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R

NHS, EDCI (
' = TFA/DCM (1/1
R=5u 16A JTEESH U

DIPEA (4eq)/DMF, rt, 3h 0C, 6h

7 B 9 oj’NH o3
i Prep HPLC
AcOH z 24, prep HPLC g\)LH ""/\/\uJL(‘/\O%z

T

|
Boc

CO,H
79 O N
Me O Ms OMeO CH;O0 O
H

HOY "0
OH Oy N

0(/\/°\/\°’\/°\ MDPr-PEG ,-GlucC-MMAE
e T

O _ Oy NH
7 o j’ o
q\)LN ":,/\/\N)J\/\o/\/o\/\o/\/o\)
6 ; H H
HaN

W 2: Hdsld cElaEE FE HA FFEL AX: SFF2YES 9992 G4 EEEE MDPr-PEG~GlucC-
MAES] 4~ A,

H MH,MMTr + L _— Oj/NH
2
Fmoc__N -,JIMN,MMTr
H H
1A
§-g4 2.
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[1321] HES-21 3.
8] OH
Lo AT S
3a + RN M
Me 0O he Okde O Ohde 0
MMAE
[1322]

e

[1323] 4R
[1324] HES-21 4.
i J‘ i 'pr%
,@/\ r.'hr Me Cmeo am
a NH g ELVA fu_.'i'\_,-»,_-,a._:—":]
Fluoc,_njl T b rk:v;:ﬂlw_h:w:m:
58
Aol e ﬁ\i\'/:\l(qu\nj OH
- ,g He o Me OMEC L) 1)\@
380 O HH
e Mgl o E
/ FmDC.\_Nj, M"M_ﬁv -\_.f\ D
Me HITHF H e j
A I\:,..- vﬂ_ﬂf s
[1325] e
CH
/@/\ \,Q\N%
_'H o H
g y
F'-1'3"3~Hj:-f/‘v“\”jl~/x gy oS
Sl ey :]
l"\_r e —_—
[1326] e 0 —
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[1331]

[1332]
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LI Hiae]y

&IWHNT MNJ\/\ B j

E'“/“L’\vjﬂwﬁT

e ey e A
COH a o aH
2 H H
Mo -"l"\'l;(”‘- "j\?%w"(lrlﬁw"
5 [ I ameo [ B
HO " e
SH -'.- H

9A

A 10 S3E 149 A= (%34 1)

ZEYdIMESAZIR Y (FM0C) ¥ ExdEAEZYE (MIr) 2% -4l (15 g), N-slo]=EFAGloln =
(3.23 g, 1.2eq)(Sigma-Aldrich, Cat#130672) 2 1-sfo]=ZAlMlzEg|o}Z 432 (H0Bt) (~0.19g, 0.05eq)
)(Sigma-Aldrich, Cat#711489)%& DCM (75 mL)ol] -2 (rt)olA F7lssich. Wkg E3ES o|F 48 w2 U
oA ~5 02 WZA7|Z o]F N N-t]o]zxzme|eolul (DIPEA) (0.30 ml, 0.075 eq.) )(Sigma-Aldrich,
Cat#387649) 2 N-(3-tiWdolr| = 23)-N'-o|dslHtjoln =  sol=gFggo]l= (583 g, 1.3 eq.)
)(Sigma-Aldrich, Cat#03450)& #-7}slal o]F ANZA] Ao Hbg SFES Ao|A] wha] wiksict, wkg
EFES o|F EZ AFHE (45l x 2), FF &F AHHCE oA A=A 7|I FAFA FEUAZL. O
AF (45 mL), B-<#d (2.29 g, 1.1 eq.) (Sigma-Aldrich, Cat#146064), N ,N-T]jo]AXZ e o}lql (DIPEA)
(4.5 mL, 1.1 eq.) )(Sigma-Aldrich, Cat#387649) % o] (22.5 mL)E o|F AANZA] AR ZAld] F7}
shoith. rtol Al WRAl wEF 3 DOM (225 mL)E R7Fska o] HCI/E (0.4%, 225 mL) 2 o3 & (225 mL)&
AFATt. f7] 84S F5 &F AUCE FolA dxA7IIL FFste] vAgA sEE 1A ATEglth. &
Al LC-MS: tg = 1.93 min, m/z (ES+) A= 712.5.

