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Table 1. Optimization of Linker Length, Composition, and
VHL Moiety”

CFs
NC : N $ )
\%NJKN“(A/ Llnkar—/< - OH
}\(\ = HN /\f
o | R' -N
s I
o N
o

J. Med. Chem. 2019, 62, 941-964

Bl 1. ¥=w b R4 6 Wahdd -k jz (PROTAC) VHL thie = frd it 4ade & 14 ek & -

29

b3

Compound Linker R' R % AR protein
degradation in LNCaP
cells (uM)
0.01 0.1 1 10
DMSO - 0 0 0 0
4 - - 30 19
8 jl" — F H 26 35 28
tow
9 jN PN F H - 15 23 33
10 )‘i",\,\,, F H - 16 20 25
¥
11 )”LNW F H - 11 25 29
12 ) PPy F H - 54 8 64
13 /“)\./\M/\ F H 8 29 65
14 1«\/\/\/\» F H 15 66 87
15 )DL,(\/\/\N\ F H 10 48 88
16 S EoH 11 48 86
17 j,. F H 30 69 75
18 J’L: A g F H 32 35 40
19 =J~7" H H 30 6 9%
20 %G"‘C”‘\_\ H H - 50 80 80
21 —-0 “ H Me 37 61 92 -
22 ,éc}_..’\‘;. H Me 28 48 89
N,
23 = { H Me 34 51 78
24 - { H Me 3 31 28
25 .H—FO-\CN-‘ H Me - 0 12 0

“All of the data were average of three independent experiments with a
treatment time of 6 h.




LNCaP cells APT-001-01: 6h
s ks [ [ PT ]

-001-01

LNCaP LNCaP
APT-001-01(uM) - 001 01 1 10 - 001 01 1 10
AR| W& -
AR| .= -— -
AR| W w  ow -_es .
GAPDH | it essens e e s e S—

Bl 2. & > 582 447 AR "% f2# (APT-001-01) 2 "4 f% LNCaP ‘m?#s ¥ AR ehd-v > H ¥
GAPDH % % %P o (A)* 0.01,0.1,1,10 xM APT-001-01 m® 2 6 -] P& o

N2a AR97Q EtOH N2aAR97Q DHT DMSO Oh N2aAR97Q DHT APT10 pm 12h

N2aAR97Q DHT APT10 pm 24h N2aAR97Q DHT APT10 pm 48h N2aAR97Q DHT APT10 pm 72h

B 3. 77 N2aw?e ¥ APT-001-01 3 ¥ AR97Q "% f2 84 - * AR /& i & (DHT) ad® 'm0

e ARie 10 M e APT001-01 ad® 12, 24, 48, 72 /] P -
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~ APT-001-01: 48h

APT-001-01

N2a/AR24Q N2a/AR24Q
DHT (10nM) - + + + + + -+ + 4+ + +
APT-001-01 (uM) - - 0.0101 1 10 - - 00101 1 10
AR24Q el . T -
AR24Q ——— — - W ——— —
AR24Q |« - S ey - ———— —
GAPDH | " ey e s - — e e —

B 4. & 17 N2a fmre ¢ APT-001-01 3 % AR24Q "% 2454 > 2 ¢ GAPDH i¥ 5 /& o
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Neuro2a cells
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DHT (1OnM) - + + + + +
APT-001-01(uM) - - 00101 1 10
AR97Q LR 8§ B—o
AR9S7Q S mmeyom
GAPDH e ——ce

B 5. # 3 N2aiwre? APT-001-01 3% # AR97Q "% 2484 » H @ GAPDH ¥ 5 4/ -

* AR 7 1+ A (DHT) @ e » 2% 1504 0.01,0.1,1,10 M &9 APTO01-01 = 6 /| & -
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~APT-001-01: 48h
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GAPDH | e e en @i s s D e — S— " —
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HEK293T Cells APT-001-01: 72h
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Aggregated-AR inhibitor (AAI-01)

Molecular Structure :

B 10. Aggregated-AR inhibitor (AAI-01):nA + S5t -

Possible Modification of AAI-0O1
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Fig.2.

Tautomerism of cryptotanshinone under acidic (A) and strong alkaloid (B) conditions.

e

The route of synthesis of cryptotanshinone.

Anticancer Agents Med Chem. 2013 September ; 13(7): 979-987.
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AAI-01 Derivatives as Molecular Glues
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AAI-01 Derivatives as PROTAC Binder
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Empower DCB UPLC Report

Reported by User.  kphuang (kphuang) Project Name: UPLC_2020
SAMPLE INFORMATION

Sample Name:  H-2020091001-F2 Acquired By: kohuang
Sample Type: Unknown Date Acquired: 2020/9/23 PM 12:04:13 CST
Vial: 1:A,2 Acqg. Method Set: C18 purity test 1 10cm_02mL
Injection #: 1 Date Processed: 2020/9/23 PM 04:30:15 CST
Injection Volume: 2.00 ul Processing Method Default
Run Time: 17.0 Minutes Channel Name: PDA Ch2 254nm@4.8nm
Sample Set Name 10909_01_Purity Proc. Chnl. Descr.: PDA Ch2 254nm@4.8nm
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RT Area | % Area| Height RT Area | % Area| Height
113.23 6888 (0.14 1440 10(7.50 45601 0.09 1645
2 |3.41 6760]0.13 1637 11]7.75 1834010.36 4274
3 1467 4686 | 0.09 1986 12(8.14 165044 | 3.25 65991
4 1475 78650.15 3481 13(8.90 717810.14 1430
5 |5.05 10371]0.20 3534 14 (9.26 14643 0.29 3897
6 |6.77 |2256819 |44.47 941405 15(10.42 11225(0.22 2008
7 |6.88 |2485624(48.98 | 101119C
8 |6.96 47091]0.93 18281
9 (7.12 27571]0.54 5798
Report Method: DCB UPLC Report Printed N4 04:40:( 2020/9/23 Page: 10of1

Bl 15. Aggregated-AR inhibitor (AAI-01)#72 4 PQO01 e 3 o
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Empower DCB UPLC Report

Reported by User:  kphuang (kphuang) Project Name: UPLC_2020
SAMPLE INFORMATION
Sample Name:  H-2020091502-F Acquired By: kphuang
Sample Type: Unknown Date Acquired: 2020/9/18 PM 01:45:17 CST
Vial: 2:A4 Acq. Method Set: C18 purity test 1 10cm_02mL
Injection #: 1 Date Processed: 2020/9/18 PM 02:39:05 CST
Injection Volume: 2.00 ul Processing Method Default
Run Time: 17.0 Minutes Channel Name: PDA Ch2 254nm@4.8nm
Sample Set Name 10909_01_Purity Proc. Chnl. Descr.: PDA Ch2 254nm@4.8nm
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115.95 51580 |2.07 17666 10(10.70 10784 | 0.43 3902
2 |6.81 11191(0.45 2506 11[11.83 7784 (0.31 2889
3 16.97 38953 1.56 15464
4 (7.08 29622 11.19 11901
5 |7.61 |1089070|43.62 |456952
6 |7.70 | 1232048 |49.35 |[495901
7 (7.94 1947 (0.08 661
8 |8.92 21109 0.85 6349
9 110.38 2673|0.11 788
Report Method: DCB UPLC Report Printed 4 02:40:" 2020/9/18 Page: 1of 1

Bl 16. Aggregated-AR inhibitor (AAI-01)#72 4 PQO02 e 3 o
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