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"% Elemental Composition

File Edit Yiew Process Help
=] 2 & M B
Single Mass Analysis -
Tolerance =50.0 PPM F DBE: min=-1.5, max = 100.0
Element prediction: Off
Mumber of isotope peaks used for i-FIT =3
Monoisotopic Mass, Even Electron lons
4340 formulaie) evaluated with 184 results within limits (all results (up to 1000) for each mass)
Elements Used:
Mass | calc.Mass | mpa | prv | DBE | Formula |iFrr | iFrThom  [Ftconfe | ¢ [ H [ w | o|nal s | F]| ~
350.1045 350.1049 -0.3 -0.9 8.5 ClaH21 N O 52F 187.5 9.749 0.01 15 21 1 1 2 1
350.1042 0.4 1.1 18.5 21 HizZ N5 O 191.6 13,855 0.00 21 1z 5 1
350.1050 04 -1 1.6 12 H2Z N 06 Ma 5 F 1806  2.855 576 1z 2 1 & 1 1 1
50,1041 0.5 1.4 7.5 C13 HIS NS O3 Ma F2 158.5 10,751 0.00 13 15 =1 3 1 2
350.1051 -0.5 -1.4 5.5 Cl4 HiG N OF F2 1869 9.229 0.01 14 15 1 7 2
350.1040 0.6 1.7 95 CIFHI7MOCGF 1889 11,146 0.00 17 17 1 & 1 W\ /CF3
350.1052 RN T 35  C10 H16 M5 O4 Ma F3 1836 10,892 0.00 10 1 5 4 1 3 .
50,1052 -0.6 -1.7 10,5 Cl6 HI7 NS O Ma 5 152.2  4.474 1.14 16 17 =1 1 1 1 N N
350.1053 -0.7 -2.0 145 CIEHI3 NS O2 F 190.4 12,643 0.00 15 13 =1 2 1
350.1035 0.5 2.3 55 15 HZ1 M OS5 Ma 5 1802  2.445 8.67 15 21 1t 5 1 1 ~
350.1038 0.8 2.3 55 C15HI9 M O3 5 F3 1806 2.894 5.54 15 1w 1 3 1 3 )
350.1037 0.9 2.6 12,5 C21 H20 N 32 186.8  9.072 0.01 21 20 1 2
350.1036 1.0 2.9 1.5 C13 H23 N 02 Ma 52 F2 188.2 10,514 0.00 13 23 1 2 1 2 2
350.1056 -0 29 0.5 C9 H24 M3 OF 52 188.1 10,372 0.00 9 4 3 7 2
350.1080 14 40 4.5 (15 HZZ M 02 52 F2 187.9 10,153 0.00 15 22 1z z 2
50,1082 -1.6 -4.6 8.5 C17 H20 N 05 5 180.7 2.9586 5.05 17 20 1 5 1
350.1083 -1.7 -4.9 6.5 Cl3HIG NS 02 MaSF 1520 4.271 1.40 13 15 =1 2 1 1 1
50,1029 1.7 4.9 11,5 16 Hi4 NS O2 Ma F 189.6 11.569 0.00 16 14 5 2 1 1
350.1028 1.8 5.1 13.5 20 Hi& M 0% 1906 12,885 0.00 20 & 1 &
350.1085 -1.9 5.4 10,5 C15 Hi4 NS O3 F2 159.0 11.254 0.00 15 14 5 3 2 w
T 450
MS_Direct 140612_49 19 {01133 Cra (10:11) 1: TOF M5 ES+
I EZ2e+005
100~ 3601046
%_
351.1080
305.1580 321.1071 336.004p 402281 i 373.2041 3852939
0 3001042 F7 3242134 U9 ] aazz3se ||| 353.1038 388.2596 ' “9°3388.2083  396.2547 406.2846  414.3037 420,2580
T e i B e e i B i o e e R Ea e e i e R i B e I B e R I T E
2495 300 305 30 314 320 324 330 334 340 344 340 384 360 365 370 a7a 380 385 340 345 400 405 410 115 420
Faor Help, press F1

TOF MS ES+ of 15¢
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"% Elemental Composition

