl 1[E, b MIFFIRNFES L72 & & D MMAE @ Coax (358 5.2 nmol/L ()
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3.7ng/mL) THY (EV-201#kER), CYP3A4/51ZxT 5 50%PAEME (ICs) &£V bR THEW
ETdH -7, MMAE |3 P-gp DEETHHAY, et L7 b T U AR —=F —OHE TR -
72o MMAE (%, BRRMIICEZROH H2BREICBV TR LIZ2TO b7 v AR—%—DMHEEH
RS TIpinol,

2.6.47.1 CYPHE

INFHERE4.2.2.6-1

3Bl RF—pko b MFaE VT, MMAE o oy iz L (3043 3

BR) (2.6.5.12.1 MR OFE), IHMlaz 1 B 183 B 48 E (1, 10, 100 XY
1000 nmol/L) @ MMAE THLEE L7=, ARERIZI VT, MMAE IZ 1000 nmol/L & T CYPIA2,
CYP2B6 & ) CYP3A4/5 ORFHEMA EH S¥72ho7-, £72, MMAE (X CYP1A2, CYP2B6 &
NCYP3A4 O mRNA REHEZ EAESER0olz, Ll s, &EE (100 KO
1000 nmol/L) ® MMAE PR TlE, MMAE OffifulfEEM R FK & & 2 bivd CYP1A2, CYP2B6
O CYP3A4/5S ORFHTENE, mRNA W ONCE B EORD DR LIP3 2y hETTRD S
iz, YU EOFERENS, MMAE 1% CYP1A2, CYP2B6 KT CYP3A4/5 DEEFZFHEAITITRN L&
z BTz,

2.6.47.2 CYPZE

WAEHEE 42262 ()
MMAE @ CYP1A2, CYP2B6, CYP2CS8, CYP2C9, CYP2C19, CYP2D6 K U} CYP3A4/5 (25145
mEERiconT, b MFLz ey —nefocai Lz (s #m0 esa22 sy
R OLE),

MMAE /%, CYPIA2, CYP2B6, CYP2C8, CYP2C9, CYP2C19 } X CYP2D6 |25t LT, [EH%
IR EERZIZE A EHDNVEEIRE R 5T, MMAE X XY 7 A KB ZE S L
72 CYP3A4/5 EMEIT R U CEBMZRAEEM Z R L, ICsfEIL 10 umol/L TH 72, —7,

MMAE (37 2 s 27 1 > 6B- /Kb 2 FEHE & L7= CYP3A4/S iEPEICxT U CITEH 72 L EER %2
REIeolz, MMAE IR %Y 7 A VIKBEEOT A AT 6B-KIE(LAEfafE & L
CYP3A4/5 IHMEITHRT LT, BERMKFRRBAEE 2R Lc, B2 5MEt05%E, MMAE O
CYP3A4/5 1253 2 IR K AFAYPHE 13 NADPH (KAFRUTd v, CYP RGN K 0 ARk L 7oA 2
BT HEEZExLN, S6IZ, BERMMEOI 7 e Y —AExFRERLT-E 2 A, CYP3A4/S D
RENEEDSESHNCEE L~ F77, I 70 Y —LA0OFREHFNC T =) o7 = RT3 2 &
2LV, CYP3A4/S ORHHEMEIZEEIZEIE Lz, LLEDOFERI D, MMAE (X CYP3A4/5 (ZkF9
DEERTHRAER TH D LE X biLTo, RNEMALEE E (Kine) , FRNIEMEAHEE
D 50%DHEZ 72 6T HEIEORE (K) KO Kinae/Ki 1, Z40E41 0.10 min™!, 1.12 pmol/L
K O 90 min'-(mmol/LY"! & HH X7z,
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26473 FSUARR—H—IZXTHEEERUVEE

WAEEN422.6-3 (), 4226-4 (), 4226-5 (&), 42266 (), 42267 (),
4226-8 (%), 42269 (&), 422.6-10
MMAE O#E b7 > AR —4% —Té 5 P-gp, BCRP XX MRP2 (25§95 LB M ONC P-gp (2%t
T HHEEMZ 7N L7 (RPT-01709 %ﬁ%ﬁ&@“-som ABR) (2.6.5.15.2 MMAE @ P-gp,
BCRP & U MRP2 |25 % H/EME K 18 2.6.5.15.1 MMAE O P-gp |2 %9 % KB K ORAE) o
MMAE (1, 10 & TF 100 pmol/L) @ Caco-2 ffific HJZ B2 3517 5 TESERAI) HAEM] (A-B) ~0DiFE

WPEITAR <, FWAREUE 1 x 100 em/sec Kjifi T o 7o, RIEMID S TESA] (B-A) ~DFE iR
X A-B ~DOBEIRH L W K& <, effluxratio (B—A ~DiFERIREA-B ~DOFB R 135
L7242 TORETS88 LI ETH -7, Efflux ratio 1 P-gp FLEHITH 5 PSC833 (10 umol/L),
LY335979 (10 umol/L) & %W MEI~<F /33 /L (60 pmol/L) DI LY, BLZ2 FTKETFL
Too LI LEOFERD S, MMAE (X P-gp DFVE L E 2 bz, —F5 T, MMAE ® B-A ~® %L @
I% BCRP [HL#EHI Kol143 (5 pmol/L) & 5\ % MRP2 LEAIA > KA Z 2> (100 pmol/L)

PR ST, F7-effluxratio b 2 LA ETH o722 &5, MMAE X BCRP & T MRP2 OD%ET“
T EEZ B, MMAE (X P-gp DFEE Th 5 ¥ I % 2 0 OREBhlE 2 )N CPHE L7223
(ICs50>50 pmol/L), ERIRIIICEFRD & DTN T P-gp FHEMERIZRWEE X BT,

Y iAI kT v AR—% —TdH 5 OATPIB1, OATPIB3, OCT2, OATI1 }TF OAT3 (Zxi4 %
FHIMMAE (10 & 5\ X 100 nmol/L) OREEM %, ZNEND ~ T v AR—F —ZimEPsEl s &
72 CHO #ifdd 5\ id b MER KRR (HEK) 293 flifua W CRME L7 (PDM-0008 75,
PDM-0009 3%, PDM-0010 7k, PDM-0011 3k & U PDM-0012 %at%ﬁ) (2.6.5.15.4 MMAE O
OATP1B1, OATPIB3, OCT2, OAT1 }2 TN OAT3 (Zxf 3 2 HE M), 10 oA > F2_X— 3
L7 & ZDOPHIMMAE OFEN~DEL Y AL &Y, 2 b —Lflifas b7 v AR—F — &R
S 7= CHO flifad 5\ % HEK293 Ml CRIFRE CTh o7, F7=, PHIMMAE OHIFEA~DHELY
AA Y, EEAZRNL CTHAE SN -7 (OATPIB1 LY OATPIB3 [HEHRI 7 v AR Y
> A : 50 umol/L, OCT2 FHEHAIT AF 2 1 200 umol/L, OAT1 XY OAT3 fLERZ 0%

R : 400 pmol/L), LA ED L350, PHIMMAE O/fifia gz (2 GEEha 6 O & 5- 3R S v o 72
Z &M, MMAE IZA5FEIRF L7z T v AR—F2 —DIE TidntEx b,

BEE 7 > AR —% —Td 5 BCRP, BSEP & TN MRP2 |(Z%}9 % MMAE O FLE/EHIZ OV T
Ry NV W CEHIE L 7= (.-3234 k) (2.6.5.15.3 MMAE @ BCRP, BSEP, MRP2, OATI,
OAT3, OATPIBI1, OATPIB3, OCT1 LN OCT2 (Zx4 %), Mx T, BVIAHR KT AR—
X —Td 5D OAT1, OAT3, OATPIBI, OATP1B3, OCTI1 & TN OCT2 (Zxf9 % FHE/EH 2 CHO
fidl &> %\ N % HEK293 il & IV CREA L 72 (.-3234 %), MMAE |Z BCRP, BSEP }(} MRP2
W2 e =T HEONRY 7 VNI AR A, BT LICiREDH (0.008~5 umol/L) T L
7257z, MMAE 12 OCT1 TN OCT2 DIE T D A MRV Ok 2 gt U= e e S
umol/L T, ZFIZIL 29% % N 23%PHE L7, MMAE I OAT1, OAT3, OATPIBI iffTNC
OATPIB3 |Zk}9 % 7 v — 7 HHOEE, et Lo REIRE 5 umol/L £ CTHHE Le 72,
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2.6.4.8 FDihDEMBRERER
FM 4 5 RIS,

2.6.49 ERRUHH

TRV T NXRF L (CHO Mk ), AGS-22M6E (A 7'V RF—~flilakkHi k),
AGS-22M6 CEMIFERESTIHUR) & HVMEIMMAE O b aXx x5 ¢ 7 A, 254, Rk Ok
M2 DN TC,  in vitro BRI ONZ MR CTHER L7277 » NEOI =27 A4 Yz AVl L 7=,

T =27 A P 4 BEKEHIRNEGERBRICBNT, =Ry <7 RKEF & AGS-22M6E
DRy aXxT 4 7 ARMELIZER, =By ~T7 RXRF L AGS-22M6E @ 3 mg/kg

VEBIC I BEE L&D M axxT 4 7 RAIFRETH -7, £z, RRBRICEBIT 5
ATA ORBIRLERE CTH o7, L7z > T, AGS-22M6E D b ¥ a X374 7 AN TR
N =T RRF O BRI A T FTRE & B X b,

AGS-22M6E % 7 v b RO =7 A POV AEFRIRNER G- L7 & & o lfLig o> ADC & U TAb
® AUC K Conax 1F, HG-2ITIFIFEABI L TEAIN L 7=, ADC MO TAb 13 5B % IT Conax 127
L, TO% _AHMEER Lwﬂw\ L7z, 7 v MIBITHMmiEFH D ADC KO TAb O t, ITZNZEH
0.887~1.29 H KN 1.33~2.16 HTHY, B =7 A P TIEZNEI 0.700~1.72 H KT 1.02~
275 HChH o7z, 7 REORI =7 A4 HFNIZENT, ADC KUNTAb D hF o axx7 4 7 R
B 72 MEZE IR D DR D o 72,

Ty MBI =T A FNLDONTHUTE N TS, MIEFO TAb JREIL ADC JRE & g L CFE

FRC 5% OB WK CHE Th o712, TORE, ADC &~ T TAb ® AUC T KX <,
ti %Ez):ofzo AGS-22M6E % 1 HIZ 1 [ EHREG Lo L &, *%@@J%T“ ATA MFEELL 7=
LR B A EMECITEHE CE 2o 720, ADC KON TAb ICEREMEIZIZ E A CFRO B
7eholc, ATA OFRBURITENMFE K OG- &IC L > TR Y, AGS-22M6E jﬂ”é ATA D3EH
RIIT7y b L Th=7 AL THL TEM- T,