A 2: BFE 349 AR (34 2)

3}etE 249 S ETele FEFERYE-A TR=ZY AL o E E9], Anticancer Drug Design (1998),
13(8), 955-68°] 7RA1E o] har, o] WL o7 FurA B3 E3H

u| A A 3EE 1A (1.05 eq.)E DCM (75 mL) Wlol]l £3IA]7)3 7)o o]& 2-o BA]-1-9| EA| 7} R d-1,2-T] 5} 0]
2 A=A (BEDQ) )(Sigma-Aldrich, Cat#149837) (2.84 g, 1.30eq)Z rtolA ¥7}skodtt. 10 min nRF &, 3}
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[1334]

[1335]

[1336]

[1337]

[1338]
[1339]

[1340]

[1341]

[1342]

[1343]

[1344]
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A& 24 (10.15 g, 1.0eq) & WHg EFEo| Fr18taL o] & rtollA ¥A] wyksigic). vbg g5 &, o8 EFE
S gy Hd 150 go AEgt A Aoz ZYIIGh. EtOAc/Ae=1/15 AMgste] & FA E¢ES &838x
T EtOAcE AH&3sl 249 AAES FHT. 55 9 Jete= g wd & i a3 & F533T.
g Ao 93] nAE FHA AT 1 4 S A=A Axste] 21.68 g SFE 345 AATE (84.6%
Aoz RE AA F&). B4 LC-MS: tg = 1.95 min, m/z (ES+) A& X] 1149.3.

AAd 3. FFE 449 A= (54 3).

(4.86 g) 2-MeTHF (194 mL) Wl 3}gHE 3A9] 1,1'-7}Rd-t)-(1,2,4-E&o}=) (CDT) (Sigma-Aldrich, Cat#
21861) 2.084 g (3 eq.) & HF718dok. w+-g %i%% Ao A 5 hrs B¢ wHhE R LC-NSE WEauE Yy
Bt ubS EFES olF B2 AFStal (49 nl x3) (B EEE Y oFzre) NaClel €2), (59]: &
|Ne HHA] b)) T AF AHOlE A dxAZY &uiTUE uAE AUt (5.833 g). 1 A B
MMAE 3.646 g (1.3 eq.)E 2-MeTHF (29 mL) Wlell &A% TE. 4 mL 2-MeTHF W] 1-3lo]EFAIMIZEZ|o}E 43
& (HOBt) (0.15 g, 0.2 eq.) (Sigma-Aldrich, Cat#711489)E ZWAA BuZ ¢ 1/2 vhE ZAAAZAY. 5%
HOBt 8918 o] F W EgHEol ¥rlelRa, ol 55 ColA 60 AlZk ek wukaksc), %% 2% Al#alo]
(29 mLx4) ¥} MMAE 2 HOBtES AATACE. 2-MeTHF & W rt 1 ? OJALEAF F4E
(Aldrich #1E#514373 )2} 7 wnbato] MMAES ®3F AAE 4= vk, MAEE TEA-2¢d oAlEA 48
I 9hgkar, o] o] % oIpA| AT,

e

Mg BYES T4 2F AdE AN AEA7)I §91E Et0Acsh mBeT AT §0E Biotage 2% A
o4 =ZQalst. BtoAc U] 5% MOHE A1-83le] AR ES Selale] 4.914 g (626 +-8)°) FHE MAS AT

ok 4 LC-MS: tr = 2.22 min, m/z (ES+) A 1894.1.
AAe 4: BFE 549 Az (V§A 4).

