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WELL ID
All Events 
#Events

All Events 
PE-A 
Median

CD3+CD4
+ 
%Parent

CD3+CD4
+ PE-A 
Median

A01 18420 220 47.5 239
A02 30276 211 47.5 228
A03 30856 209 49.9 226
A04 21360 215 46 237
A05 30896 195 49.4 211
A06 30854 187 49.5 201
A07 30943 185 50.2 196
A08 23028 163 47 176
A09 20676 174 48.2 189
A10 26400 162 49.7 177
A11 23328 927 47 2068
A12 19033 1202 48.3 2242
B01 23900 201 48.1 216
B02 22561 201 48.7 218
B03 16931 207 49.8 227
B04 30060 194 48.1 215
B05 19764 203 48.4 228
B06 4218 153 28.7 220
B07 27900 181 48.2 199
B08 20556 185 48.4 206
B09 6968 190 32 256
B10 14292 193 49.4 227
B11 10429 420 45.2 2010
B12 17426 1224 48.7 2268
C01 25284 205 51.1 221
C02 18048 202 47.8 225
C03 13197 202 47.3 235
C04 15012 209 49.2 238
C05 15600 214 49.3 252
C06 15648 211 46.6 263
C07 14124 209 47.2 262
C08 20532 210 49.4 257
C09 20496 208 49.6 251

Raw data for figure 5



C10 15069 255 46.5 472
C11 19504 168 48.3 188
C12 21675 1061 47.1 2299
D01 20652 197 49.7 218
D02 12708 203 49.9 227
D03 8238 244 37.5 389
D04 16425 238 47.4 308
D05 11477 251 48.9 363
D06 13437 257 46.5 431
D07 14484 260 46.9 427
D08 19356 248 49.5 364
D09 21960 231 47.6 343
D10 21372 394 47.1 1165
D11 20472 170 48.6 191
D12 22334 701 47.5 1839
E01 15644 205 46.7 233
E02 12996 198 48 234
E03 8049 221 51.3 277
E04 18216 264 49.5 366
E05 10202 256 46.6 536
E06 19692 354 48.8 738
E07 21612 346 48.6 730
E08 20950 327 47.7 780
E09 17928 259 47.5 541
E10 21540 810 49.9 1785
E11 9874 169 48.6 199
E12 18415 314 46.2 815
F01 27344 200 51 220
F02 14220 209 49.4 244
F03 10242 229 46.1 331
F04 23088 334 50.9 632
F05 20076 481 49.9 1207
F06 16848 797 50.5 1700
F07 16415 627 48.4 1654
F08 17916 757 48.4 1836
F09 16572 689 49.9 1592
F10 18558 1009 48.3 2173
F11 19213 166 48 190
F12 18192 275 49.5 472
G01 13606 196 47.6 227
G02 12539 208 45.2 260
G03 12257 239 47.1 385
G04 19824 317 46.1 912
G05 13572 535 47.4 1767
G06 16092 453 44.6 1940
G07 11753 340 43.7 1985
G08 16293 590 47.2 1828



G09 19584 598 47.1 1851
G10 6429 171 32.5 2488
G11 16380 159 46.3 184
G12 23339 182 46.9 223
H01 18216 157 45.4 180
H02 10742 192 45.1 242
H03 10919 237 45.2 394
H04 13764 276 44.2 1065
H05 13164 594 49.2 1672
H06 16488 756 46.9 1984
H07 10804 361 44.7 2034
H08 18264 375 43.8 1966
H09 18046 670 46.5 1985
H10 22632 982 47.2 2195
H11 22122 191 47.9 224
H12 10314 156 42.5 200

Matrix of median fluorescent intensity (MFI) of PE-A (pStat5 fluorophore) in CD3+, CD4+ T cells

nM 10000.0 3333.3 1111.1 370.4 123.5 41.2 13.7 4.6 0.0
10000.0 239 228 226 237 211 201 196 176 189

3333.3 216 218 227 215 228 220 199 206 256
1111.1 221 225 235 238 252 263 262 257 251
370.4 218 227 389 308 363 431 427 364 343
123.5 233 234 277 366 536 738 730 780 541
41.2 220 244 331 632 1207 1700 1654 1836 1592
13.7 227 260 385 912 1767 1940 1985 1828 1851

4.6 180 242 394 1065 1672 1984 2034 1966 1985
0 177 227 472 1165 1785 2173 2488 2195 2039

JAK 1 inhibitor

JAK 3 covalent inhibitor (2)
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Supplementary Chemistry methods and compound characterization 

General: 
 
