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Figure 1B

Block Type 384-Well Block
Calibration [ Yes

Calibration [ 2020-08-14 10:25:44 AM CST
Calibration | Yes

Calibration | 2020-08-14 11:18:18 AM CST
Calibration I Yes

Calibration 1 2020-08-14 10:47:55 AM CST
Calibration | Yes

Calibration | 2020-08-14 10:19:00 AM CST
Calibration | Yes

Calibration | 2020-08-14 11:03:25 AM CST
Calibration ¢ Yes

Calibration { 2020-08-14 11:10:52 AM CST
Calibration * Yes

Calibration ~ 2020-08-14 10:55:44 AM CST
Calibration ( Yes

Calibration | 2020-08-14 10:33:02 AM CST
Calibration \ Yes

Calibration \ 2020-08-14 10:40:30 AM CST
Chemistry  SYBR_GREEN

Experiment Barcode

Experiment Comments

Experiment C:\Users\gonghq\Desktop\2021-07-13CDJ.eds

Experiment 2021-07-13CDJ
Experiment 2021-07-13 23:45:50 PM CST
Experiment Comparative Cr (AACT)
Experiment User Name

Instrument | 278882256

Instrument £ 278882256

Instrument 1ViiA 7

Passive Ref ROX

Quantificatic Ct

Signal Smortrue

Stage/ Cycl Stage 2, Step 2

Well Well Positic Omit

91 D19 FALSE WPMY
92 D20 FALSE WPMY
93 D21 FALSE WPMY
94 D22 FALSE WPMY
95 D23 FALSE WPMY
96 D24 FALSE WPMY
115 E19 FALSE DU 145
116 E20 FALSE DU 145
117 E21 FALSE DU 145
118 E22 FALSE DU 145
119 E23 FALSE DU 145
120 E24 FALSE DU 145
139 F19 FALSE PC3

140 F20 FALSE PC3

141 F21 FALSE PC3

142 F22 FALSE PC3

143 F23 FALSE PC3

144 F24 FALSE PC3

163 G19 FALSE  LNcap
164 G20 FALSE  LNcap
165 G21 FALSE LNcap
166 G22 FALSE  LNcap
167 G23 FALSE LNcap
168 G24 FALSE  LNcap

Analysis Ty Singleplex
Endogenous H-SLMO2
RQ Min/Ma 95.0
Reference S Sample 1

Sample Name

Target Nami Task Reporter

H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3

UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

Quencher

Quantity

Quantity Me Quantity STRQ

RQ Min

RQ Max

cT CtMean CtSD

13.866158
13.900924
13.920871
26.093311

26.0872
26.075817
13.168142
13.079791
13.227659
24.033661
23.932343
24.215359
12.799695
12.850623
12.898605
21.860949
22068514
21.984205
12.915323
12.940732
13.026218
24.292953
24.352571
24.415634



Figure 1B
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Melt Curve Plot
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Figure 1C Amplification Plot
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Melt Curve Plot
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Figure 1C
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Figure 1C

Block Typ 384-Well Block

Calibratior Yes

Calibratior 2016-01-20 10:12:38 AM CST

Calibratior Yes

Calibratior 2016-01-20 10:28:26 AM CST

Calibratior Yes

Calibratior 2016-01-20 10:44:55 AM CST

Calibratior Yes

Calibratior 2016-01-20 10:05:17 AM CST

Calibratior Yes

Calibratior 2016-01-20 11:25:36 AM CST

Calibratior Yes

Calibratior 2016-01-20 10:35:50 AM CST

Calibratior Yes

Calibratior 2016-01-20 11:02:33 AM CST

Calibratior Yes

Calibratior 2016-01-20 10:20:14 AM CST

Calibratior Yes

Calibratior 2016-01-20 10:54:46 AM CST
Chemistry SYBR_GREEN

Experiment Barcode
Experiment Comments

Experimer C:\Users\AdministratoriDesktop\ 112019-05-29 L1.eds

Experimer 2019-05-31 S1
Experimer 2019-05-31 20:30:32 PM CST
Experimer Comparative Cr (AACT)

Experiment User Name

Instrumen’ 278882256
Instrumen’ 278882256
Instrumen’ ViiA 7
Passive R ROX
Quantifica Ct

Signal S true

Stage/ Cy Stage 2, Step 2

Well  Well Posit Omit
97 E1 FAL:

98 E2
99 E3
109 E13
110 E14
11 E15
121 F1

122 F2

123 F3

133 F13
134 F14
135 F15
145 G1
146 G2
147 G3
157 G13
158 G14
159 G15
169 H1

170 H2
171 H3
181 H13
182 H14
183 H15
193 11

194 12

195 13

205 113
206 114
207 115

Analysis 1Singleplex
Endogenous Control
RQ Min/M 95.0
Reference Sample

SE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE
FALSE

Sample Name

DU 145 CON

DU 145 CON

DU 145 CON

DU 145 CON

DU 145 CON

DU 145 CON

DU 145-shCtrl

DU 145-shCtrl

DU 145-shCtrl

DU 145-shCtrl

DU 145-shCtrl

DU 145-shCtrl

DU 145-shCDKL3-2
DU 145-shCDKL3-2
DU 145-shCDKL3-2
DU 145-shCDKL3-2
DU 145-shCDKL3-2
DU 145-shCDKL3-2
DU 145-shCDKL3-3
DU 145-shCDKL3-3
DU 145-shCDKL3-3
DU 145-shCDKL3-3
DU 145-shCDKL3-3
DU 145-shCDKL3-3
DU 145-shCDKL3-1
DU 145-shCDKL3-1
DU 145-shCDKL3-1
DU 145-shCDKL3-1
DU 145-shCDKL3-1
DU 145-shCDKL3-1