AGS-22M6E % 1 HIZ 1 [A#5 L7= & & D MMAE OIRFERIX, 7 ORI =7 A4 PILCE
WTIRIFRGEICHH L TN L., 7y REROI =27 A4 FIZEBIT H MMAE O Cre 1, E/V
IRFEHE T ADC O miREOZ N E1U 0.2% K O 0.04% Th o7, =27 A4 FMITBNT,
MMAE &1L AGS-22M6E D 514K 48 IRffHIZ Conax (2L, 11215 2.58~3.08 H Ch o7z, E
JVHAELC AGS-22M6E & [A1% 8D MMAE (AGS-22M6E 6 mg/kg (Z%F L C MMAE 0.1093 mg/kg)
ZEARNE G- LT & & D MMAE O 1,13 22.7 Kl T o7, —77, AGS-22M6E & 5- L7z & &
D MMAE @ tip 1L 73.9 Rl Ch o7z, ZTHODRER LY, AGS-22M6E 25L& & D
MMAE ® k%3 a %37 ¢ 7 A%, AGS-22M6E 7>5 D MMAE OARMNERIZ /> T\ DH L&
BT,
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TRV T RRFURONAGS-22M6E X, MMAE RS ve~ LA X R 7oALY o h—
ENLTRHEAELTNWD LY X o~T RXEFy (T RERIR) ELE—DY v —pH
ABREHEL WD, BERBRICBN T RLY~T RXEFo0 125 mgkg 2G5 L7-L &0
MMAE O @R IT#) Snmol/L TH Y (EV-201 i), 7L vy ~7 XKFr0
1.8 mg/kg 5 L7z & & D MMAE Ofc@miicE (K 7nmol/L) & [FRIFEEE Td - 7= [Hanetal,
20137, LA EOREEREBIMEL ONC W AI$E 5% O MMAE OFEMEREOFELIEIC XY, 7Ly dy
~7 NKFUH DT MMAE Z 1 U7z = O IR AR ER 2 L2 MMAE O & OSSRy E)
REICOWCRHMIT 5 Z E N AfREE B 2 bivTe,

MMAE O IfiEE A ~OfEAIHR~FRECTH Y, FAENRD b, IEEABERII~ Y
AROHD =T AN (171%~285%) L~T, v RO b (67.9%~82.2%) T
72 MMAE O i,/ MR LI IR F8D DAy, 2~20 nmol/L ORE (FFRMICERDO &
DHIEE) IZBWT, v AT947~118, 7 hT1.86~2.36, W=7 A% /LT 1.40~1.57 L}
t R T0.926~0.976 Th o7z, [HUEMEIEEIEOIEEIRKFHGNICEAT 51 FZ 1) (ICH S9 &
VICH S9 Q&A) 128 T ADC D 43AistBRIZEI L Cldsked 5TV 7223, Long-Evans 7 v b
Z AW CPHIMMAE D454 & 3l L 72, U5 CHERR S 4172 3H 2SR DS ERR A 7 — & ORI
B 5 2 DAREMEIXH 508, PHIMMAE H kD K8t HElIL Long-Evans 7~ kD2 K28 < 4340
L, #5 96 BpfEth £ TITiE, 13E A E O S BERENHA LT,

t MFHIRCAER L7 MMAE OfGH#MIE, 7y bHDWIH =27 4 FARFHIITH AR L
72o CYP HHLRZHWZRERIZE Y, MMAE X CYP3A4 ODIETHD EE2 bz, 712y
Xi~v7 X FUOBRKRBRIZBNT, #5%O MMAE O EI3587) 72 CYP3A4/5 [HEH
(r haFy—n) EOPFRICE D 34%E L, CYP3A4/S OFFEAl (V77 ETY) Loff
LY 46%J> 35 Z &3 ST % [Hanetal, 2013],

PUREKIZB N T, PEIERBRIIMNE 2 W B2 ObNizm), TohrYy~T7 XKFUbHbH 0T
AGS-22M6E % %5 & U 7= JERBRIL g L Cuvigvy, =Ry ~7  RXRF U H 50T AGS-
22M6E 1%, A ADRRENWTCOICEDEFIRFA~PRIE SN D Z & IFAE S 720y [Keizer et
al, 2010], 7 v MZBWT, [PHMMAE [ZEITREMED F FHEP IRt S, RN X H1HEK
EBREM TH 72, TNHORERIE, 7Ly v~T7 XRFUZHBIFRNES LZE &0
bt hOFERE—FKLTEBY [7 K& MU R USIRASCE, 2019410 A1, MMAE OfRGEHREE
E REOTy RTHELTWAZ ERRB I, 7 v MIEBWT MMAE O R FEi T L%
15%AKili T o7z, £z, TEERIIMA ORBY OFAmIL IS L7270 7=,

MMAE (%, CYP3A4/5(Zxf L Ci /)72 rIir 22 B A & 5 WIEFHERITIL Ao 7273,
CYP3A4/5 DUERAIHH CHREHKAFRIRBLER TH -7, & MTHIT 2D MMAE @ Crax 23
52nmol/L (#J3.7ng/mL) THo7=D L LT, KifE (1.12 umol/L) MRD TEWI &b,
MMAE 73 CYP3A4/5 (2 & 0 (Rt SN o OFASROEYEhe 2 B OB (L sS85 Z Lidhn et & 2
bz, 7Ly yxv~v7 NRFUDBRKRRICEBWNT, CYPA4/S FEETHLIX Y T LD
IRERICEELHEX RN EARE SN TS [Hanetal, 2013],
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In vitro EROFEFR LV, MMAE IX P-gp DFEE CTH 5%, BCRP, MRP2, OCT2, OATI,
OAT3, OATPIB1 & %\ I OATPIB3 DILE Tlix/aW\ 2 EAVRIBE I T2, X 51T, MMAE [XERR
FINCEFED B 5 IR EFPHIZ I T P-gp, BCRP, BSEP, MRP2, OCT1, OCT2, OATI, OAT3,
OATP1B1 3 %\ & OATP1B3 DOFHLERI T/ -7z,

UbaELHBHE, R Y~T NKF L AGS-22M6E D k¥ a % 32T ¢ 7 AX[AI%
Tholz, 7y FROH =7 A FMTENT AGS-22M6E DI T &I L TG Hpl L TH
MMU7z, AGS-22M6E %45 L7-& D MMAE @ b %> ax 37 ¢ 7 AlX, AGS-22M6E 7>5 D
MMAE OAEAAEGE L 72D, MMAE 245 Uiz & & LR TRRRFMNELS o7 B2 bh
72o MMAE DIg#% £l AGS-22M6E DIEFE & & i U C, E/VREHE CIER IR 72, In
vitro iBR 1235 T, MMAE |d CYP3A4 OIE TH - 7273, CYP3A/S [Tk 55 )7 fHEH &
DWVIEFFEAITIE e o7z, MMAE 1L, i R 7 v AR —% —P-gp DIEE TH D23, MOPEH
BHDHVIIIRY AR N TV AR—Z—DEEH D VITLERI TR0 o T,

2.6.4.10 EF*
X 13- T DA S O 22 BT IR A L=,

2.6.4.11 BEHk

ADCETRIS (prescribing information). Bothell, WA. Seagen Inc; October 2019.

Challita-Eid PM, Satpayev D, Yang P, An Z, Morrison K, Shostak Y, et al. Enfortumab vedotin antibody-drug
conjugate targeting nectin-4 is a highly potent therapeutic agent in multiple preclinical cancer models.
Cancer Res. 2016;76:3003-13.

Doronina SO, Toki BE, Torgov MY, Mendelsohn BA, Cerveny CG, Chace DF, et al. Development of potent
monoclonal antibody auristatin conjugates for cancer therapy. Nat Biotechnol. 2003;21:778-84.

Francisco JA, Cerveny CG, Meyer DL, Mixan BJ, Klussman K, Chace DF, et al. cAC10-vcMMAE, an anti-
CD30-monomethyl auristatin E conjugate with potent and selective antitumor activity. Blood.
2003;102:1458-65.

Han TH, Gopal AK, Ramchandren R, Goy A, Chen R, Matous JV, et al. CYP3A-mediated drug-drug interaction
potential and excretion of brentuximab vedotin, an antibody-drug conjugate, in patients with CD30-

positive hematologic malignancies. J Clin Pharmacol. 2013;53:866-77.

Keizer RJ, Huitema ADR, Schellens JHM, Beijnen JH. Clinical pharmacokinetics of therapeutic monoclonal
antibodies. Clin Pharmacokinet. 2010;49:493-507.
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2.6.5.1.1 SMTE

2.6.5.1

26.5
EYPEABRPUER

WERE  AGS-22M6E, AGS-22M6, =RV ~7 R RF o, MMAE

Type of Study Species Analytical Instrument and Testing Facility Study Number CTD
Detection Method Number
Analytical method (ADC)
AGS-22M6E ADC in serum Rat ELISA/Colorimetric AR3587 4.2.2.1-1
AGS-22M6E ADC in serum Cynomolgus monkey ELISA/Colorimetric AR3590 4.2.2.1-3
Enfortumab vedotin ADC in serum Rat ELISA/Colorimetric AR161-Cl1 128.-0075 4.22.1-2
Enfortumab vedotin ADC in serum Cynomolgus monkey ELISA/Colorimetric AR4559 42.2.1-4
Analytical method (TAb)
AGS-22M6E or AGS-22M6 TAD in serum Rat ELISA/Colorimetric AR3588 4.2.2.1-5
AGS-22M6E or AGS-22M6 TAb in serum Cynomolgus monkey ELISA/Colorimetric AR3591 4.2.2.1-6
Enfortumab vedotin TAb in serum Cynomolgus monkey ELISA/Colorimetric AR4560 42.2.1-7
Analytical method (ATA)
Anti-AGS22M6E antibody in serum Rat ELISA/Colorimetric AR3589 4.2.2.1-10
Anti-AGS22M6E antibody in serum Cynomolgus monkey ELISA/Colorimetric AR3592 42.2.1-12
Anti-enfortumab vedotin antibody in serum Rat ELISA/Colorimetric AR161-Cl1 128I-0077 4.2.2.1-11
Anti-enfortumab vedotin antibody in serum Cynomolgus monkey ELISA/Colorimetric AR4562 422.1-13
Analytical method (MMAE)
MMAE in serum Rat LC-MS/MS 8226174 4.2.2.1-8
MMAE in serum Cynomolgus monkey LC-MS/MS 8226175 4.22.1-9

ADC: antibody-drug conjugate; AGS-22M6: unconjugated hybridoma der

conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin—4;lm

linked immunosorbent assay; LC-MS/MS: liquid chromatography with tandem mass spectrometry; MMAE: monomethyl auristatin E; TA

T AT T AR

bridoma derived fully human monoclonal antibody
; ATA: anti-therapeutic antibodies; ELISA: enzyme-
: total antibody
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26512 IR, 7%, KBROHM
BeBRE © AGS-22M6E, AGS-22M6, T2 h/LY~T7 RXRFFr, MMAE, 7L VX~ T XRF

Type of Study Test System Test Article Method of Testing Facility Study CTD Number
Administration Number

Absorption
Single and repeat dose AGS-22M6E . _
pharmacokinetics Sprague-Dawley rat AGS-22M6 v 20005662 42322
Sinele and td AGS-22M6E

e o anc repeat dose Cynomolgus monkey AGS-22M6 iv I 20005664 42.32-4
P MMAE
Sinole and td AGS-22M6E

Ingie and repeat cose Cynomolgus monkey Enfortumab v _ 20021751 42325
pharmacokinetics .

vedotin
Distribution
Tissue distribution Long-Evans rat [PHIMMAE iv - 96D-1201 | 4.2.23-1 (&)
Protein binding Mouse, rat, cynomolgus monkey and | 5y v pap In vitro B B 42232 3
human plasma
s Mouse, rat, cynomolgus monkey and 3 .
Red blood cell partitioning human blood [FHIMMAE In vitro - 14-0271 42233
Metabolism
. . Human liver microsomes, recombinant 3 . _ .
Reaction phenotyping enzymes [FHIMMAE In vitro -4006 42242 (&)
Metabolite characterization Rat, cynomolgus monkey and human [P*HIMMAE In vitro _ -4007 4224-1 (&)
hepatocytes
o . . Brentuximab . CPH-
4 (=

Metabolite identification Human vedotin v Seagen, Inc. SGN35-001 42244 (&)
Metabolite identification Sprague-Dawley rat FHIMMAE iv _ 420501 42243 (%)
Excretion
Excretion mass balance Sprague-Dawley rat ‘ [FHIMMAE ‘ iv ‘ _ ‘ 420501 42243 (&)

Table continued on next page
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Type of Study Test System Test Article Method of Testing Facility Study CTD No.