Help

| e g Mo X

File Edit ‘iew Process

Single Mass Analysis -~
Tolerance =500 PPM 7 DBE: min=-1.4, max = 100.0
Element prediction: Off
Murnber of isotope peaks used for -FIT =3
Monoisotopic Mass, Odd and Even Electron lons
2161 formulale) evaluated with 124 results within limits (all results (up to 1000 for each mass) 3
Elements Used:
Mass | Cale.Mass  [mpa [ Pem [ DBE | Formula [i-frr [iFrThorm  [Ftconfo | € [ H [m o] F]s] ~
336,1977 F36.1975 0.z 0.6 65 CI9H2ZYMNO3F 1868 5132 0,59 19 27 1 3 1
F36.1973 0.4 1.2 3.0 C14 H26 N4 O3 F2 1605 5.840 001 14 28 4 3 2 B
F36.1973 0.4 1.2 25 CI7TH29MNF3S 1608 9.099 001 17 29 1 3 1
F36.1970 0.7 2.1 1.0 C16 H32 05 5 1609 9,233 001 16 32 s 1 O\ CF
F36.1984 -0.7 -2.1 -1.0 <11 H27 M4 04 F3 1618 10,051 0,00 11 27 4 4 3 \S/ 3
336.1984 -0.7 =21 60 CI7 H2B N4 O 5 1603 5637 0.0z 17 28 4 1 1 N/ W\
336,1986 09 -7 25 Cl6 HZE N 04 F2 1601 8381 0.0z s 23 1 4 =z
336,1964 1.3 3.9 105 22 HZe M 0z 1551 3.3% 3.35 2z w1z ~
336,1962 1.5 4.5 7.0 17 HZS N4 OF F 1583 6.546 0.14 17 25 4 oz 1 (@)
336,1995 1.8 -54 20 Cl4HZI N4 OZFS 61,2 9.502 0.01 4 29 4 oz 1 1
336,1957 2.0 5.9 1.0 €17 H33 O F 52 165.0 13,245 0.00 17 33 1 1z
336,1957 2.0 5.9 1.5  C14 H30 N3 04 5 1611 9.412 0.01 4 30 3 4 1
336,1997 20 59 55 CI9HIOMNOZS 60,2  8.472 0.0z 9 30 1z 1 7
22E 1002 Rl | -2 -1 c ~12 HPO K OE R 181 7 o as=e nonn 12 prin] 1 c 2 =
Thi 491
MS_Direct_140612_509{0.099) Crm (6:12-38:51) 1:TOF M5 ES+
g.20e+003
100+ 361977
367.0747
337.9934
o] 5146 arz2aria
) 357.3119 5?3'30?0
;39-9952 3871824
;?4.1?20
320 2606 1241518 341 2682 358.3163
: / 393.2971
2962214 307 3015 309.0895311.188?J # L ‘ 353.0988 1 | l 3TR1620  33p 2941 39915?%401.33?;40?.2820 421.2134
(RS T PRI IR W RSP Y P Lo WO R S 19V PO . piebap FOYRNAPIF R TN PR B SR DR SIITY XV R I D SUNE T PSAPIARSNS ey
285 aon 3045 310 4 320 325 330 335 240 344 350 i 360 365 a7n 374 380 385 280 385 400 4045 410 414 420

For Help, press F1

TOF MS ES+ of 15e
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% Elemental Composition
File  Edit

o ez 8 Mol

Wiew  Process Help

&/=)ES

Single Mass Analysis ad
Tolerance =80.0 PPM f DBEE: min=-1.4, max = 100.0
Elernent prediction: Of
Mumber of isotope peaks used for i-FIT=3
Monoisotopic Mass, Even Electron lons
1857 formulale) evaluated with 126 results within limits (all results {up to 1000) for each mass) -
Elements Used: 3
Mass | Calc.Mass | mpa | PPM | DEE | Formula [irrr [iFrTmorm  [Fitconfe | ¢ [ H [nlo[s[F] ~
310,0721 310.0722 01  -0.3 85  Cl0HIZ N7 03 3 110.7 3665 2,56 w12 7 3 1 —
310 i 3 45 12 HI5 W 03 ) ) 5 1 3 1
310.0715 06 1.9 125 CI7 HIZ M 05 122.4 1543 0.00 7 12 1 5§
310.0729 08 26 175 CIAHZ NS O 123.3 16,259 0.00 158 8 5 1
310.0713 0.8 26 85 (CISHI4 N O25F2 1110 3.967 1.89 15 14 1 2 1 2
310.0711 1o 32 55 7 HIO N7 OS5 F2 1226 15.57 0.00 7 @ 7 & z
310.0734 1.3 -42 45 CFHIINF 04 5F 1156 G612 0.02 71307 4 11
310.0740 -9 <61 135 CISHI NS OZF 122.6  15.567 0.00 15 9 5 2 1
310.0702 19 61 125 CIBHIZINOSF 1127 5745 0.32 s 13t 1 1 1 b
TMET3
WS _Direct_141202_14 22 (0.137) Cm (22:28-3:8) 1: TOF M5 ES+
T.E3e+003
100+ 31007 o
\\ /CF3
.S
N~
O
HO
308.0554
%_
3220724
2902887 309 9407 | [ 311.0754 332.0560
S 120717 3671155271 1020
2342063 251 1158 1 opnq7ep 2791505 l z 332 1667 355.0704 _a7anggs S91.2850 4081087 413.2664 4790897  441.2935
] .l‘.'-.."ffr-.'.'.-l.':..l.f..,‘.".1.."l‘.'...r.‘.5.‘;....-,*.'..'.“.'-r:.lf:..'.,.J...,‘.'.'.'.‘,*..‘.'.,*.‘.‘ ! ..L.'.“l.'.'.'fl‘....lf.'f'r.*l.‘.f.,‘..‘.‘.r.-.-.-.l,-.i'.'f.‘-'..'.'.-,1!-.“.'."'.“.-.'.‘,'.*..‘-.*,....','.'.:.,'7..'.',.*...,‘....‘,....l..‘.'-.T..‘.'.‘,....'l..'.r,.-.'.'Tl‘-.'.r.|}r.“:.r.rrr;.. miz
240 240 260 270 280 an 300 310 320 330 340 340 360 370 380 340 400 410 420 430 440
For Help, press F1
TOF MS ES+ of 9b
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~9 Elemental Composition