Target Name Task  Reporter

H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3

UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR
UNKNOW SYBR

Quencher Quantity Quantity \Quantity RQ
None

None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None
None

RQ Min

RQ Max

cr
14.26:

14.455
14.505
25.852
25.989
26.261
14.102
14.355
14.501
25.705
25.864
25.937
13.986
13.989
14.021
25.245
25.262
25.396
13.993
14.047
14.067
25.329
25.333
25.459
13.888
13.956
13.993
26,510
26.620
26.648

CtMean CtSD
8

Delta Ct



Figure 2A

Amplification Plot

1E01
DU 145

1E00

0.327871

£0.160981

0.1 1

ARN

0.01 -

0.001

Legend

8 10 12 14

16

18

20
Cycle

22

24

26

28

30

32

34

36

38

40

A BB C D

M ) B HL

E WF G WH
M BN o Hr

>

| €




Figure 2A
D U 145 Block Type96-Well Block (0.2mL)

Calibration Yes

Calibration 2016-01-20 11:59:47 AM CST
Calibration Yes

Calibration 2016-01-20 12:52:05 PM CST
Calibration Yes

Calibration 2016-01-20 12:14:34 PM CST
Calibration Yes

Calibration 2016-01-20 11:53:09 AM CST
Calibration Yes

Calibration 2016-01-20 12:29:32 PM CST
Calibration Yes

Calibration 2016-01-20 12:21:57 PM CST
Calibration Yes

Calibration 2016-01-20 12:37:06 PM CST
Calibration Yes

Calibration 2016-01-20 12:07:07 PM CST
Calibration Yes

Calibration 2016-01-20 12:44:41 PM CST
Chemistry SYBR_GREEN

Experiment Barcode

Experiment Comments

Experiment File Name

Experimen 2018-06-19 162105
Experimen 2018-06-20 02:11:57 AM CST
Experimen Comparative Ct (AACT)
Experiment User Name

Instrument 278882256

Instrument 278882256

Instrument ViiA 7

Passive RtROX

Quantifical Ct

Signal Sm true

Stage/ Cy«Stage 2, Step 2

Well Well Posit Omit Sample Name Target Name  Task Reporter Quencher Quantity Quantity N Quantity SRQ RQMin RQMax CT Ct Mean CtSD Delta Ct  Delta Ct M
2711 L7 FALSE DU 145-shCtrl H-GAPDH UNKNOWISYBR None 10.810
27218 FALSE DU 146-shCtrl H-GAPDH UNKNOWISYBR None 10.969
273 L9 FALSE DU 147-shCtrl H-GAPDH UNKNOWISYBR None 10.608
274 L10 FALSE DU 148-shCtrl H-CDKL3 UNKNOWISYBR None 24.260
275 L1 FALSE DU 149-shCtrl H-CDKL3 UNKNOWISYBR None 24.313
276 L12 FALSE DU 150-shCtrl H-CDKL3 UNKNOWISYBR None 24.151
295 M7 FALSE DU 145-shCDKL3 H-GAPDH UNKNOWISYBR None 14.480
296 M8 FALSE DU 145-shCDKL3 H-GAPDH UNKNOWISYBR None 14.179
297 M9 FALSE DU 145-shCDKL3 H-GAPDH UNKNOWISYBR None 14.315
298 M10 FALSE DU 145-shCDKL3 H-CDKL3 UNKNOWISYBR None 29.063
299 M11 FALSE DU 145-shCDKL3 H-CDKL3 UNKNOWISYBR None 28.900
300 M12 FALSE DU 145-shCDKL3 H-CDKL3 UNKNOWISYBR None 28.749

Analysis T Singleplex
Endogenous Control
RQ Min/M; 95.0
Reference Sample
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Melt Curve Plot
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Figure 2A

Amplification Plot
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Block Typ¢ 384-Well Block
Calibration Yes

M Calibration 2016-01-20 10:12:38 AM CST
F Ig u re 2 A Calibration Yes
Calibration 2016-01-20 10:28:26 AM CST
Calibration Yes

Calibration 2016-01-20 10:44:55 AM CST
P C_ 3 Calibration Yes

Calibration 2016-01-20 10:05:17 AM CST

Calibration Yes

Calibration 2016-01-20 11:25:36 AM CST

Calibration Yes

Calibration 2016-01-20 10:35:50 AM CST

Calibration Yes

Calibration 2016-01-20 11:02:33 AM CST

Calibration Yes

Calibration 2016-01-20 10:20:14 AM CST

Calibration Yes

Calibration 2016-01-20 10:54:46 AM CST

Chemistry SYBR_GREEN

Experiment Barcode

Experiment Comments

Experiment File Name

Experimen 2018-07-27 151603

Experimen 2018-07-28 00:36:49 AM CST

Experimen Comparative Ct (AACT)