Administration Number
Pharmacokinetic drug interactions
CYP induction Human hepatocytes MMAE In vitro 3043 4.2.2.6-1
CYP inhibition Human liver microsomes MMAE In vitro 5021 422.6-2 (%)
P-gp-mediated transport Caco-2 cell monolayer MMAE In vitro 8004 422.6-3 (&)
P-gp, BCRP and MRP2-mediated Caco-2 cell monolayer MMAE In vitro RPT-01709 | 42264 (%)
transport
BCRP, BSEP, MRP2, OAT1, OAT3, Membrane vesicles, CHO
OATP1B1, OATP1B3, OCT1 and OCT2 cells, HEK293 cells MMAE In vitro _ .—3234 4.2.2.6-10
inhibition
OATP1B1-mediated transport CHO cells [F*HIMMAE In vitro Seagen, Inc. PDM-0008 | 4.2.2.6-5 (%)
OATP1B3-mediated transport CHO cells [F*HIMMAE In vitro Seagen, Inc. PDM-0009 422.6-6 ()
OCT2-mediated transport CHO cells [*HIMMAE In vitro Seagen, Inc. PDM-0010 422.6-7 (&)
OAT 1-mediated transport CHO cells [F*HIMMAE In vitro Seagen, Inc. PDM-0011 4226-8 (%)
OAT3-mediated transport HEK293 cells [*HIMMAE In vitro Seagen, Inc. PDM-0012 422,69 (&)

AGS-22M6: unconjugated hybridoma derived fully human monoclonal antibody targeting Nectin-4; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent
monomethyl auristatin E targeting Nectin-4; BCRP: breast cancer resistance protein; BSEP: bile salt export pump; CHO: Chinese hamster ovary; CYP: cytochrome P450; [*HIMMAE: tritiated
monomethyl auristatin E; HEK: human embryonic kidney; MMAE: monomethy 2: multidrug resistance-associated protein 2; OAT: organic anion transporter; OATP: organic anion
transporting polypeptide; OCT: organic cation transporter; P-gp: P-glycoprotein;l_P
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BBV © AGS-22M6E, TRy~ RRF

CTD number 422.1-1 422.1-3 4.22.1-2 422.1-4
Study number AR3587 AR3590 AR161-C1 128.-0075 AR4559
Species Rat Cynomolgus monkey Rat Cynomolgus monkey
Sample Serum Serum Serum Serum
Analyte AGS-22M6E AGS-22M6E Enfortumab vedotin Enfortumab vedotin
Assay ELISA ELISA ELISA ELISA
Validation data
Lower limit of quantitation (ng/mL) 40 40 80 80
Concentration range (ng/mL) 40 - 1280 40 - 1280 80 - 1280 80 - 640
Selectivity (%) 100 £ 20 100 +20 100 + 20 (100 + 25 for LLQ) 100 £ 20 (100 + 25 for Low QC)

Intraday precision (%)

<20 (25 for LLQ)

<20 (25 for LLQ)

<20 (25 for LLQ)

<20 (25 for Low2 QC)

Interday precision (%)

<20 (25 for LLQ)

<20 (25 for LLQ)

<20 (25 for LLQ)

<20 (25 for Low2 QC)

Intraday accuracy (%)

100 + 20 (100 + 25 for LLQ)

100 + 20 (100 + 25 for LLQ)

100 + 20 (100 + 25 for LLQ)

100 + 20 (100 + 25 for Low2 QC)

Interday accuracy (%)

100 + 20 (100 + 25 for LLQ)

100 + 20 (100 + 25 for LLQ)

100 + 20 (100 + 25 for LLQ)

100 + 20 (100 + 25 for Low2 QC)

LTS (months at -60°C to -80°C)

6

6

16

12

Additional information: The values for precision and accuracy described above are not validation data, but acceptance criteria that the results must have met.

AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; ELISA: enzyme-linked immunosorbent assay; LLQ: lower
limit of quantitation; LTS: long term stability; QC: quality control sample
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WERE  AGS-22M6E, AGS-22M6, TR/~ N RF

CTD number 422.1-5 422.1-6 4.22.1-7
Study number AR3588 AR3591 AR4560
Species Rat Cynomolgus monkey Cynomolgus monkey
Sample Serum Serum Serum
Analyte AGS-22M6E AGS-22M6E Enfortumab vedotin
Assay ELISA ELISA ELISA
Validation data
Lower limit of quantitation (ng/mL) 40 40 80
Concentration range (ng/mL) 40 - 1280 40 - 1280 80 - 640
Selectivity (%) 100 £ 20 100 £ 20 100 =20 (100 = 25 for Low QC)

Intraday precision (%)

<20 (25 for LLQ)

<20 (25 for LLQ)

<20 (25 for Low2 QC)

Interday precision (%)

<20 (25 for LLQ)

<20 (25 for LLQ)

<20 (25 for Low2 QC)

Intraday accuracy (%)

100 = 20 (100 % 25 for LLQ)

100 = 20 (100 % 25 for LLQ)

100 20 (100 % 25 for Low2 QC)

Interday accuracy (%)

100 + 20 (100 + 25 for LLQ)

100 + 20 (100 + 25 for LLQ)

100 + 20 (100 + 25 for Low2 QC)

LTS (months at -60°C to -80°C)

6

6

12

Additional information: The values for precision and accuracy described above are not validation data, but acceptance criteria that the results must have met.

AGS-22M6: unconjugated hybridoma derived fully human monoclonal antibody targeting Nectin-4; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent
monomethyl auristatin E targeting Nectin-4; ELISA: enzyme-linked immunosorbent assay; LLQ: lower limit of quantitation; LTS: long term stability; QC quality control sample
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WERE  AGS-22M6E, AGS-22M6, TR/~ N RF

CTD number 4.2.2.1-10 4.2.2.1-11 4.2.2.1-12 42.2.1-13
Study number AR3589 AR161-C1 128.—0077 AR3592 AR4562
Species Rat Rat Cynomolgus monkey Cynomolgus monkey
Sample Serum Serum Serum Serum
Positive control M22-id6-1b40p M22-id6-1a21.1#6 M22-id6-1b40p M22-id6-1b40p
Assay ELISA ELISA ELISA ELISA
Validation data

Sensitivity (ng/mL) 0.5 63.94 1.0 1.96

Drug tolerancet (ng/mL) at 30 ng/mL positive control 100 250% 100 1000

Drug tolerancef (ng/mL) at 2.5 ng/mL positive control 10 ND 10 1000

Specificity confirmation >50% inhibition ADC >43.8% inhibition ADC >50% inhibition ADC >50% inhibition ADC

Intraday precision of positive control (%) <25 <30 <25 <25
Additional information: The values for precision described above are not validation data, but acceptance criteria that the results must have met.

ADC: antibody-drug conjugate; AGS-22M6: unconjugated hybridoma derived fully human monoclonal antibody targeting Nectin-4; AGS-22M6E: hybridoma derived fully human monoclonal antibody
conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; ELISA: enzyme-linked immunosorbent assay; ND: not determined

+ Drug is enfortumab vedotin or AGS-22M6E.

I Drug tolerance was determined with 500 ng/mL rather than 30 ng/mL of M22-id6-1a21.1#6.
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CTD number 422.1-8 4.2.2.1-9
Study number 8226174 8226175
Species Rat Cynomolgus monkey
Sample Serum Serum
Analyte MMAE MMAE
Assay LC-MS/MS LC-MS/MS
Validation data
Lower limit of quantitation (pg/mL) 10.0 10.0
Sample volume used (mL) 0.05 0.05
Concentration range (pg/mL) 10 - 10000 10 - 10000
Selectivity <20% of the response of MMAE from LLQ sample <20% of the response of MMAE from LLQ sample
Extraction recovery (%) 82.5 87.2

Intraday precision (%)

<15.0 (<20.0 at LLQ)

<15.0 (<20.0 at LLQ)

Interday precision (%)

<15.0 (<20.0 at LLQ)

<15.0 (<20.0 at LLQ)

Intraday accuracy (%)

85.0 to 115.0 (80.0 to 120.0 at LLQ)

85.0 to 115.0 (80.0 to 120.0 at LLQ)

Interday accuracy (%)

85.0 to 115.0 (80.0 to 120.0 at LLQ)

85.0 to 115.0 (80.0 to 120.0 at LLQ)

LTS (days at -60°C to -80°C)

226

191

Additional information: The values for precision and accuracy described above are not validation data, but acceptance criteria that the results must have met.

AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; LC-MS/MS: liquid chromatography with tandem mass
spectrometry; LLQ: lower limit of quantitation; LTS: long term stability; MMAE: monomethyl auristatin E
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CTD number 4.2.3.2-2

Study number 20005662

Species/Strain Rat/Sprague-Dawley

Feeding condition Nonfasted

Vehicle/Formulation Saline/Solution

Method of administration Weekly iv bolus

Dose (mg/kg per week) 5 10

Sex (M/F)/Number of animals

F/3 per time point

M/3 per time point

F/3 per time point

M/3 per time point

F/3 per time point

M/3 per time point

Study day 1 | 22 1 | 22 1 | 22 1 22 1 | 22 1 | 22
Sample Serum

Analyte ADC

Assay ELISA

Pharmacokinetic parameters

tmax (h) 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167
Cumax (ng/mL) 55.0 52.8 59.7 55.3 24.6 96.9 137 124 280 153 271 209
AUCi6sn (ng-h/mL) 1120 549 1180 1050 883 1390 2250 1960 5630 3570 6570 4170
ti2 (day) 0.887 NR 1.13 NR 1.21 NR 1.09 NR 1.20 NR 1.29 NR
Sample Serum

Analyte TAb

Assay ELISA

Pharmacokinetic parameters

tmax (h) 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167
Chmax (ng/mL) 69.6 63.2 74.8 69.6 27.5 121 160 147 332 194 324 260
AUC (pg-h/mL) 1910 832 2190 2330 974 1770 3940 3370 9680 6720 11600 7700
(Time for calculation - h) (0-168) (0-336) (0-168) (0-336) (0-168) (0-336) (0-168) (0-336) (0-168) (0-336) (0-168) (0-336)
t12 (day) 1.33 NR 1.50 NR 1.68 NR NR NR 2.01 NR 2.16 NR
Sample Serum

Analyte MMAE

Assay LC-MS/MS

Pharmacokinetic parameters

tmax (h) 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167 0.0167
Chmax (ng/mL) 0.291 0.473 0.255 0.405 0.516 1.11 0.644 1.09 0.820 1.89 0.870 2.82
AUCi6sn (ng-h/mL) 9.86 7.19 12.6 11.9 20.0 14.5 20.5 254 43.0 36.2 51.3 69.6
t12 (day) 1.46 NR 1.40 1.93 1.30 1.61 0.940 NR 1.46 1.52 1.32 1.42

Footnotes appear on next page
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Toxicokinetic parameters were derived using median concentration-time profiles of 3 animals.

