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Figure 17
Competitive LBD Binding Assay
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Three cysteines that interact with the
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i NTD 338 DBD LBD 920

Experiment 05-28-2019 -~ Compound 1

Peptide MW Comp. MWL C
Add
{KILLENPLOYGSAWAAALAQCR.[YY 2006.9 -
{K] LENPLDYGSAWAAAARAQDCR.IY] 2345.02 1 338 406
{K].GLEGESLGCSGSAAAGSSGTLELPSTLS | 2942.43 -
LYK.[SY
fK].GLEGESLGCSGSAAAGSSGTLELPSTLS | 328051 i 338 327
LYK.{S}

{R].GDCMYAPLLGVPPAVRPTRCAPLAECK | 3123.36 -
16} ]

{R].GDCMYAPLLGVPPAVRPTPCAPLAECK 278536 i 338 267
I6)

C240 was detected by M.S., but weas not modified.

Figure 32

Experiment 06-05-201% - Compound 1

Peptide VI, Comp. MWL 9
Add
[K1.LENPLDYGSAWAAAAAQCR.IY] 20069 o -
[KLLENPLDYGSAWAAAARAGER.{Y} 2345.02 1 338 406
{K]. GLEGESLGCSGSAAAGSSGTLELRPSTLS | 2942.43 -
LYK.IS]
{K1.GLEGESLGCSGSAAAGSSGTLELPSTLS | 328051 1 338 327
LYK.ES]
{R}.GDUMYAPLLGYPRAVRPTPLAPLAECK | 3123.36 -
Gl
[RL.GDCMYAPLLGVPPAVRPTPLAPLAECK | 2785.36 1 338 267
Ric) e

C240 was detectad by M5, but was nat modified.

Figure 33
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€377 CA6G7 280 (808
N Ci\.\‘ N (,5\8% k:\§21 & C§.O
a1 { NI .

Experiment 06-05-2019 ~ Compound 4

Peptide ML Comp. MWt €
Add
[K1.LENPLDYGSAWAAAAACCR Y] 2006.9 .
[KLLENPLDYGSAWARAAAQLR.IY] 2352.02 4 345 406

{KLGLEGESLGCSGSAAAGSSGTLELPSTLS | 2942.43 -

LYK {S)
{KLGLEGESLGESGSAAAGSSGTLELPSTLS | 3287.51 4 | 345 327
LYK {8}
[RLGDCMYAPLLGYPRAVRPTPCAPLAECK | 2762.36 -
IG) ']
[RILGDCMYABLLGYPPAVRPTPCARLAECK | 3114.44 4 345 287
G}
C240, £294, and €290 were detected by M.S., but was not modified,
Figure 34

Ci77 C267 2260 (406

Experiment 07-18-2019

« 4 (327, €406, C267 were modified. C240, C284, and (290 were not modifiad,
1 - (406, C327, {267 were modified. £240, 284, and C290 were not modifiad.
* UT-34 - No madifications at any C.

+ 1 GST—GST has two €, 215 modified both the C,

* JGST - GST has two C. 238A modified both the C

+ No other non-specific profeins in AF-1 protein batches were modified.

Figure 35
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Experiment 08-02-201%

« §~C327, C406 were modified. €240, {284, and £290 weare not modified.

Figure 36
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Experiment 08-08-2019

B~ 327, C406 were modified, €240, 284, and €280 were not madified,
v 38+46 — (327 and C406 were modified. €240 was not modifisd,
v 5-GST~GST has two €. 143 modified bath ¢,

Figure 37
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Frostate Waight (% Changel
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i for 14 days.
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AR AF-1 + Compound 7 (covalent antagonist)
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LNCaP-AR Proliferation
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Prostate Weight Normalized to Body Weight

% change

)
Vehicle 1 6

Figure 53B
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LNCaP-AR Xenograft in Intact NSG Mice
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6 Modification of AR AF-1
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6 Modification of AR AF-1 & LBD
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1 Modification of AR AF-1 & GST
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6 alone or in Combination with UT-34 (C406)
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