Experiment User Name

Instrument 278882256

Instrument 278882256

Instrument ViiA 7

Passive RtROX

Quantificat Ct

Signal Sm true

Stage/ Cy« Stage 2, Step 2

Well Well Posit Omit Sample Name Target Name Task Reporter Quencher Quantity Quantity M Quantity SRQ RQMin  RQMax CT Ct Mean CtSD Delta Ct
343 07 FALSE PC-3-shCtrl H-GAPDH UNKNOWISYBR None 13.923
344 08 FALSE PC-3-shCtrl H-GAPDH UNKNOWISYBR None 13.958
345 09 FALSE PC-3-shCtrl H-GAPDH UNKNOWISYBR None 14.032
346 010 FALSE PC-3-shCtrl H-CDKL3 UNKNOWISYBR None 25.857
347 O11 FALSE PC-3-shCtrl H-CDKL3 UNKNOWISYBR None 25.838
348 012 FALSE PC-3-shCtrl H-CDKL3 UNKNOWISYBR None 26.040
367 P7 FALSE PC-3-shCDKL3 H-GAPDH UNKNOWISYBR None 12.241
368 P8 FALSE PC-3-shCDKL3 H-GAPDH UNKNOWISYBR None 12.375
369 P9 FALSE PC-3-shCDKL3 H-GAPDH UNKNOWISYBR None 11.927
370 P10 FALSE PC-3-shCDKL3 H-CDKL3 UNKNOWISYBR None 25.088
371 P11 FALSE PC-3-shCDKL3 H-CDKL3 UNKNOWISYBR None 25.499
372 P12 FALSE PC-3-shCDKL3 H-CDKL3 UNKNOWISYBR None 25.163

Analysis T Singleplex
Endogenous Control
RQ Min/M: 95.0
Reference Sample
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Figure 2A
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Figure 2A
DU 145

DU145 CDKL3

DU145 GAPDH



Figure 2A
PC-3

PC-3 CDKL3 PC-3 GAPDH



Figure 2Gand S3 DU 145

Bcl-2 Caspase-3



Figure 2Gand S3 DU 145

GAPDH HSP27



Figure 2GandS3 PC-3

Bcl-2 Caspase-3



Figure 2GandS3 PC-3

GAPDH HSP27



Figure 4B Amplification Plot
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Figure 4B

Block Type 384-Well Block
Calibration No

Calibration £ 2022-08-01 16:00:17 PM CST
Calibration fNo

Calibration £ 2022-08-01 16:39:53 PM CST
Calibration t No

Calibration 1 2022-08-01 16:56:18 PM CST
Calibration fNo

Calibration £ 2022-08-01 15:53:01 PM CST
Calibration fNo

Calibration £ 2022-08-01 17:25:54 PM CST
Calibration ¢No

Calibration € 2022-08-01 17:03:33 PM CST
Calibration TNo

Calibration 12022-08-01 17:10:48 PM CST
Calibration (No

Calibration 1 2022-08-01 16:16:55 PM CST
Calibration \No

Calibration \ 2022-08-01 16:48:55 PM CST
Chemistry SYBR_GREEN

Experiment Barcode

Experiment Comments

Desktop\2022-08-08 ly 1.eds
Experiment 2022-08-08 ly 1

Experiment 2022-08-08 17:43:11 PM CST
Experiment Comparative Cr (AACT)
Experiment User Name

Instrument 1 278882256

Instrument < 278882256

Instrument 1ViiA 7

Passive Ref ROX

Quantificatic Ct

Signal Smortrue

Stage/ Cycl Stage 2, Step 2

Well - Well Pos_ Omit - Sample I =¥ Target N¢ =
76 D4 FALSE DU 145 shC H-GAPDH
77 D5 FALSE DU 145 shC H-GAPDH
78 D6 FALSE DU 145 shC H-GAPDH

100 E4 FALSE DU 145 shC H-CDKL3
101 ES FALSE DU 145 shC H-CDKL3
102 E6 FALSE DU 145 shC H-CDKL3
124 F4 FALSE DU 145 shC H-STAT1
125 F5 FALSE DU 145 shC H-STAT1
126 F6 FALSE DU 145 shC H-STAT1
148 G4 FALSE DU 145 shC H-FOS
149 G5 FALSE DU 145 shC H-FOS
150 G6 FALSE DU 145 shC H-FOS
172 H4 FALSE DU 145 shC H-ATF4
173 H5 FALSE DU 145 shC H-ATF4
174 H6 FALSE DU 145 shC H-ATF4
196 14 FALSE DU 145 shC H-NRAS
197 15 FALSE DU 145 shC H-NRAS
198 16 FALSE DU 145 shC H-NRAS
220 J4 FALSE DU 145 shC H-PIK3CB
221 J5 FALSE DU 145 shC H-PIK3CB
222 J6 FALSE DU 145 shC H-PIK3CB

Analysis Ty Singleplex
Endogenous H-TGFBR1
RQ Min/Ma» 95.0
Reference S Sample 1

Task |- Reporter|
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

Quenche| = Quantity | = Quantity | = Quantity| = |RQ

- RQ Min

- RQMax - CT

- CtMean - CtSD
15.507
15.350
15.537
27.340
27.434
27.318,
24.258
24.341
24174
33.630,

- Delta Ct |~



Figure 4B Melt Curve Plot
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: Melt Curve Plot
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Figure 4B

Derivative Reporter (—Rn’)

2.0

0.5

Melt Curve Plot

65.0 70.0 75.0 80.0 85.0

Temperature {*C)

90.0

95.0



Figure 4B Melt Curve Plot
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Figure 4B Melt Curve Plot
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Figure 4B Melt Curve Plot
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Figure 4B

Derivative Reporter (—Rn’)
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Figure 4C