ADC: antibody drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; ELISA: enzyme-linked
immunosorbent assay; LC-MS/MS: liquid chromatography with tandem mass spectrometry; MMAE: monomethyl auristatin E; NR: not reportable results due to unacceptable toxicokinetic curve fitting;

TAb: total antibody
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EVBEABHER

CTD number 42322

Study number 20005662

Species/Strain Rat/Sprague-Dawley

Feeding condition Nonfasted

Vehicle/Formulation Saline/Solution

Method of administration Weekly iv bolus

Dose (mg/kg per week) 10

Study day

Sex (M/F)/Number of animals F/3 per time point M/3 per time point F/3 per time point M/3 per time point
Analyte AGS-22M6

Assay ELISA

AUC16sh (ng-h/mL) 16600 15700 21800 18700
AUChnst (pg-h/mL)¥ 16600 15700 36000 23100
Cmax (ng/mL) 320 336 370 368
tmax (h) 0.0167 0.0167 0.0167 0.0167
t12 (day) 4.66 4.62 NR NR

F AUC!ast is AUClesn for day 1 and AUCe72n for day 22.

Toxicokinetic parameters were derived using median concentration-time profiles of 3 animals.

AGS-22M6: unconjugated hybridoma derived fully human monoclonal antibody targeting Nectin-4; ELISA: enzyme-linked immunosorbent assay; NR: not reportable results due to unacceptable

toxicokinetic curve fitting
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12



TURVY T NXRF 2.6.5
EYPEABRPUER
2.6.543 AGS-22M6E Zh =V A HILITE 1 B 4 BRRERE LI-& EDHERERERUVERBESEDO FX XTI R
PERWE : AGS-22M6E
CTD number 42324
Study number 20005664
Species Cynomolgus monkey
Feeding condition Nonfasted
Vehicle/Formulation Saline/Solution
Method of administration Weekly 30 min iv infusion
Dose (mg/kg per week) 1 3 6
Study day 22 22 8
Sex (M/F)/Number of animals F/5 M/5 F/5/M/5 F/5 M/5 F/5/M/5 F/5 M/5 F/5/M/5
Sample Serum
Analyte ADC
Assay ELISA
Cumax (ng/mL) 24.1 (2.59) 25.1(1.48) 21.2 (5.17) 73.7 (9.27) 79.4 (5.01) 63.7 (16.9) 148 (20.1) 154 (14.5) 137 (24.1)
AUC16sh (ng-h/mL) 633 (78.2) 635 (76.8) 471 (264) 2400 (340) 2490 (330) 903 (732) 5060 (848) 5110 (135) 6150 (858)
AUCiast (ng-h/mL) 630 (77.7) 632 (76.1) 466 (266) 2390 (335) 2480 (325) 856 (689) 5030 (839) 5070 (139) 6310 (850)
t12 (day) 1.41 (0.0490) | 1.32(0.108) | 1.20(0.604) | 1.42(0.110) | 1.45(0.163) | 0.700 (0.419) 1.63 (0.111) | 1.80(0.204) 1.53 (ND)
Sample Serum
Analyte TAb
Assay ELISA
Chmax (ng/mL) 28.3 (2.63) 32.4 (3.06) 29.6 (7.53) 89.6 (16.4) 99.2 (6.59) 106 (59.6) 209 (44.7) 191 (19.2) 162 (21.5)
AUC16sn (ng-h/mL) 1170 (121) 1020 (ND) 1070 (689) 4390 (625) 4680 (660) 1610 (1220) 11000 (3140) | 9490 (397) | 9210 (2760)
AUCiast (ng-h/mL) 1140 (110) 1090 (102) 1060 (687) 4330 (607) 4610 (650) 1850 (1290) 11500 (3070) | 9330 (353) | 11900 (3160)
ti2 (day) 2.18 (0.207) 2.06 (ND) 1.66 (1.08) | 2.27(0.236) | 2.66 (0.319) 1.02 (0.649) 2.34(1.19) 3.08 (0.457) | 1.82(0.596)
Table continued on next page
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Dose (mg/kg per week) 3
Study day 1 22 1 22 1 8
Sex (M/F)/Number of animals F/5/M/5 F/5/M/5 F/5/M/5 F/5/M/5 F/5/M/5 F/5/M/5
Sample Serum
Analyte MMAE
Assay LC-MS/MS
Chmax (pg/mL) 34.3 (5.96) 42.9 (6.69) 105 (12.2) 226 (142) 202 (34.2) 215 (40.0)
AUC16sn (pg-h/mL) 3710 (690) 4040 (917) 11700 (1040) 15000 (2000) 24400 (2990) 24500 (2290)
AUCiast (pg-h/mL) 3400 (790) 3370 (1400) 12000 (1400) 14100 (3150) 23200 (2600) 28900 (2680)
t12 (day) 2.58 (0.248) 2.32(0.64) 2.92(0.173) 1.87 (0.573) 3.08 (0.554) 2.52 (ND)

Toxicokinetic parameters are shown as mean (SD).

ADC: antibody drug conjugate; AGS-22M6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; ELISA: enzyme-linked
immunosorbent assay; LC-MS/MS: liquid chromatography with tandem mass spectrometry; MMAE: monomethyl auristatin E; ND: not determined; TAb: total antibody
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26544 AGS-22M6 H =V A H)LIZE 1 [E 4 BERERE L& EDPRABREERVERBERD FFL XTI R

WERE © AGS-22M6

CTD number 4.2.3.2-4

Study number 20005664

Species Cynomolgus monkey

Feeding condition Nonfasted

Vehicle/Formulation Saline/Solution

Method of administration Weekly 30 min iv infusion

Dose (mg/kg per week) 6

Study day 22

Sex (M/F)/Number of animals F/5 M/5 F/5 ] M/5
Analyte AGS-22M6

Assay ELISA

AUC16sn (ng-h/mL) 12700 (986) 10900 (745) 24400 (7650) 22700 (5630)
AUChast (ng-h/mL) 12400 (947) 10600 (746) 33400 (16900) 37000 (24500)
Cumax (ng/mL) 192 (17.9) 171 (5.35) 280 (65.5) 252 (23.6)
t12 (day) 4.39 (ND) 4.91 (0.578) 6.09 (ND) 7.52 (ND)

Toxicokinetic parameters are shown as mean (SD).

AGS-22M6: unconjugated hybridoma derived fully human monoclonal antibody targeting Nectin-4; ELISA: enzyme-linked immunosorbent assay; ND: not determined
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WBRY'E : MMAE

CTD number 4.2.3.2-4

Study number 20005664

Species Cynomolgus monkey

Feeding condition Nonfasted

Vehicle/Formulation Saline/Solution

Method of administration iv bolus

Sample Serum

Analyte MMAE

Assay LC-MS/MS

Dose (mg/kg per week) 0.1093 0.0545

Study day 1 22

Sex (M/F)/Number of animals F/5 ‘ M/5 F/4 ’ M/4

PK parameters
Cmax (pg/mL) 303000 (104000) 270000 (76800) 431000 (192000) 213000 (135000)
Cmax/D (ng/mL/[mg/kg]) 2770 (948) 2470 (702) 7900 (3530) 3900 (2480)
AUCi16sn (pg-h/mL) 151000 (21100) 154000 (27300) 75200 (7340) 55900 (15400)
AUClast (pg-h/mL) 150000 (21000) 154000 (27300) 74700 (7520) 55300 (15400)
AUC/D (ng-h/mL/[mg/kg]) 1380 (193) 1410 (250) 1380 (135) 1030 (282)

(Time for calculation - h) (0-168) (0-168) (0-168) (0-168)
AUC/D (ng-h/mL/[mg/kg]) 1380 (192) 1410 (250) 1370 (138) 1010 (282)
(Time for calculation - h) (0-last) (0-last) (0-last) (0-last)

t12 (h) 23.8 (5.10) 21.6 (5.09) 12.5(3.13) 13.1(2.31)
CL (mL/h/kg) 732 (117) 722 (123) 732 (75.4) 1050 (332)
Vs (mL/kg) 22300 (5860) 17200 (5330) 3680 (2450) 10400 (4110)

Toxicokinetic parameters are shown as mean (SD).

CL: clearance; D: dose; LC-MS/MS: liquid chromatography with tandem mass spectrometry; MMAE: monomethyl auristatin E; PK: pharmacokinetics; Vss: volume of distribution at steady state
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FEoaxXrT40 XK
WER'E : AGS-22MGE, Ty LY ~T NRF
CTD number 4.23.2-5
Study number 20021751
Species Cynomolgus monkey
Feeding condition Nonfasted
Vehicle/Formulation 5% dextrose /Solution
Method of administration Weekly 30 min iv infusion
Sex (M/F)/Number of animals F/5/M/5 F/5/M/5 F/5/M/5
Sample Serum Serum Serum
Analyte ADC TAb MMAE
Assay ELISA ELISA LC-MS/MS
Test article, dose AGS-22M6E, 3 mg/kg per week
Pharmacokinetic parameters
Cmax, first dose (ng/mL) 77.9 (8.40) 72.1 (10.8) 0.0000808 (0.0000130)
Cmax, last dose (ug/mL) 48.9 (14.9) 69.1 (15.9) 0.000267 (0.000351)
AUC 68, first dose (ng-h/mL) 2592 (195) 4536 (360) 0.00979 (0.00154)
t12, first dose (day) 1.70 (0.469) 3.23 (1.63) 4.31 (1.20)
Test article, dose Enfortumab vedotin, 3 mg/kg per week
Pharmacokinetic parameters
Cmay, first dose (ng/mL) 98.0 (8.96) 129 (37.0) 0.0000936 (0.0000207)
Cmax, last dose (ng/mL) 78.4 (10.6) 92.5 (25.0) 0.000149 (0.0000322)
AUC:6sn, first dose (ug-h/mL) 3000 (564) 5016 (823) 0.0112 (0.00206)
t12, first dose (day) 1.53 (0.129) 2.09 (0.217) 3.54 (1.62)