MHBo:

% “‘Eﬂ olul= (A7])E PCT &71 WHE W020150576999] 714 HEe} Zro] A Z3}aL, o] HIHLE o) 7] A

il

33 44 (4.40 g)Z DCM 44 mL o &3|A7)2; 18la ETFZ2OIAEAF (TCA)(8.8 g) (Sigma-Aldrich,
Cat# T6399)Z 440 mL DCM ol &3|A17ATh. TCA | 2 el A ~5 Cz WA o A 8kt
B o4A £AS 5 B Yo ¥71ent. Fotel o) e EFES FA] cdxMor WM, 48 wRrE AA

13 exE AR 15 02 Z/AAT. wke

ol
R

2 1h ol $sha, olF g w2 ulelA ~10 T2 tha) Y7
% Sobste] whe BHES FUAZIL, ol AL Fusidnh f

132 100 mL & W 6.0 g2 KHCOs= 5 min U
o

7] e dEleta “Oﬂ’ki A F AF AdolE HdA dxzAZT. dAg U2 ulE SEAIA 9
A aAE AT E oAt ofa] WA uAE Fete] wAgA sh3HE 5AE AT A LCMS: ty =
1.94 min, m/z (ES+) 2 ¥ 1621.0.

AAq 5: 33E 6A9] A= (W34 4).

| AA FgE 5AE o]F DCM (17.6 mL) wWol Ea|A|7]ar o] PEG,-0Su (1.756 g, 1.1 eq.) (Quanta

BioDesign, cat# 10262) & o]& N N-tjo|AXZdoEolyl (DIPEA) (0.24 mL, 0.60 eq.) (Sigma-Aldrich,
Cat#387649)5 H-7lelich. Wks T35S 2204 4h st wwkslar, o]F A7l A (88 g) Aoz ZYstal
1) 5% MeOH/EtOAc® & 38te] kel PEG-0Su, MMIr ¥& FAME 2 N-sfo]|=ZA|SAo|n| =8 A AstaL, o]F
2) 5% MeOH/DCMZ galdle] 3}3E 6AS AATF (3.335 g, 66% F+&). ¥4 UPLC-MS: tg = 1.53 min, m/z

(ESt) A% 2191.3.
AN 6: ZFE 849 AF (WA 4).

3R GA (2.73 ¢)B T W ZElaTo| 2718t o]F 9 nl THE 2 9ml MeOHS H-715190t)h, nAS €347
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[1346]

[1347]

[1348]

[1349]

[1350]

[1351]

[1352]

[1353]
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A dojRl Eeie A i el W¥AAZY. ddrtadle ofolettel= & (Et,0 W 3 M)( 2.08 mL, 5

eq.)(Sigma-Aldrich, cat#254363)E U3 252 5 C olg= FAWA heR Brlsledt. o]F, we &
25 Ao HRA| wwEle] ZAo A FHAE (MeO)Mgloll o3t ofAHlolE BE 7|9 AEA AAZ 93k 9
2~EH2 DES 9SS Feta, T EE 7AS da, o] o]F 19 AHal Fe glo] vhS3 o] LiOH

<
| €& uj2x oA WA & (9 nl) W 2lF Ste]=FAo]= (358 mg, 12 eq.)(Sigma-
Aldrich, cat#545856) 5 38| Frlelsivt. &EF M3 A27A FI7RAZTE. 3 AIZE $ FNOC B35 7]9] A
A7b duEACE. THE %%L%% o]F Aglo]EEZ g ojyste] FMOC ¥ FAES AASAY. 24 A
} | E ko]l 40H7i 2738tk w41 HPLCol o8l 37he 4A slghE 8A (~1.8 g,
1 58tk 24 LC-MS: tg = 1.53 min, m/z (ES+) AFZA

AAe 70 BFFE A4S Ax (W34 4).

4 mL w}o]dS Boc-H3E LEolv]= (46.6 mg, 0.16 mmol), COMU (46.8 mg, 0.11 mmol)(Sigma-Aldrich,
cat#712191) 2 DMF (0.5 mL)2 F=H3F3t}. 1?}%2 0 C2 YA 72 2,6-FE4Y (38.2 uL, 0.33 mmol)
)(Sigma-Aldrich, cat#336106)5 HH3] F71stal WS 30 min &<QF uHEsIGiTE. Hzo] ulo|doA], 33&E
7A (100.0 mg, 0.06 mmol)E DMF (1.0 mL) wHoll &3fA] ] 0 C2 YZA T, Boc-H3E THojnze] fogs
& 7A9] SN F-7Fetal 30 min ESF Wk

DMSO (0.5 mL)E Hb&ol F7}slar, o] &2&E& 0 Coﬂj‘i FASHA 2 (2.0 mL) W 0.1% TFAZ HH3] wk-gol
F7Fetadth. mgAl E2E B3 HPLCO| o3l gAlsta 8E& TAXS e 33E 8A (28.0 mg, 24% &)
S Ik, B4 UPLC-MS: ty = 1.32 min, m/z (ES+) A3 F

AAle] 8: 33HE 1049 AZE (¥h34 4).