ATF4 CDKL3



Figure 4C

FOS GAPDH



Figure 4C

NRAS PIK3CB



Figure 4C

STAT1



Figure 4D and S7A
DU 145

CDKL3 ERK



Figure 4D and S7A
DU 145

GAPDH p-ERK



Figure 4D and S7A
DU 145

STAT1



Figure 4D and S7A
PC-3

CDKL3 ERK



Figure 4D and S7A
PC-3

GAPDH p-ERK



Figure 4D and S7A
PC-3

STAT1



Figure 5A DU 145

GAPDH STAT1



Figure 5A PC-3

GAPDH STAT1



Figure 5B DU 145

GAPDH STAT1



Figure 5B PC-3

GAPDH STAT1



Figure 5C  Input

CDKL3 GAPDH



Figure 5C  |pSTAT1

STAT1



Figure 5C |puUB

Ubiquitin



Figure 5D Input

CDKL3 GAPDH



Figure 5D  |pSTAT1

STAT1



Figure 5D |p UB

Ubiquitin



Figure 5E DU 145

GAPDH STAT1



Figure 5E  PC-3

GAPDH STAT1



Figure 5F DU 145

GAPDH STAT1



Figure 5F  PC-3

GAPDH STAT1



Figure 5G  Input

CBL GAPDH



Figure 5G  |pSTAT1

STAT1



Figure 5G IP UB

Ubiquitin



Figure 5H Input

CBL GAPDH



Figure 5H  |psTAT2

STAT1



Figure 5H IP UB

Ubiquitin



Figure S4A Amplification Plot
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Figu re S4A Melt Curve Plot
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Figu re S4A Melt Curve Plot
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Figure S4A

Block Type 384-Well Block

Calibration ENo

Calibration £ 2022-08-01 16:00:17 PM CST
Calibration F No

Calibration f 2022-08-01 16:39:53 PM CST
Calibration ' No

Calibration I 2022-08-01 16:56:18 PM CST
Calibration F No

Calibration F 2022-08-01 15:53:01 PM CST
Calibration F No

Calibration F 2022-08-01 17:25:54 PM CST
Calibration ¢ No

Calibration €2022-08-01 17:03:33 PM CST
Calibration TNo

Calibration 12022-08-01 17:10:48 PM CST
Calibration | No

Calibration 12022-08-01 16:16:55 PM CST
Calibration \ No

Calibration \ 2022-08-01 16:48:55 PM CST
Chemistry SYBR_GREEN

Experiment Barcode

Experiment Comments

Experiment C:\Users\zhouch\Desktop\2022-12-14 2.eds
Experiment 2022-12-14 2

Experiment 2022-12-14 18:04:19 PM CST
Experiment Comparative CT (AACT)
Experiment User Name

Instrument I 278882256

Instrument ¢ 278882256

Instrument 1ViiA 7

Passive Ref ROX

Quantificatic Ct

Signal Smo true

Stage/ Cycl Stage 2, Step 2

Well Well Positic Omit Sample Nar Target Nam Task Reporter  Quencher Quantity — Quantity Me Quantity SCRQ RQ Min RQMax CT CtMean CtSD Delta Ct
1A1 FALSE  LNcap shCt H-GAPDH UNKNOWN SYBR None 17.904
2 A2 FALSE  LNcap shCt H-GAPDH UNKNOWN SYBR None 17.860
3 A3 FALSE  LNcap shCt H-GAPDH UNKNOWN SYBR None 17.994

25 B1 FALSE LNcap shCt H-CDKL3 UNKNOWN SYBR None 26.235
26 B2 FALSE LNcap shCt H-CDKL3 UNKNOWN SYBR None 26.176
27 B3 FALSE LNcap shCt H-CDKL3 UNKNOWN SYBR None 26.174
4 A4 FALSE LNcap shC[H-GAPDH UNKNOWN SYBR None 16.093
5A5 FALSE LNcap shC[LH-GAPDH UNKNOWN SYBR None 16.096
6 A6 FALSE LNcap shC[H-GAPDH UNKNOWN SYBR None 16.061
28 B4 FALSE LNcap shC[H-CDKL3 UNKNOWN SYBR None 26.411
29 B5 FALSE LNcap shC[H-CDKL3 UNKNOWN SYBR None 26.310
30 B6 FALSE  LNcap shC[H-CDKL3 UNKNOWN SYBR None 26.231

Analysis Ty Singleplex
Endogenous H-HSP27
RQ Min/Ma) 95.0
Reference € Sample 1



Figure S4A

CDKL3 GAPDH



Figure S4C

Bcl-2 Caspase-7



Figure S4C

GAPDH HSP27



Figure S5 DU 145

CDKL3 GAPDH



Figure S5 pc-3

CDKL3 GAPDH



Figure S8

CBL CDKL3



Fluorescence (465-510)

Figure S9

Amplification Curves
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Flgu re S9 Experiment: 20200804 ZHANGZ Selected Filter: SYBR Green | / HRM Dye (465-510)