Toxicokinetic parameters are shown as mean (SD).
ADC: antibody-drug conjugate; AGS-22MG6E: hybridoma derived fully human monoclonal antibody conjugated to cytotoxic agent monomethyl auristatin E targeting Nectin-4; ELISA: enzyme-linked

immunosorbent assay; LC-MS/MS: liquid chromatography with tandem mass spectrometry; MMAE: monomethyl auristatin E; TAb: total antibody
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EVBEABHER

BRI : PHIMMAE

CTD number 4223-1 (&)
Study number 96D-1201
Species/Strain Rat/Long-Evans
Sex (M/F)/Number of animals M/8
Feeding condition Nonfasted

Vehicle/Formulation

Ethyl alcohol in 0.9% (w/v) sodium chloride for injection/Solution

Method of administration

iv

Dose (mg/kg) 0.056

Radionuclide *H

Specific activity 28369.920 uCi/mg MMAE

Analyte/Assay 3H/Quantitative whole-body autoradiography

Sampling time (h) 0.17,4, 12, 24, 96, 336 and 672

Concentration (ug eq./mL or pg eq./g)

Tissue/organs 0.17 h 4h 12h 24 h 96 h 336 h 672 h
Plasma (wet plasma by LSC) 0.004 0.001 0.001 0.001 BQL BQL BQL
Blood (cardiac) 0.008 BQL BQL BQL BQL BQL BQL
Bone marrow 0.074 0.042 0.069 0.032 BQL BQL BQL
Lymph node 0.032 0.049 0.036 0.025 BQL BQL BQL
Spleen 0.101 0.096 0.065 0.023 BQL BQL BQL
Thymus 0.027 0.021 0.033 0.024 0.013 BQL BQL
Bile (in duct) 1.476% 0.279 0.085 0.052 BQL BQL BQL
Kidney cortex 0.232 0.049 0.022 0.008 BQL BQL BQL
Kidney medulla 0.217 0.044 0.024 0.007 BQL BQL BQL
Liver 0.158 0.018 0.015 0.006 BQL BQL BQL
Urinary bladder 0.018 0.036 0.015 0.011 BQL BQL BQL
Urinary bladder (contents) 0.325 0.369 0.039 0.017 BQL BQL BQL
Brain (cerebellum) BQL BQL BQL BQL BQL BQL BQL
Brain (cerebrum) BQL BQL BQL BQL BQL BQL BQL
Brain (medulla) BQL BQL BQL BQL BQL BQL BQL
Choroid plexus 0.134 0.041 0.038 0.010 BQL BQL BQL
Spinal cord BQL BQL BQL BQL BQL BQL BQL
Adrenal gland 0.165 0.051 0.024 0.007 BQL BQL BQL

Table continued on next page
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Concentration (ug eq./mL or pg eq./g)

Tissue/organs 0.17 h 4h 12h 24 h 96 h 336 h 672 h
Anterior pituitary gland 0.520 0.316 0.167 0.032 0.006 BQL BQL
Posterior pituitary gland 0.055 0.073 0.064 0.033 0.005 BQL BQL
Thyroid 0.172 0.128 0.078 0.018 BQL BQL BQL
Harderian gland 0.031 0.021 0.020 0.010 BQL BQL BQL
Mammary gland region 0.005 0.003 0.006 0.005 BQL BQL BQL
Pancreas 0.083 0.043 0.017 0.003 BQL BQL BQL
Salivary gland 0.115 0.053 0.038 0.010 BQL BQL BQL
Adipose (brown) 0.053 0.045 0.032 0.004 BQL BQL BQL
Adipose (white) 0.004 0.004 0.005 BQL BQL BQL BQL
Skin (nonpigmented) 0.016 0.010 0.012 0.006 BQL BQL BQL
Skin (pigmented) 0.016 0.014 0.013 0.006 BQL BQL BQL
Epididymis 0.007 0.007 0.011 0.006 BQL BQL BQL
Prostate gland 0.015 0.018 0.011 0.006 BQL BQL BQL
Seminal vesicles 0.007 0.005 0.005 0.003 BQL BQL BQL
Testis 0.003 BQL 0.003 BQL BQL BQL BQL
Bone 0.003 0.003 BQL BQL BQL BQL BQL
Heart (myocardium) 0.131 0.065 0.022 BQL BQL BQL BQL
Skeletal muscle 0.034 0.016 0.032 BQL BQL BQL BQL
Lung 0.242 0.095 0.062 0.009 BQL BQL BQL
Cecum 0.103 0.062 0.044 0.018 BQL BQL BQL
Cecum (contents) 0.009 0.708 0.761 0.127 0.003 BQL BQL
Esophagus 0.027 0.019 0.017 0.005 BQL BQL BQL
Large intestine 0.097 0.030 0.030 0.014 BQL BQL BQL
Large intestine (contents) 0.008 0.035 0.975 0.138 BQL BQL BQL
Oral mucosa 0.028 0.020 0.013 0.006 BQL BQL BQL
Small intestine 0.071 0.025 0.045 0.022 BQL BQL BQL
Small intestine (contents) 0.603 0.224 0.264 0.150 BQL BQL BQL
Stomach (gastric mucosa) 0.080 0.036 0.021 0.005 BQL BQL BQL
Stomach (contents) BQL 0.003 0.011 0.019 BQL BQL BQL
Eye (uveal tract) 0.044 0.021 0.025 0.012 0.009 0.009 0.005
Eye (lens) BQL BQL BQL BQL BQL BQL BQL

especially after 4 hours postdose.

4 hours, 49% at 12 hours, 73% at 24 hours and 96% at 96 hours.

Additional information: There was approximately 10% in vivo *H-exchange in plasma observed at 0.17 hours, and the extent of *H-exchange increased to approximately 36% at
The observed 3H-exchange in the plasma may have an effect on the interpretation of the tissue distribution data,

Footnotes appear on next page
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[PHIMMAE: tritiated monomethyl auristatin E; BQL: below the quantitation limit; LSC: liquid scintillation counting; MMAE: monomethyl auristatin E.

+ Value is above the upper limit of quantitation (ULQ).; lower limit of quantitation (LLQ) for plasma assayed by LSC was 2 x background dpm.; LLQ = 0.003 pg equivalent/g tissue; ULQ = 1.210 g
equivalent/g tissue
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2.6.5.6 EYEFRESR : MBEEQLDOHFES
BRI : PHIMMAE

CTD number 42232 (%)

Study number .-0025

Study system In vitro plasma

Target entity, test system and method Ultracentrifugation of plasma containing 3H at three concentrations

Species Concentration tested (nmol/L) % Bound (SD)

Mouse 1 18.8 (1.4)
10 19.6 (1.2)
100 28.5(0.9)

Rat 1 72.9 (0.6)
10 73.5(0.4)
100 72.0 (0.4)

Cynomolgus monkey 1 17.1 (4.8)
10 17.8 (4.3)
100 18.9 (4.2)

Human 1 67.9 (5.7)
10 77.53.1)
100 82.2 (1.5)

Additional information: Plasma was collected from male animals/volunteers. All plasma samples of the same species were combined. Plasma was stored on an ice bath prior to

use and was used on the same day as collection.

[PHIMMAE: tritiated monomethyl auristatin E
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PWERYE : PHIMMAE

CTD number

42233

Study number

14-0271

Study system

In vitro blood

calculated.

Method [*HIMMAE was spiked into the appropriate matrix along with unlabeled MMARE at final concentrations of 2, 20, 200, 1000 and 5000 nmol/L.  After
incubation at 37°C with gentle rotation for 1 h, each sample was split into two equal aliquots, with one processed for plasma by centrifugation at 11000 x g
for 5 min at 4°C and the other aliquot taken as whole blood. Plasma samples were analyzed by a liquid scintillation counter for radioactivity. Blood
samples were decolorized by treating with H,O» before being analyzed by a liquid scintillation counter for radioactivity. ~The radioactivity was converted
into concentration based on specific activity with adjustment based on the blood hematocrit percentage, then the blood to plasma concentration ratio was
Incubation was conducted in triplicate for each concentration.

Test compound

Nominal concentration

Mean (SD) blood to plasma concentration ratio

Mouse Rat Cynomolgus monkey Human
11.8 (0.291) 2.36 (0.0825) 1.57 (0.0250) 0.976 (0.0620)
9.47 (0.156) 1.86 (0.00808) 1.40 (0.0359) 0.926 (0.0102)
MMAE 2.28 (0.0991) 1.33 (0.0555) 1.14 (0.00169) 0.794 (0.0366)
1.18 (0.0249) 1.02 (0.0540) 1.10 (0.00537) 0.792 (0.0207)
1.07 (0.0341) 0.954 (0.0194) 1.22 (0.176) 0.804 (0.0272)

Additional information: [*H]verapamil and [*H]chloroquine were used as control.

Verapamil is known to have low red blood cell partitioning, and chloroquine is known to have
high red blood cell partitioning [Yu S, Li S, Yang H, Lee F, Wu JT, Qian MG. A novel liquid chromatography/tandem mass spectrometry based depletion method for measuring red
blood cell partitioning of pharmaceutical compounds in drug discovery. Rapid Commun Mass Spectrom 2005;19:250-4].

[*H]MMAE: tritiated monomethyl auristatin E; MMAE: monomethyl auristatin E
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2.6.5.10.1 MMAE D E FFFE 2 O Y —LALIZEITS in vitro (K
PWERYE : PHIMMAE

CTD number 42242 (&)
Study number -4006
Study system Human liver microsomes
Method Human liver microsomes were incubated with [PHJ]MMAE. Samples were analyzed for metabolite profiling and characterization by HPLC with radiometric
detection or LC-MS/MS.
FHIMMAE+ Time Protein Cofactor Radioactive component (pmol/incubation)}
(min) (mg/mL) (NADPH) 7.0 8.6 11.1 12.3 15.7 17.4 18.2 19.2
0 10 1 + NC NC NC NC NC NC NC NC
10 1 - NC NC NC NC NC NC NC NC
0 NC NC NC NC NC NC NC NC
10 0.5 5.21 5.51 12.1 NC NC 3.78 NC NC
1 11.2 8.91 26.5 NC 6.84 5.50 3.56 3.43
0.9 pmol/L 2 12.8 122 29.0 4.53 12.0 8.18 4.90 3.18
(10.5 Ci/mmol) +
0 NC NC NC NC NC NC NC NC
5 ] 547 6.58 18.8 NC 3.67 4.15 NC NC
20 14.4 15.5 31.3 4.79 8.99 9.38 5.07 3.65
40 13.0 17.6 27.6 5.93 12.6 12.1 6.42 5.76
10 1 - NC NC NC NC NC NC NC NC
0 NC NC NC NC NC NC NC NC
10 0.5 NC NC 46.2 NC NC NC NC NC
1 38.7 333 139 NC NC NC NC NC
g(?_ g‘;;oé/ilfmmol) 2 . 87.5 70.8 214 NC 335 36.7 NC NC
0 NC NC NC NC NC NC NC NC
5 ! 24.9 29.4 105 NC NC NC NC NC
20 53.9 59.1 157 NC NC 32.6 NC NC
40 66.2 89.5 186 NC NC 49.8 NC NC
Table continued on next page
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[FHIMMAE} Time Protein Cofactor Radioactive component (pmol/incubation)
(min) (mg/mL) (NADPH) 7.0 8.6 11.1 12.3 15.7 17.4 18.2 19.2
10 1 - NC NC NC NC NC NC NC NC
0 NC NC NC NC NC NC NC NC
10 0.5 NC NC NC NC NC NC NC NC
100 pmol/L 1 NC NC NC NC NC NC NC NC
(0.0861 Ci/mmol) 2 N NC 210 373 NC NC NC NC NC
0 NC NC NC NC NC NC NC NC
5 1 NC NC NC NC NC NC NC NC
20 NC NC NC NC NC NC NC NC
40 NC NC 380 NC NC NC NC NC
1 Determined by liquid scintillation counting
1 Component names are based on retention time (minutes).
+=NADPH present
—=NADPH absent
[PHIMMAE: tritiated monomethyl auristatin E; HPLC: high performance liquid chromatography; LC-MS/MS: liquid chromatography with tandem mass spectrometry; NADPH: reduced form of
nicotinamide adenine dinucleotide phosphate; NC: not calculated (peak was not detected or was below the lowest standard [1 ng/mL].)
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2.6.5.10.2 MMAE O BEH-F 59 5 CYP 0 FEDETE
BRI : PHIMMAE