Fle Edit View Process Help

B maz s M B X

For Help, press F1

Single Mass Analysis ~
Tolerance = 80.0 FPM f DEE: min=-1.5, max = 100.0
Element prediction: Off
Mumber of isotope peaks used for i-FIT =3
Monoisotopic Mass, Even Electron lons
376 farmulade) evaluated with 33 results within limits {all results {up to 1000) for each mass) B
Elerments Uszed: v
Mass Calc, Mass mDa PP DBE | Formula i-FIT i-FIT Morm Fit Conf % [ H M| O S F fad
14 HI7 N 1 3 3
336.0854 2.7 8.0 6.5 Cl0 HI3 N7 O 5 F3 184,z 1.125 32,46 10 13 7 1 1 3 Lo
F36.0848 3.3 9.8 10.5 CI17 HIS M &3 F3 1658.7  15.607 0.00 17 13 1 3 3
36,0920 -3.9 116 A5 11 H13 NS O4 F3 167.5  14.460 0.00 11 13 5 4 3
336.0841 4.0 11.9 1.5 9 HIF N3 05 5 F3 1556  2.554 77 9 17 3 5 1 3
336.0933 5.2 -155 11.5 12 H9 N9 F3 168.1 15.025 0.00 9 a 3
336.0821 6.0 179 11.5 €13 H9 N7 O F3 168.2  15.134 0.00 9 7ol 3
336.0514 6.7 19.9 25 C5HI3 M9 03 5F3 161.5  8.375 0.0z 5 3 9 3 1 3
336,093 7.2 214 1.5 5 HIY WS 04 5 F3 157.0 3.870 2.09 g 17 9 4 1 3 e
TMTO5
MS_Direct_141202_56 40 (0177 Cm (40:43-3:10 1: TOF MS ES-
3.A3e+004
1004 336.0881
0]
W\ /CF3
N
HO
%_
337.0907
-
3820926
287.9773 3360009 320639
ol 2865990 2700163 =0T 7951peE 3080553 3232188 | 352.0828 3gg 0782, |, ~3B3I09B5  ADL0TE1 4950014 4261189 4380788 450.0728.454 1273
B e o i P P TP o P = T P T P P TP P P o T P R i PR P e R P T P PP P B e
240 260 270 2a0 2490 300 310 3z0 330 340 340 360 37a 3a0 340 400 410 420 430 440 440 460

TOF MS ES+ of 9¢
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Figure S1. ECsp results obtained for SUMO-tagged ERa cofactor peptide recruitment. Fluorescein-labelled LXXLL peptide fluorescence polarization
curves upon increasing ligand concentration. Tested compounds 9b, 9e and 16 (compound 16 is from a previous library — see reference 26 in
manuscript) result in a decrease in fluorescence polarization upon comparison to estradiol.
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In this bioevaluation, a 1 uM solution of SUMO-ERa, 0.1 uM fluorescein-labelled SRC1-Box2 peptide and a 10 mM DMSO stock solution was
prepared for each of the test compounds and during the experiment it was ensured that the final DMSO content was maintained at a constant
10% in each well. The measurements were performed in triplicate in coregulator buffer E in black 384 round-bottomed well plates. The results

are shown above, where it should be noted that error bars are included but are obscured by the actual symbols.
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The data measured for estradiol was analyzed using a non-linear regression graph, with single-site binding and used to calculate the ECso value
of 86 nM (x5 nM), in reasonable agreement with the value reported for estradiol versus ERa calculated in the related previous work (ECsp value
of 0.13 uM +0.04 uM from reference 25 in manuscript). As shown in the Figure, the synthesized compounds 9b and 9e rather disappointedly
appeared to only induce a partial response (i.e. at a fraction of the maximum response induced by estradiol) at concentrations above 1 uM. The
activity of neither compounds plateaued at higher concentrations, which meant that determining an ECsg for all the THIQ-based compounds was

unfortunately not possible.
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