Color Pos Include Name target gen Cp Tml ConcentratStandard
255 D19 TRUE DU 145 CON H-GAPDH 10.3 82.08
255 D20 TRUE DU 145 CON H-GAPDH 10.37 82.13
255 D21 TRUE DU 145 CON H-GAPDH 10.28 82.26
255 D22 TRUE DU 145 CON H-STAT1 18.6 79.32
255 D23 TRUE DU 145 CON H-STAT1 18.37 79.42
255 D24 TRUE DU 145 CON H-STAT1 18.73 79.42
255 E19 TRUE DU 145 shCtrl H-GAPDH 10.43 82.13
255 E20 TRUE DU 145 shCtrl H-GAPDH 10.34 82.24
255 E21 TRUE DU 145 shCtrl H-GAPDH 10.29 82.26
255 E22 TRUE DU 145 shCtrl H-STAT1 18.32 79.33
255 E23 TRUE DU 145 shCtrl H-STAT1 18.68 79.37
255 E24 TRUE DU 145 shCtrl H-STAT1 18.61 79.44
255 F19 TRUE DU 145 shSTAT1-1 H-GAPDH 9.77 82.26
255 F20 TRUE DU 145 shSTAT1-1 H-GAPDH 9.92 82.21
255 F21 TRUE DU 145 shSTAT1-1 H-GAPDH 9.71 82.25
255 F22 TRUE DU 145 shSTAT1-1 H-STAT1 18.82 79.29
255 F23 TRUE DU 145 shSTAT1-1 H-STAT1 18.92 79.3
255 F24 TRUE DU 145 shSTAT1-1 H-STAT1 18.9 79.38
255 G19 TRUE DU 145 shSTAT1-2 H-GAPDH 12.98 82.21
255 G20 TRUE DU 145 shSTAT1-2 H-GAPDH 12.93 82.2
255 G21 TRUE DU 145 shSTAT1-2 H-GAPDH 12.87 82.29
255 G22 TRUE DU 145 shSTAT1-2 H-STAT1 2294 79.34
255 G23 TRUE DU 145 shSTAT1-2 H-STAT1 23.59 79.33
255 G24 TRUE DU 145 shSTAT1-2 H-STAT1 23.74 79.33
255 H19 TRUE DU 145 shSTAT1-3 H-GAPDH 9.89 82.31
255 H20 TRUE DU 145 shSTAT1-3 H-GAPDH 9.95 82.3
255 H21 TRUE DU 145 shSTAT1-3 H-GAPDH 9.98 82.25
255 H22 TRUE DU 145 shSTAT1-3 H-STAT1 19.43 79.38
255 H23 TRUE DU 145 shSTAT1-3 H-STAT1 1941 79.38

255 H24 TRUE DU 145 shSTAT1-3 H-STAT1 19.99 79.31

[eNeolNeollolNeolololololololeolololNeollolNololNolololollololiololololNolie)]



—{d/dT) Fluorescence {(465-510)

Figure S9
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—{d/dT) Fluorescence {(465-510)

Figure S9
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Figure S10A Amplification Plot
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Figure S10A

Block Type 384-Well Block
Calibration  Yes

Calibration £ 2020-08-14 10:25:44 AM CST
Calibration f Yes

Calibration f 2020-08-14 11:18:18 AM CST
Calibration I Yes

Calibration  2020-08-14 10:47:55 AM CST
Calibration f Yes

Calibration f 2020-08-14 10:19:00 AM CST
Calibration  Yes

Calibration | 2020-08-14 11:03:25 AM CST
Calibration  Yes

Calibration ¢ 2020-08-14 11:10:52 AM CST
Calibration ~ Yes

Calibration ~ 2020-08-14 10:55:44 AM CST
Calibration  Yes

Calibration | 2020-08-14 10:33:02 AM CST
Calibration \ Yes

Calibration \ 2020-08-14 10:40:30 AM CST
Chemistry | SYBR_GREEN

Experiment Barcode

Experiment Comments

Experiment C:\Users\gongha\Desktop\2021-07-20CDJ.eds.

Experiment 2021-07-20CDJ

Experiment 2021-07-20 23:54:57 PM CST
Experiment Comparative CT (AACT)
Experiment User Name

Instrument 1 278882256

Instrument € 278882256

Instrument TViiA 7

Passive Ref ROX

Quantificatic Ct
Signal Smortrue

Stage/ Cycl Stage 2, Step 2

Well Well Positic Omit
13A13 FALSE
14 A14 FALSE
15 A15 FALSE
16 A16 FALSE
17 A7 FALSE
18 A18 FALSE
19 A19 FALSE
20 A20 FALSE
21 A21 FALSE
37813 FALSE
38814 FALSE
39 B15 FALSE
40 B16 FALSE
41817 FALSE
4218 FALSE
43819 FALSE
44 B20 FALSE
45821 FALSE
6113 FALSE
62C14 FALSE
63 C15 FALSE
64 C16 FALSE
65 C17 FALSE
66 C18 FALSE
67 C19 FALSE
68 C20 FALSE
69 C21 FALSE
85D13 FALSE
86 D14 FALSE
87 D15 FALSE
88 D16 FALSE
89 D17 FALSE
90 D18 FALSE
91 D19 FALSE
92 D20 FALSE

93 D21

FALSE

Sample Name

DU 145 NC(OE+KD)
DU 145 NC(OE+KD)
DU 145 NC(OE+KD)
DU 145 NC(OE+KD)
DU 145 NC(OE+KD)
DU 145 NC(OE+KD)
DU 145 NC(OE+KD)
DU 145 NC(OE+KD)
DU 145 NC(OE+KD)

DU 145 CDKL3+NC-shSTAT!
DU 145 CDKL3+NC-shSTAT!
DU 145 CDKL3+NC-shSTAT!
DU 145 CDKL3+NC-shSTAT!
DU 145 CDKL3+NC-shSTAT!
DU 145 CDKL3+NC-shSTAT!
DU 145 CDKL3+NC-shSTAT!
DU 145 CDKL3+NC-shSTAT!
DU 145 CDKL3+NC-shSTAT!
DU 145 STAT1+NC-shCDKL3
DU 145 STAT1+NC-shCDKL3
DU 145 STAT1+NC-shCDKL3
DU 145 STAT1+NC-shCDKL3
DU 145 STAT1+NC-shCDKL3
DU 145 STAT1+NC-shCDKL3
DU 145 STAT1+NC-shCDKL3
DU 145 STAT1+NC-shCDKL3
DU 145 STAT1+NC-shCDKL3
DU 145 CDKL3+STAT1

DU 145 CDKL3+STAT!