CTD number 42242 (&)
Study number -4006
Study system Human CYP enzymes
Method Recombinant human CYP enzymes rCYP2B6, 2C8, 2C9, 2C19 and 3A4 were expressed with cytochrome bs. Recombinant CYP enzymes rCYP1A2 and 2D6 were not expressed
with cytochrome bs. Reactions were started by addition of the NADPH-generating system and terminated by addition of stop reagent (2% v/v formic acid in acetonitrile).
Recombinant CYP enzymes were normalized with control microsomes. For Loss of [PHIMMAE, the zero-time incubation with human liver microsomes served as the 100%
value (not shown).
[FHIMMAE} Test system Radioactive component (pmol/incubation) Substrate loss %
7.0 8.6 11.1
Control bactosomes NC NC NC No Loss
Reductase control NC NC 0.105 No Loss
Insect cell control + bs NC NC 0.152 No Loss
CYP1A2 NC NC 0.130 0.6
6 pmol/L CYP2B6 + bs NC NC 0.00190 No Loss
(24.1 Ci/mmol) CYP2CS8 +bs NC NC 0.0669 No Loss
CYP2C9 + bs NC NC 0.361 No Loss
CYP2C19 +bs NC NC 0.278 No Loss
CYP2D6 NC 1.28 0.226 No Loss
CYP3A4 +bs 1.77 1.66 2.26 2.7
Control bactosomes NC NC NC No Loss
Reductase control NC NC 0.192 No Loss
Insect cell control + bs NC NC 0.0877 No Loss
CYP1A2 NC NC 0.109 No Loss
16 pmol/L CYP2B6 + bs NC NC 0.195 No Loss
(10.9 Ci/mmol) CYP2C8 + bs NC NC 0.148 1.8
CYP2C9 + bs NC NC 0.265 No Loss
CYP2C19 +bs NC NC 0.303 No Loss
CYP2D6 NC 1.11 0.169 No Loss
CYP3A4 +bs 1.31 1.18 1.44 2.1

1 Determined by liquid scintillation counting.
1 Component names are based on retention time (minutes). Values are the mean of duplicate determinations.

Footnote continued on next page
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+ bs = Expressed with cytochrome bs.
[*HIMMAE: tritiated monomethyl auristatin E; CYP: cytochrome P450; NADPH: reduced form of nicotinamide adenine dinucleotide phosphate; NC: not calculated (represents a zero or negative value
after blank correction); No Loss: Substrate loss was zero or negative.
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BRI : PHIMMAE

CTD number

422.4-1 (&)

Study number

o

Study system Rat, cynomolgus monkey and human hepatocytes
Method Hepatocytes were incubated with 10 pmol/L [’ H]MMAE for up to 4 h, with appropriate controls. Samples were analyzed for changes in substrate
concentration over the incubation time course and for qualitative metabolite profiling and characterization by LC-MS/MS.
SpeciesT Incubation time Cell concentration Peak area counts of parent Percent loss of substrate PHI]MMAE
(min) (million/mL) compoundi
Rat (Sprague-Dawley) 0 1 1780 NA
60 1 1450 18.3
120 1 1280 27.9
240 1 1200 324
0 1 (boiled) 1530 NA
240 1 (boiled) 1350 11.5
Cynomolgus monkey 0 1 1580 NA
60 1 1310 17.1
120 1 1320 16.8
240 1 1300 18.0
0 1 (boiled) 1500 NA
240 1 (boiled) 1420 5.7
Human 0 1 1520 NA
60 1 1320 13.2
120 1 1330 12.5
240 1 1040 31.5
0 1 (boiled) 1530 NA
240 1 (boiled) 1410 8.2

1 Hepatocytes from three individuals were used to create pooled samples for each species.

1 Peak area counts of the parent compound are the mean of duplicate determinations and are rounded to three significant figures.

[*H]MMAE: tritiated monomethyl auristatin E; LC-MS/MS: liquid chromatography with tandem mass spectrometry; NA: not applicable
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PWERYE : PHIMMAE

CTD number 4224-1 ()
Study number -4007
Study system Rat, cynomolgus monkey and human hepatocytes
Method Hepatocytes were incubated with 10 umol/L [P H]MMAE for up to 4 h, with appropriate controls. Samples were analyzed for changes in substrate concentration
over the incubation time course and for qualitative metabolite profiling and characterization by LC-MS/MS.
Metabolite m/z Change in mass Proposed transformation from MMAE Rat Cynomolgus | Human
(amu) from parent monkey
Cl 734 +16 Hydroxylation + + ND
C2 734 +16 Hydroxylation ND + ND
C3 734 +16 Hydroxylation + + +
C4 704 -14 O-demethylation + + +
(05} 605 -113 Amide hydrolysis + + +
C6 734 +16 Hydroxylation + + +
C7 704 -14 N-demethylation + + +
C8 716 -2 Oxidation of alcohol to form a ketone + + +
C9 734 +16 Hydroxylation + + +
C10 718 +0 N-demethylation + hydroxylation to form a nitroso compound + + +
Cl1 734 +16 Hydroxylation ND + ND
Cl12 716 -2 Oxidation of alcohol to form a carbonyl (following formation of the nitroso compound) ND + +
Parent 718 +0 - + + +
+: peak detected; [PHIMMAE: tritiated monomethyl auristatin E; LC-MS/MS: liquid chromatography with tandem mass spectrometry; MMAE: monomethyl auristatin E; ND: not detected
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Metabolic profile of MMAE in vitro in rat, cynomolgus monkey and human he
the CYP enzymes involved in producing these metabolites are indicated [Study

CYP: cytochrome P450; MMAE: monomethyl auristatin E
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additional metabaolites as combinations of the above biotransformations:
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ytes [Studies-4007 and CPH-SGN35-001]. Reaction phenotyping was performed for C4, C7 and C8 (boxed) and

4006].
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2.6.5.11.2 MMAE Dt ~IZHITHHERBZE (in vivo)
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1. N-demethylation
2. O-demethylation
3. Dehydrogenation
4. Amide hydrolysis
5. Oxidation

Pathways involved in the metabolism of MMAE in humans following dosing with brentuximab vedotin and proposed structures of metabolites are presented [Study CPH-SGN35-001].

MMAE: monomethyl auristatin E
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PERWE - MMAE

CTD number 2.6-1
Study number 3043
Type of study In vitro evaluation of MMAE as an inducer of cytochrome P450 expression in cultured human hepatocytes
Method Three preparations of cultured human hepatocytes from three separate livers were treated once daily for three consecutive days with dimethyl sulfoxide
(DMSO, 0.1% v/v, vehicle control), flumazenil (25 pmol/L, negative control), one of four concentrations of MMAE (1, 10, 100 or 1000 nmol/L) or one of
three known human CYP inducers, namely, omeprazole (50 pumol/L), phenobarbital (750 pmol/L) and rifampin (10 umol/L).  After treatment, the cells were
harvested to isolate microsomes for the analysis of phenacetin O-dealkylation (marker for CYP1A2), bupropion hydroxylation (marker for CYP2B6), and
midazolam 1’-hydroxylation (marker for CYP3A4/5) by LC-MS/MS, as well as immunoreactive protein levels for CYP1A2, CYP2B6 and CYP3A4.
Additional hepatocytes from the same treatment groups were harvested with TRIzol to isolate RNA, which was analyzed by qRT-PCR to assess the effect of
MMAE on CYP1A2, CYP2B6 and CYP3A4 mRNA levels.
CYP1A2
Treatment Concentration Activity fold changet mRNA fold change}
H1165 H1167 H1169 H1165 H1167 H1169
DMSO 0.1% (v/v) 1.00 1.00 1.00 1.00 1.00 1.00
MMAE 1 nmol/L 1.51 1.51 0.882 0.941 1.47 0.964
MMAE 10 nmol/L 1.75 0.984 0.996 1.17 1.57 0.695
MMAE 100 nmol/L 0.435 0.601 0.366 0.197 0.130 0.0940
MMAE 1000 nmol/L 0.229 0.660 0.292 0.0280 0.0280 0.0210
Flumazenil 25 pmol/L 1.46 1.05 0.899 0.898 1.29 1.06
Omeprazole 50 umol/L 26.4 34.9 27.7 23.1 160 70.9
CYP2B6
Treatment Concentration Activity fold changet mRNA fold change}
H1165 H1167 H1169 H1165 H1167 H1169
DMSO 0.1% (v/v) 1.00 1.00 1.00 1.00 1.00 1.00
MMAE 1 nmol/L 1.31 0.915 0.999 0.982 1.39 0.859
MMAE 10 nmol/L 1.13 0.853 0.925 1.09 1.19 0.783
MMAE 100 nmol/L 0.186 0.484 0.256 0.110 0.108 0.0800
MMAE 1000 nmol/L 0.117 0.512 0.225 0.0200 0.0390 0.0320
Flumazenil 25 pmol/L 1.52 0.909 1.03 0.832 1.57 1.16
Phenobarbital 750 pmol/L 19.8 7.38 12.6 6.38 7.45 8.43

Table continued on next page
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CYP3A4
Treatment Concentration Activity fold changet mRNA fold change}
H1165 H1167 H1169 H1165 H1167 H1169
DMSO 0.1% (v/v) 1.00 1.00 1.00 1.00 1.00 1.00
MMAE 1 nmol/L 1.48 1.01 1.07 1.32 1.56 1.34
MMAE 10 nmol/L 1.90 0.827 1.17 1.94 1.66 1.21
MMAE 100 nmol/L 0.804 0.225 0.452 0.697 0.280 0.188
MMAE 1000 nmol/L 0.517 0.213 0.400 0.0780 0.0390 0.0380
Flumazenil 25 umol/L 1.44 0.995 1.08 0.631 1.57 1.24
Rifampin 10 umol/L 6.48 4.84 5.57 6.97 10.0 15.7
Additional information: Under the conditions of this study, where the positive controls caused anticipated and appropriate increases in CYP enzyme expression, treatment of cultured
human hepatocytes with up to 1000 nmol/L MMAE caused little or no increase in CYP1A2, 2B6 and 3A4/5 activity, mRNA levels or western immunoblot protein levels. However,
treatment of MMAE at the higher treatment concentrations (100 and 1000 nmol/L) caused decreases in CYP1A2, 2B6 and 3A4 activity, mRNA levels or western immunoblot protein
levels from all three hepatocyte preparations tested.