4 mL vlo]ldS 3HEE 9A (28 mg, 0.013 mmol) % DCM (1.5 mL) W 20% E

EZEF 2 ZoHEA (TFA)(Sigma-
Aldrich, cat#T6508)¢] §olo = 231t W-eS 30 min £9F wulshi, o]F 4
= 9A

71 e gl AAs
A5 3h Ft WAstaL o] F A

S AT} (24 mg, 90% T&).

Sttt AF=E DMSO (1.0 mL) 2 & W0.1% TFA (3 mL) ol FH 3T}, AL7] )
dES HPLCO 93l AA ST, AAAE £8& FHsta sAxs)o] 813
EA1 UPLC-MS: tg = 1.17 min, m/z (ES+) A& X 1996.42.

A 9: BFE 649 BRI E % I =49 v

1] UhEhdl vhstk gel, S@lsEhE oE YA F(Ale) Awd SREE A8 £4 97 (P8 DE A

CopAHlelEME FFEUE B3 elAs) o) BasHE DelolE 2 e ol nE A% AANE F4

WHE 15200 we.b ool BEES Fhe: wnsH A4ES AR, ot delolmmTAd) Tx
H

Fol gl 5 @x)el ela) oAE

(<3

1o 0r
>

—~
[

4l Wl BA B-AIA T ABEA BAEa, ol Ao AA
= e Bl THFJ 1:1 (v/v) % % v s3hE 7A

LiOHE AAHT @
§—7A &2, < 4% WA
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[1354]
H o} f H OH
b, ’T‘
Me OMe O CH300
6A LiOH (aq.) g 1
& 0 NH 1) MeOMgl
/U\ j/ o] MeOHTHF  ¢¥ 2
. o x "”1/\/\NJ\/\O/\/O\/\O/\/O] 2) LiOH (aq.)
H HO/\/O\/\O/\/O\/\O
O K/O\/\o/\/o\
7A
+
(0] NH
j/ o
HgN "/,,/\/\NJJ\/\O/\/O\/\O/\/Oj
H o OO~y
k/o\/\o/\/o\
O OH
o
SEOAS be: 186
Me O Me OMe O CH300
HO Y (0]
OH Oy __NH
bistol=2-7TA
(0] NH
T8
H2N ":,//\/\N/U\/\O/\/O\/\O/\/o]
e - N Y - N
(0} (O
[1355] O
721
[1356] gns FHol v = AH&skE 3HekE 6A (300 pL &v W 5 mg, 2 AIRF St AZolA wyk )
271 Rl A/ EE
LiOH THE /MeOH/==1/1/1 3.5/1
CsOH THE /MeOH/&=1/1/1 3.5/1
L1,C0s THF /MeOH/==1/1/1 3.2/1
K,CO; THF/MeOH/==1/1/1 2.7/1
Cs2C0s3 THF /MeOH/==1/1/1 2.6/1
LiOH THE/E=1/1 4.9/1
KOH THE/==1/1 1.8/1
CsOH THE/E=1/1 4.3/1
KHCOs THF/&=1/1 No ¥H&-
CSHCO:; THF/%:I/I No ]?_%

M
N
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[1357] G- vl o 2R Aok e Al vhavlg detol=E ARSShs S 6AS] B
k2.5 A3h).

(

ol

W A

foi

471 el AE/EEE (A LiOHZE A %)
LiOMe THF /MeOH=1/1 3.2/1
NaOMe THF /MeOH=1/1 1.6/1
Mg(OMe)2 THF /MeOH=1/1 2.9/1
MeMgI THF/MeQH=1/1 21/1
MeMgC1 THF /MeOH=1/1 21/1
MeMg] THF/EtOH=1/1 7.9/1 (et} o2y E WIS )

[1358]
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