DU 145 CDKL3+STAT!

DU 145 CDKL3+STAT1

DU 145 CDKL3+STAT1

DU 145 CDKL3+STAT!

DU 145 CDKL3+STAT!

DU 145 CDKL3+STAT1

DU 145 CDKL3+STAT1

Target NamiTask Reporter

H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-STAT1
H-STATI
HSTAT!
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-STAT!
H-STATI
HSTAT!
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-STAT!
HSTAT!
H-STAT!
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
HSTATI
H-STAT1
H-STAT1

UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

UNKNOWN SYBR

Quencher Quantity  Quantity Me Quantity STRQ
None

None
None

RQ Min

RQ Max

cT Ct Mean

12.869518
12.921873
12.878902

23.46899
23.495674
23629553
23.985607
23.965137
23.990973
12.978873
12.940309
13.004471
19.434507
19.506077
19.525265
23667553

23.69375,
23.716137

13.00252
12.963161
12.926838
23.484057
23.490641
23.412188
24974489

25.07188
25.072912
12.928718
12.985093
12.970517
20.608906
20730221
20.654099

24.193612



Figure S10A Melt Curve Plot
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Figure S10A

Derivative Reporter (—Rn’)
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Figure S10A

Derivative Reporter (—Rn’)
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Figure S10B

CDKL3 GAPDH



Figure S10B

STAT1



Figure S11A Amplification Plot
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Figure S11A

Block Type 384-Well Block

Calibration £ No

Calibration [ 2022-08-01 16:00:17 PM CST

Calibration f No

Calibration f 2022-08-01 16:39:53 PM CST

Calibration | No

Calibration | 2022-08-01 16:56:18 PM CST

Calibration f No

Calibration f 2022-08-01 15:53:01 PM CST

Calibration f No

Calibration F 2022-08-01 17:25:54 PM CST

Calibration ¢ No

Calibration ¢ 2022-08-01 17:03:33 PM CST

Calibration ~ N

o
Calibration ~ 2022-08-01 17:10:48 PM CST

Calibration {No

Calibration | 2022-08-01 16:16:55 PM CST

Calibration \ No

Calibration \ 2022-08-01 16:48:55 PM CST
Chemistry SYBR_GREEN

Experiment Barcode
Experiment Comments

Experiment C:\Users\zhouch\Desktop\2022-11-16 11-15-1.eds

Experiment 20221116 11-15-1
Experiment 2022-11-16 16:34:23 PM CST

Experiment Comparative Ct (AACT)

Experiment User Name
Instrument t 278882256
Instrument ¢ 278882256
Instrument " ViiA 7
Passive Ref ROX
Quantificatic Ct

Signal Smor true

Stage/ Cycl Stage 2, Step 2

well Well Positic Omit
FALSE

74 D2 FALSE
75 D3 FALSE
76 D4 FALSE
77 D5 FALSE
78 D6 FALSE
79 D7 FALSE
80 D8 FALSE
81 D9 FALSE
97 E1 FALSE
98 E2 FALSE
99 E3 FALSE
100 E4 FALSE
101 E5 FALSE
102 E6 FALSE
103 E7 FALSE
104 E8 FALSE
105 E9 FALSE
121 F1 FALSE
122 F2 FALSE
123 F3 FALSE
124 F4 FALSE
125 F5 FALSE
126 F6 FALSE
127 F7 FALSE
128 F8 FALSE
129 F9 FALSE
145 G1 FALSE
146 G2 FALSE
147 G3 FALSE
148 G4 FALSE
149 G5 FALSE
150 G6 FALSE
151 G7 FALSE
152 G8 FALSE

153 G9

Sample Name
PC-3 NC(OE+KD)
PC-3 NC(OE+KD)

PC-3 NC(OE+KD)
PC-3 NC(OE+KD)

PC-3 NC(OE+KD)

PC-3 CDKL3+NC(KD)
PC-3 CDKL3+NC(KD)
PC-3 CDKL3+NC(KD)
PC-3 CDKL3+NC(KD)
PC-3 CDKL3+NC(KD)
PC-3 CDKL3+NC(KD)
PC-3 CDKL3+NC(KD)
PC-3 CDKL3+NC(KD)
PC-3 CDKL3+NC(KD)
PC-3 shSTAT1+NC(OE)
PC-3 shSTAT1+NC(OE)
PC-3 ShSTAT1+NC(OE)
PC-3 ShSTAT1+NC(OE)
PC-3 ShSTAT1+NC(OE)
PC-3 ShSTAT1+NC(OE)
PC-3 ShSTAT1+NC(OE)
PC-3 ShSTAT1+NC(OE)
PC-3 shSTAT1+NC(OE)
PC-3 CDKL3+ShSTAT!
PC-3 CDKL3+ShSTAT!
PC-3 CDKL3+ShSTAT!
PC-3 CDKL3+shSTAT
PC-3 CDKL3+shSTAT!
PC-3 CDKL3+ShSTAT!
PC-3 CDKL3+ShSTAT1
PC-3 CDKL3+shSTAT
PC-3 CDKL3+shSTAT!

)
)
)
)
PC-3 NC(OE+KD)
)
)
)

Target Nam Task Reporter

H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-STAT!
H-STAT!
HSTAT!
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-STAT!
H-STAT!
HSTAT!
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-STAT!
HSTAT!
H-STAT!
H-GAPDH
H-GAPDH
H-GAPDH
H-CDKL3
H-CDKL3
H-CDKL3
H-STAT!
HSTAT!
H-STAT!

UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR
UNKNOWN SYBR

Quencher

Quantity

Quantity Me Quantity STRQ

RQ Min

RQ Max

cT

Ct Mean



Figure S11A Melt Curve Plot
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Figure S11A Melt Curve Plot
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Figure S11A Melt Curve Plot

Derivative Reporter (—Rn’)
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Figure S11B

CDKL3 GAPDH



Figure S11B

STAT1
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Plot 3: EO1: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2000 100.00% 59.04% 26,216.71 800.55 673.12% 268.35%

Q1-UL 11 3 0.14% 0.08% 19,599.45 7,853.27 33.28% 88.05%

Q1-UR 107 27 1.34% 0.79% 1,071,593.33 14,724.82 93.10% 76.95%

Q1-LL 7,619 1905 95.24% 56.23% 7,395.59 581.28 64.34% 53.08%

Q1-LR 263 66 3.29% 1.94% 146,428.13 1,192.78 183.73% 79.30%

Figure S12C




Plot 4: EO1: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2000 100.00% 59.04% 26,216.71 673.12%

Figure S12C




Plot 3: E02: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2000 100.00% 56.09% 24,319.33 812.36 650.85% 311.54%

Q1-UL 38 10 0.48% 0.27% 16,723.03 4,964.97 43.58% 19.64%

Q1-UR 107 27 1.34% 0.75% 882,339.07 15,554.50 101.71% 99.87%

Q1-LL 7,552 1888 94.40% 52.95% 7,429.04 568.81 77.50% 54.74%

Q1-LR 303 76 3.79% 2.12% 143,250.13 1,155.92 215.17% 79.97%

Figure S12C




Plot 4: E02: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2000 100.00% 56.09% 24,319.33 650.85%




Plot 3: E03: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2667 100.00% 56.40% 20,602.45 766.56 631.17% 253.75%

Q1-UL 28 9 0.35% 0.20% 15,718.96 6,589.75 49.03% 58.21%

Q1-UR 95 32 1.19% 0.67% 740,722.91 14,292.66 110.84% 72.51%

Q1-LL 7,596 2532 94.95% 53.55% 7,451.16 559.84 77.21% 55.37%

Q1-LR 281 94 3.51% 1.98% 133,138.09 1,201.48 183.92% 72.66%




Plot 4: E03: Count | Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2667 100.00% 56.40% 20,602.45 631.17%




Plot 3: E04: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2000 100.00% 55.02% 25,108.88 817.50 632.19% 287.26%

Q1-UL 35 9 0.44% 0.24% 16,418.83 5,988.20 51.05% 40.17%

Q1-UR 104 26 1.30% 0.72% 1,032,166.30 16,318.40 85.10% 77.24%

Q1-LL 7,570 1893 94.62% 52.07% 7,608.10 566.51 75.25% 54.82%

Q1-LR 291 73 3.64% 2.00% 121,504.35 1,184.98 156.95% 74.09%




Plot 4: E04: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2000 100.00% 55.02% 25,108.88 632.19%




Plot 3: FO1: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 571 100.00% 46.67% 36,738.50 984.47 589.67% 316.58%

Q1-UL 37 3 0.46% 0.22% 14,981.08 7,830.38 38.57% 69.39%

Q1-UR 157 11 1.96% 0.92% 1,007,038.64 15,810.36 107.48% 98.76%

Q1-LL 7,208 515 90.10% 42.05% 8,939.29 619.99 75.04% 53.91%

Q1-LR 598 43 7.48% 3.49% 118,418.51 1,061.77 200.81% 69.64%




Plot 4: FO1: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 571 100.00% 46.67% 36,738.50 589.67%




Plot 3: F02: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2667 100.00% 52.79% 35,345.82 1,034.68 559.78% 321.51%

Q1-UL 33 11 0.41% 0.22% 16,769.97 6,358.91 42.18% 58.92%

Q1-UR 170 57 2.12% 1.12% 893,509.84 17,255.27 105.31% 88.91%

Q1-LL 7,218 2406 90.22% 47.63% 9,046.61 625.59 73.84% 55.21%

Q1-LR 579 193 7.24% 3.82% 112,293.72 1,068.59 198.31% 69.33%




Plot 4: F02: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2667 100.00% 52.79% 35,345.82 559.78%




Plot 3: F03: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2667 100.00% 53.12% 32,121.36 934.25 594.08% 247.54%

Q1-UL 43 14 0.54% 0.29% 16,888.42 5,078.14 43.81% 22.19%

Q1-UR 140 47 1.75% 0.93% 873,845.72 15,256.56 106.32% 59.08%

Q1-LL 7,283 2428 91.04% 48.36% 8,789.95 623.82 74.16% 55.20%

Q1-LR 534 178 6.68% 3.55% 130,878.32 1,079.54 259.93% 72.01%




Plot 4: F03: Count | Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2667 100.00% 53.12% 32,121.36 594.08%




Plot 3: F04: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2000 100.00% 49.80% 30,694.18 913.30 601.21% 254.74%

Q1-UL 31 8 0.39% 0.19% 16,364.52 5,968.81 37.18% 55.45%

Q1-UR 146 37 1.82% 0.91% 907,343.39 15,091.77 107.71% 57.38%

Q1-LL 7,354 1839 91.92% 45.78% 8,564.18 602.88 74.08% 57.98%

Q1-LR 469 117 5.86% 2.92% 105,742.04 1,032.78 164.79% 71.51%




Plot 4: F04: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2000 100.00% 49.80% 30,694.18 601.21%