1 Fold change = activity of test article treated cells / activity of vehicle control.

1 Fold change values are relative to vehicle control, normalized to GAPDH. All values are the mean of triplicate determinations.

CYP: cytochrome P450; DMSO: dimethyl sulfoxide; GAPDH: glyceraldehyde 3-phosphate dehydrogenase; LC-MS/MS: liquid chromatography with tandem mass spectrometry; MMAE: monomethyl
auristatin E; QRT-PCR: quantitative reverse transcription-polymerase chain reaction
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CTD number 4226-2 (%)

Study number -5021

Type of study In vitro evaluation of MMAE as an inhibitor of human cytochrome P450 enzymes (CYP1A2, 2B6, 2C8, 2C9, 2C19, 2D6 and 3A4/5)

Method Human liver microsomes from a pool of 16 individuals were incubated with marker substrates, at concentrations approximately equal to their apparent Ko, in
the presence or absence of MMAE. The target concentrations of MMAE ranged from 0.1 to 100 pmol/L. In addition, MMAE was evaluated for its ability
to function as a time-dependent inhibitor at the same concentrations mentioned above, in which case MMAE was preincubated with human liver microsomes
and an NADPH-generating system for 30 minutes to allow for the generation of metabolites that might inhibit CYP activity.

Enzyme CYP reaction Direct inhibition Time-dependent inhibition

Zero-minute preincubation 30-minute preincubation Potential for time
ICso Maximum inhibition ICso Maximum inhibition | dependent inhibition
(umol/L) at 100 pmol/L (%) (umol/L) at 100 pmol/L (%)

CYP1A2 Phenacetin O-deethylation >100 17 >100 19 Little or no

CYP2B6 Bupropion hydroxylation >100 2.6 >100 NA Little or no

CYP2CS8 Amodiaquine N-dealkylation >100 NA >100 NA Little or no

CYP2C9 Diclofenac 4’-hydroxylation >100 NA >100 2 Little or no

CYP2C19 S-Mephenytoin 4 -hydroxylation >100 17 >100 18 Little or no

CYP2D6 Dextromethorphan O-demethylation >100 10 >100 10 Little or no

CYP3A4/5 Testosterone 6B-hydroxylation >100 27 0.6 92 Yest

CYP3A4/5 Midazolam 1’-hydroxylation 10 89 0.4 97 Yes

Additional information: MMAE caused direct inhibition of CYP3A4/5 as measured by midazolam 1’-hydryoxylation with an ICsy value of 10 umol/L. There was little or no
direct inhibition of CYP1A2, 2B6, 2C8, 2C9, 2C19, 2D6 or 3A4/5 as measured by testosterone 6 -hydroxylation. The ICsy values for these enzymes were reported as greater than
100 umol/L, the highest concentration of MMAE examined.

MMAE caused time-dependent inhibition of CYP3A4/5 (as measured by testosterone 6p-hydroxylation and midazolam 1’-hydroxylation) as an increase in inhibition was observed
with preincubation. There was no evidence of time-dependent inhibition of CYP1A2, 2B6, 2C8, 2C9, 2C19 or 2D6 by MMAE as no distinct increase in inhibition was observed
upon preincubation. Further characterization of this time-dependent inhibition shows that MMAE is a mechanism-based inhibitor of CYP3A4/5 as measured by testosterone
6B-hydroxylation with a Kinact value of 0.10 min™! and a K;of 1.12 umol/L.

+ Time dependent inhibition of CYP3A4/5 as measured by testosterone 6p3-hydroxylation was found to be partially reversed with microsomal re-isolation and fully reversed with treatment by potassium
ferricyanide prior to re-isolation. MMAE was found to form a metabolite inhibitory complex with CYP3A4/5.

CYP: cytochrome P450; ICso: half maximal inhibitory concentration; Ki: inhibitor concentration causing half-maximal inactivation; Kinact: maximal inactivation rate constant; MMAE: monomethyl
auristatin E; NA: not applicable (no value was obtained as the rates at the highest concentration of MMAE evaluated [100 pmol/L] were higher than the control rates.); NADPH: reduced form of
nicotinamide adenine dinucleotide phosphate
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CTD number 42243 (&)

Study number 420501

Species Rat Rat

Sex (M/F)/Number of animals M/4 F/4

Feeding condition Fed Fed

Vehicle/Formulation Ethyl alcohol in 0.9% (w/v) sodium chloride for injection/Solution | Ethyl alcohol in 0.9% (w/v) sodium chloride for injection/Solution
Method of administration iv iv

Dose (mg/kg) 0.056 0.056

Analyte Total radioactivity Total radioactivity

Assay LSC with *H-labeled compound LSC with *H-labeled compound

Excretion route Urine Feces Total Urine Feces Total
Time (h) mean % id mean % id mean % id mean % id mean % id mean % id
0-12 9.633 1.520 11.153 6.816 20.903 20.752
12-24 2.861 45.760 48.620 1.275 47.792 49.067
24-48 1.659 39.237 40.896 0.782 34.944 35.726
48-72 0.567 7.453 8.313 0.237 3.477 4.016
72-96 0.151 1.749 1.900 0.080 1.055 1.135
96-120 0.074 0.552 0.627 0.045 0.320 0.366
120-144 0.048 0.244 0.292 0.038 0.125 0.163
144-168 0.035 0.116 0.183 0.025 0.080 0.150
168-192 0.019 0.046 0.065 0.017 0.033 0.050
192-216 0.013 0.031 0.044 0.015 0.007 0.022
216-240 0.011 0 0.011 0.015 0 0.015
240-264 0.007 0 0.007 0.004 0 0.004
264-288 0.006 0 0.006 0 0 0
288-312 0.001 0 0.001 0 0 0
312-336 0.002 0 0.002 0.003 0 0.003
336-360 0 0 0 0 0 0
360-384 0 0 0 0 0 0
384-408 0 0 0 0 0 0
408-432 0 0 0 0 0 0
432-456 0 0 0 0 0 0
Table continued on next page
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Excretion route

Urine

Feces

Total

Urine

Feces

Total

Time (h)

mean % id

mean % id

mean % id

mean % id

mean % id

mean % id

456-480

0

0

0

480-504

504-528

528-552

552-576

576-600

600-624

624-648

648-672

[=llej el i) el a] (el )

[=llej e} el o] {w) i)

[=ll=jle)lelele)lw] o)

[=ll=jle) el ele)lw] )

[=ll=jlelleiw)le) o] o))

[=l=jle) el o)) i) )

Total radioactivity includes cage wash, which is not included in either urine or feces.

[*HIMMAE: tritiated monomethyl auristatin E; id: injected dose; LSC: liquid scintillation counting
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PERYE : MMAE

CTD number 4226-3 (%)

Study number -8004

Study system Caco-2 monolayer assay

Method Efflux ratio and apparent permeability of MMAE in the Caco-2 monolayer assay system in the apical to basolateral (P,p, A-B) and

basolateral to apical (Pap, B-A) directions in the presence and absence of specific P-gp (MDR1) inhibitors.

Papp A-B Papp B-A Efflux ratio
Test compounds (10" cm/sec) (10°® cm/sec)
Efflux ratio and apparent permeability of MMAE at varying MMAE concentrations

1 umol/L MMAE 0.5 (0.0) 8.1(1.1) 15 (0.8)
10 pmol/L MMAE 0.2 (0.0) 6.8 (1.6) 34 (1.1)
100 pmol/L MMAE 0.1 (0.0) 6.7 (0.4) 49 (0.3)

Efflux ratio and apparent permeability of MMAE in the presence and absence of specific P-gp inhibitors
10 pmol/L MMAE 0.3 (0.0) 8.4 (2.1) 28 (0.3)
10 umol/L MMAE + 10 pmol/L PSC833 1.7 (0.2) 2.3 (0.6) 1.3 (0.3)
10 umol/L MMAE + 60 pmol/L verapamil 1.9 (0.4) 5.5(0.3) 2.9(0.2)

Efflux ratio and apparent permeability of digoxin in the presence and absence of MMAE and verapamil
10 pmol/L digoxin 1.3(0.1) 19 (1.4) 14 (0.1)
10 umol/L digoxin + 60 umol/L verapamil 4.2 (1.2) 6.3 (0.4) 1.5(0.3)
10 pmol/L digoxin + 50 pmol/L MMAE 1.5(0.1) 17 (1.4) 11(0.1)

Data are mean (SD).

Efflux ratio: Papp B-A/ Papp A-B; MDR1: multidrug resistance 1; MMAE: monomethyl auristatin E; Papp A-B: apparent permeability coefficient from apical to basolateral; Papp B-A: apparent permeability

coefficient from basolateral to apical; P-gp: P-glycoprotein
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WBRY'E : MMAE

CTD number

422.6-4 (%)

Study number

RPT-01709

Study system

Caco-2 monolayer assay

Method

This study evaluated the transport mechanisms of MMAE in both the A-to-B and B-to-A directions using the Caco-2 cell
monolayer system in the absence or presence of the efflux pump inhibitors LY335979 (for P-gp), Ko143 (for BCRP) and
indomethacin (for MRP2). All experiments were performed in triplicate.

Test compounds Papp A-B Papp B-A Efflux ratio
(10° cm/sec)t (10° cm/sec)t
MMAE (10 umol/L) 0.10+0.02 0.91+0.04 8.8
MMAE (10 umol/L) +LY335979% (10 umol/L) 0.13+0.03 0.20+0.01 1.6
MMAE (10 umol/L) + Ko143% (5 umol/L) 0.15+0.05 0.93+0.06 6.0
MMAE (10 pmol/L) + Indomethacin} (100 pmol/L) 0.25+0.10 1.10+0.02 4.3
Propranolol§ (10 pmol/L) 17.60 £2.90 27.02+0.27 1.5
Nadolol§ (10 umol/L) 0.37+0.02 0.90 +0.07 2.4

Additional information: Low permeability,
An efflux ratio (Papp B-A/ Papp A-B) > 2 indicates that the test compound is an efflux pump substrate.

1 x 10"% cm/second; medium permeability, 1 x 10 cm/second to 10 x 10 cm/second; and high permeability, > 10 x 10 cm/second.

T Data expressed as mean = SEM (n=3).