Compounds 11 and 22 were prepared as previously reported.  1H, 13C and 19F NMR spectra were 
recorded using either a Varian Unity Inova 600 MHz, Varian Unity Inova 500 MHz, or Varian VNMRS 500 
MHz spectrometer in DMSO-d6 with chemical shifts relative to solvent proton or carbon signals unless 
otherwise reported. No special notation is used for equivalent carbons. IR spectra were obtained as thin 
films from DCM using a Perkin Elmer Spectrum RXI FT-IR spectrometer equiped with a ZnSe ATR stage. 
High-resolution LC/MS were obtained on a Waters Acquity UPLC, using a Waters BEH C18 (1.0 x 50 
mm, 1.7 µm) column and water (A) and acetonitrile (B), both with 0.1% formic acid modifier as the mobile 
phase.  Elution was performed using the following method:  hold 5% B for 0.5 min then ramp to 98% B 
over 2.5 min then hold 98% B for 1.0 min then return to 5% B over 0.1 min and hold 5% B for 0.4 min; 
total run time of 4.0 min with flow rate 0.3 mL/min at 45 oC column temperature.  MS was obtained on a 
Waters Synapt G1 MS using positive ESI with capillary voltage of 2.5 kV and sampling cone voltage of 20 
V. Solvents were purchased as SureSeal bottles and used as received.  All other commercial starting 
materials were used as received.  Prepacked silica columns (Silicycle, Quebec, Canada or Biotage 
SNAP) for flash chromatography were used as received.  All experiments were performed under 
anhydrous conditions under an atmosphere of argon. 
 
Compound Characterization: 
 
2-((6-(5-chloro-1H-pyrrolo[2,3-b]pyridin-3-yl)pyrazin-2-yl)amino)-2-methyl-N-(2,2,2-
trifluoroethyl)propanamide (Compound 1): 
 

NN
H

Cl

NN

NHO

NH

F
FF

 
                                                           
1 Cash, B.; Fischer, C.; Garcia, Y.; Jung, J.; Katz, J.; Kim, J.; Rivkin, A.; Schell, A.; Siu, T.; Witter, D.; Zhou, H.  
“Azaindoles as Janus Kinase Inhibitors”  WO 2011/137022 A1. 
2 Ahearn, S. P.; Christopher, M.; Jung, J.; Pu, Q.; Rivkin, A.; Scott, M. E.; Witter, D. J.; Woo, H. C.; Cash, B.; Dinsmore, 
C.; Guerin, D. “Pyrrolopyrimidines as Janus Kinase Inhibitors”  WO 2013/085802 A1. 



 
Following the previously reported experimental,1 Compound 1 was isolated as a white solid.  IR (neat, cm-

1) 1672, 1591, 1525, 1469, 1279, 1153, 1026, 1001.  1H NMR (500 MHz, DMSO-d6) δ 12.27 (s, 1H), 8.64 
(d, J = 2.0 Hz, 1H), 8.32 (m, 2H), 8.27 (d, J = 2.5 Hz, 1H), 8.23 (d, J = 2.0 Hz, 1H), 7.79 (s, 1H), 7.21 (s, 
1H), 3.78 (dq, J = 9.5 (H-F), 6.8 Hz, 2H), 1.51 (s, 6H).  18F NMR (470 MHz, DMSO-d6) δ -70.6 (t, JF-H = 
9.7 Hz). 13C NMR (126 MHz, DMSO-d6) δ 176.7, 153.4, 148.2, 146.9, 142.3, 131.2, 129.9, 129.1, 128.7, 
125.4 (q, JC-F = 280.1 Hz), 124.6, 119.2, 112.7, 57.1, 40.4 (q, JC-F = 20.9 Hz), 26.2; C17H17N6OClF3 (M+H)+ 
(ESI) requires 413.1116, found: 413.1099. 
 
 
Ethyl 4-(3-methacrylamidophenyl)-7H-pyrrolo[2,3-d]pyrimidine-5-carboxylate (Compound 2): 
 

N

N

N
H

O
O

H
N

O

 
 
Following the previously reported experimental,2 Compound 2 was isolated as a white solid.  IR (neat, cm-

1) 3319, 3105, 2979, 1721, 1689, 1660, 1608, 1563, 1547, 1412, 1356, 1329, 1274, 1175, 1154, 1044, 
898, 833; 1H NMR (500 MHz, DMSO-d6) δ 13.02 (s, 1H), 9.96 (s, 1H), 8.95 (s, 1H), 8.35 (d, 1H, J = 3.0 
Hz), 8.09 (s, 1H), 7.88 (d, 1H, J = 8.5 Hz), 7.45 (t, 1H, J = 8.0 Hz), 7.35 (d, 1H, J = 8.0 Hz), 5.86 (s, 1H), 
5.57 (s, 1H), 3.90 (q, 2H, J = 7.0 Hz), 1.99 (s, 3H), 0.89 (t, 3H, J = 7.5 Hz).  13C NMR (126 MHz, DMSO-
d6) δ 167.8, 164.0, 159.9, 154.3, 152.5, 141.3, 140.5, 139.6, 135.1, 128.7, 125.0, 121.9, 121.6, 121.0, 
112.8, 108.4, 60.6, 19.7, 14.4; C19H19N4O3 (M+H)+ (ESI) requires 351.1455, found: 351.1452. 
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