1 LY335979 is an inhibitor of P-gp, Ko143 is an inhibitor of BCRP and indomethacin is an inhibitor of MRP2.

§ Propranolol: transcellular control; nadolol: paracellular control

BCRP: breast cancer resistance protein; Efflux ratio: Papp B-A/ Papp A-B; MMAE: monomethyl auristatin E; MRP2: multidrug resistance-associated protein 2; Papp A-B: apparent permeability coefficient

from apical to basolateral; Payp B—A: apparent permeability coefficient from basolateral to apical; P-gp: glycoprotein; SEM: standard error of the mean
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2.6.5.15.3 MMAE @ BCRP, BSEP, MRP2, OAT1, OAT3, OATP1B1, OATP1B3, OCT1 RU OCT2 IZxtd BH[RE
WERME . MMAE

CTD number 2.6-10
Study number -3234
Study system Vesicular transport assays were performed with inside-out membrane vesicles prepared from cells overexpressing human ABC transporters BCRP, BSEP and

MRP2. Uptake experiments were performed using CHO or HEK293 cells stably expressing the respective human uptake transporters OATP1BI1,

OATPI1B3, OAT1, OAT3, OCT1 and OCT2.
Method Vesicular transport inhibition assay: MMAE was incubated with membrane vesicle preparations and the probe substrate. Incubations were carried out in

the presence of 4 mmol/L ATP or AMP to distinguish between transporter-mediated uptake and passive diffusion into the vesicles. Reaction mixtures were
preincubated for 10 min at 37°C for BSEP and MRP2, and 32°C for BCRP. Reactions were quenched by ice-cold washing buffer and immediate filtration.
The filters were washed, dried, and the amount of substrate inside the filtered vesicles was determined by liquid scintillation counting.

Uptake transporter inhibition assay: Cells were plated onto standard 96-well tissue culture plates.
of HK buffer (pH 7.4) containing the probe substrate, MMAE, reference inhibitor and/or vehicle control solvent.
and lysed with 50 uL of 0.1 mol/L NaOH. Radiolabeled probe substrate transport was determined by measuring an aliquot (35 pL) from each well for liquid

scintillation counting.

Uptake experiments were carried out at 37°C in 50 pL
After the experiment, cells were washed

Vesicular transport inhibition assay

BCRP-mediated transport of estrone-3-sulfate

Compound Nominal concentration ATP dependent transport Relative ATP dependent transport Relative inhibition
(nmol/L) (pmol/mg/min) (% of control) (%)
5.00 326.33 (9.22) 103.91 (3.25) -4
1.00 332.76 (5.17) 105.96 (2.17) -6
MMAE 0.20 319.67 (18.54) 101.79 (6.06) -2
0.04 316.81 (10.17) 100.88 (3.51) -1
0.008 319.31 (34.16) 101.68 (10.96) 2
DMSO 1 (%, v/v) 314.05 (4.21) 100.00 (1.90) 0
BSEP-mediated transport of taurocholate
Compound Nominal concentration ATP dependent transport Relative ATP dependent transport Relative inhibition
(pmol/L) (pmol/mg/min) (% of control) (%)
5.00 10.61 (0.33) 97.83 (3.26) 2
1.00 10.93 (0.56) 100.77 (5.30) -1
MMAE 0.20 10.25 (0.45) 94.51 (4.32) 5
0.04 10.16 (0.71) 93.72 (6.64) 6
0.008 11.28 (1.24) 104.08 (11.55) -4
DMSO 1 (%, v/v) 10.84 (0.14) 100.00 (1.78) 0

Table continued on next page
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Vesicular transport inhibition assay (continued)

MRP2-mediated transport of estradiol-17-f-glucuronide

Compound Nominal concentration ATP dependent transport Relative ATP dependent transport Relative inhibition
(nmol/L) (pmol/mg/min) (% of control) (%)
5.00 486.30 (19.90) 101.71 (5.38) -2
1.00 491.92 (33.33) 102.89 (7.78) -3
MMAE 0.20 478.98 (14.44) 100.18 (4.52) 0
0.04 464.73 (32.90) 97.20 (7.61) 3
0.008 486.51 (23.15) 101.76 (5.92) -2
DMSO 1 (%, v/v) 478.11 (16.02) 100.00 (4.74) 0
Uptake transporter inhibition assay
OATI-mediated transport of tenofovir
Compound Nominal concentration Transporter specific accumulation Relative transporter specific Relative inhibition
(umol/L) (cpm) accumulation (% of control) (%)
5.00 940.33 (66.15) 95.14 (7.78) 5
1.00 983.67 (30.60) 99.53 (5.18) 0
MMAE 0.20 954.33 (25.97) 96.56 (4.81) 3
0.04 1039.33 (15.34) 105.16 (4.66) -5
0.008 1015.67 (51.89) 102.77 (6.78) -3
DMSO 1 (%, v/v) 988.33 (41.25) 100.00 (5.90) 0
OAT3-mediated transport of estrone-3-sulfate
Compound Nominal concentration Transporter specific accumulation Relative transporter specific Relative inhibition
(pmol/L) (cpm) accumulation (% of control) (%)
5.00 3046.00 (84.89) 87.42 (9.19) 13
1.00 3251.33 (198.37) 93.31 (11.04) 7
MMAE 0.20 3355.67 (182.08) 96.31 (11.07) 4
0.04 3343.33 (174.93) 95.95 (10.94) 4
0.008 3421.67 (399.37) 98.20 (15.18) 2
DMSO 1 (%, v/v) 3484.33 (353.07) 100.00 (14.33) 0

Table continued on next page
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Uptake transporter inhibition assay (continued)
OATPI1B1-mediated transport of estradiol-17-p-glucuronide
Compound Nominal concentration Transporter specific accumulation Relative transporter specific Relative inhibition
(nmol/L) (cpm) accumulation (% of control) (%)
5.00 2826.67 (16.08) 88.45 (1.16) 12
1.00 3264.33 (71.64) 102.15 (2.55) -2
MMAE 0.20 3276.00 (42.39) 102.51 (1.80) -3
0.04 3373.33 (82.59) 105.56 (2.87) -6
0.008 3413.33 (54.81) 106.81 (2.13) -7
DMSO 1 (%, v/v) 3195.67 (37.73) 100.00 (1.67) 0
OATPI1B3-mediated transport of cholecystokinin octapeptide
Compound Nominal concentration Transporter specific accumulation Relative transporter specific Relative inhibition
(nmol/L) (cpm) accumulation (% of control) (%)
5.00 520.33 (33.61) 90.49 (6.62) 10
1.00 599.33 (61.05) 104.23 (11.21) -4
MMAE 0.20 572.33 (10.55) 99.54 (3.89) 0
0.04 610.67 (16.86) 106.20 (4.69) -6
0.008 666.67 (25.27) 115.94 (5.94) -16
DMSO 1 (%, v/v) 575.00 (19.80) 100.00 (4.87) 0
OCTI-mediated transport of metformin
Compound Nominal concentration Transporter specific accumulation Relative transporter specific Relative inhibition
(pmol/L) (cpm) accumulation (% of control) (%)
5.00 109.00 (14.62) 71.24 (9.80) 29
1.00 139.33 (7.30) 91.07 (5.53) 9
MMAE 0.20 150.67 (12.36) 98.47 (8.62) 2
0.04 161.33 (14.74) 105.45 (10.16) -5
0.008 164.33 (7.70) 107.41 (6.02) -7
DMSO 1 (%, v/v) 153.00 (4.69) 100.00 (4.34) 0
OCT2-mediated transport of metformin
Compound Nominal concentration Transporter specific accumulation Relative transporter specific Relative inhibition
(nmol/L) (cpm) accumulation (% of control) (%)
5.00 231.33 (12.06) 76.52 (5.10) 23
1.00 269.67 (9.13) 89.20 (4.78) 11
MMAE 0.20 309.67 (17.94) 102.43 (7.30) -2
0.04 280.00 (3.56) 92.61 (4.02) 7
0.008 318.33 (13.03) 105.29 (6.14) -5
DMSO 1 (%, v/v) 302.33 (12.54) 100.00 (5.87) 0
Footnotes appear on next page
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Data expressed as mean (SD), n=3.

ABC: ATP-binding cassette; AMP: adenosine monophosphate; ATP: adenosine triphosphate; BCRP: breast cancer resistance protein; BSEP: bile salt export pump; CHO: Chinese hamster ovary; DMSO:
dimethyl sulfoxide; HEK: human embryonic kidney; HK: Henseleit-Krebs; MMAE: monomethyl auristatin E; MRP2: multidrug resistance-associated protein 2; NaOH: sodium hydroxide; OAT: organic
anion transporter; OATP: organic anion transporting polypeptide; OCT: organic cation transporter
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BRI : PHIMMAE

CTD number

422.6-5 (%)

422.6-6 (%)

422.6-7 (&)

422.6-8 (%)

42269 ()

Study number

PDM-0008

PDM-0009

PDM-0010

PDM-0011

PDM-0012

Study system

CHO control cells and CHO cells over-expressing each transporter (OATP1B1, OATP1B3, OCT2, OAT1)
HEK293 control cells and HEK293 cells over-expressing OAT3

Method

Transporter over-expressing and respective control cells were incubated with [PHIMMAE (10 and 100 nmol/L for OATP1B1 and OATP1B3;
100 nmol/L for OCT2, OAT1 and OAT3) or each positive control ([*H]estrone-3-sulfate at 1 umol/L for OATP1B1; Fluo-3 at 100 nmol/L for
OATPI1B3; ["*C]metformin at 1 pmol/L for OCT2; [*H]methotrexate at 1 umol/L for OAT1; [*H]estrone-3-sulfate at 1 pmol/L for OAT3) for
10 min in the absence and presence of seven or eight increasing concentrations of each inhibitor (cyclosporine A for OATP1B1 and OATP1B3;

cimetidine for OCT?2; probenecid for OAT1 and OAT3).

The cells were washed, lysed and added to scintillation fluid for liquid scintillation

counting of the radioactivity. For Fluo-3 uptake experiments, 50 mmol/L CaCl; in 5% sodium dodecyl sulfate was added to rinsed wells and

the plate was incubated at 37°C for 15 min.

495 nm and emission 530 nm.

The plate was then analyzed on the fluorescent reader with following wavelengths: excitation

Transporter

OATP1B1

OATP1B3

OCT2

OAT1

OAT3

Test article

[*HIMMAE

[*HIMMAE

[*HIMMAE

[*HIMMAE

[*HIMMAE

Substrate?

No

No

No

No

No

Additional Information: In each study, the accumulation of [PH]MMAE was similar in control cells and CHO or HEK293 cells over-expressing each transporter after 10 min
incubations. The accumulation of MMAE in either cell line was independent of each inhibitor concentration.

movement across cell membranes, suggesting a primarily diffusion mediated process.
control cells, and was inhibited by each inhibitor (ICso values of 0.54, 0.29, 6.33, 83.28 and 3.77 pmol/L for OATP1B1, OATP1B3, OCT2, OAT1 and OATS3, respectively).

Active uptake was not a significant contributor to MMAE
In contrast, uptake of each positive control was greater in transporter expressing cells than

[*H]MMAE: tritiated monomethyl auristatin E; CHO: Chinese hamster ovary; HEK: human embryonic kidney; ICso: half maximal inhibitory concentration; MMAE: monomethyl auristatin E; OAT:
organic anion transporter; OATP: organic anion transporting polypeptide; OCT: organic cation transporter
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