Plot 3: GO01: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 348 100.00% 12.48% 104,267.18 1,786.24 366.32% 237.98%

Q1-UL 141 6 1.76% 0.22% 15,510.78 5,416.90 42.64% 35.85%

Q1-UR 619 27 7.74% 0.97% 1,036,385.67 14,158.76 83.16% 53.41%

Q1-LL 6,503 283 81.29% 10.14% 8,123.83 572.18 74.71% 84.35%

Q1-LR 737 32 9.21% 1.15% 186,700.73 1,412.41 200.27% 74.34%




Plot 4: G01: Count | Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 348 100.00% 12.48% 104,267.18 366.32%




Plot 3: G02: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 242 100.00% 8.99% 131,395.46 2,240.73 307.79% 215.25%

Q1-UL 194 6 2.43% 0.22% 14,775.88 5,213.90 44.23% 34.56%

Q1-UR 893 27 11.16% 1.00% 945,729.54 13,649.45 80.68% 53.34%

Q1-LL 6,127 186 76.59% 6.89% 8,189.43 577.37 76.19% 96.06%

Q1-LR 786 24 9.83% 0.88% 195,399.54 1,511.28 180.05% 72.32%




Plot 4: G02: Count | Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 242 100.00% 8.99% 131,395.46 307.79%




Plot 3: G03: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 286 100.00% 10.31% 113,707.77 2,029.01 340.65% 224.58%

Q1-UL 195 7 2.44% 0.25% 15,775.52 5,488.13 42.69% 44.48%

Q1-UR 765 27 9.56% 0.99% 959,137.13 13,680.25 85.25% 54.60%

Q1-LL 6,320 226 79.00% 8.15% 7,943.14 572.15 77.72% 89.54%

Q1-LR 720 26 9.00% 0.93% 170,340.83 1,500.66 178.97% 71.17%




Plot 4: G03: Count | Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 286 100.00% 10.31% 113,707.77 340.65%




Plot 3: G04: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 333 100.00% 11.92% 106,426.36 1,798.10 352.60% 230.44%

Q1-UL 150 6 1.88% 0.22% 15,413.41 5,369.56 41.81% 33.85%

Q1-UR 661 28 8.26% 0.98% 997,000.48 13,300.92 83.28% 54.99%

Q1-LL 6,445 269 80.56% 9.60% 8,420.05 570.43 76.30% 84.06%

Q1-LR 744 31 9.30% 1.11% 182,546.16 1,493.30 178.36% 71.55%




Plot 4: G04: Count | Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 333 100.00% 11.92% 106,426.36 352.60%




Plot 3: HO1: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2667 100.00% 50.74% 26,883.73 919.11 566.43% 224.53%

Q1-UL 48 16 0.60% 0.30% 17,967.33 6,017.81 38.70% 46.03%

Q1-UR 158 53 1.98% 1.00% 764,933.92 12,608.32 91.71% 59.33%

Q1-LL 7,466 2489 93.32% 47.36% 7,887.95 629.04 75.68% 62.76%

Q1-LR 328 109 4.10% 2.08% 105,050.02 1,144.91 214.92% 70.64%




Plot 4: HO1: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2667 100.00% 50.74% 26,883.73 566.43%




Plot 3: H02: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2667 100.00% 49.64% 28,230.01 937.47 555.33% 268.04%

Q1-UL 43 14 0.54% 0.27% 15,966.98 5,714.51 40.56% 62.41%

Q1-UR 154 51 1.92% 0.96% 809,383.80 13,593.08 91.54% 88.24%

Q1-LL 7,438 2479 92.98% 46.15% 8,133.35 635.58 73.16% 63.37%

Q1-LR 365 122 4.56% 2.26% 109,623.33 1,186.96 168.21% 70.27%




Plot 4: H02: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2667 100.00% 49.64% 28,230.01 555.33%




Plot 3: HO3: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 4000 100.00% 50.43% 26,382.64 915.74 556.47% 235.09%

Q1-UL 42 21 0.52% 0.26% 13,713.71 5,567.24 49.91% 31.62%

Q1-UR 147 74 1.84% 0.93% 816,690.99 14,017.81 83.51% 55.26%

Q1-LL 7,509 3755 93.86% 47.33% 7,910.57 624.89 75.26% 62.62%

Q1-LR 302 151 3.78% 1.90% 102,752.05 1,123.08 154.77% 69.41%




Plot 4: HO3: Count | Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 4000 100.00% 50.43% 26,382.64 556.47%




Plot 3: HO04: Count Events/ | % of This % of All Mean APC-A Mean PE-A CV APC-A CV PE-A | Median APC-A Median PE-A
Gated on (P1 MuL Plot
in all)
This Plot 8,000 2667 100.00% 50.57% 29,213.22 912.43 573.83% 218.94%

Q1-UL 57 19 0.71% 0.36% 16,810.53 5,365.23 44.46% 38.89%

Q1-UR 149 50 1.86% 0.94% 881,265.21 12,570.89 92.23% 59.13%

Q1-LL 7,433 2478 92.91% 46.98% 8,205.41 630.25 73.20% 63.27%

Q1-LR 361 120 4.51% 2.28% 112,044.87 1,207.68 163.79% 69.87%




Plot 4: HO04: Count Events/ | % of This % of All Mean APC-A CV APC-A | Median APC-A
Gated on (P1 MuL Plot
in all)

This Plot 8,000 2667 100.00% 50.57% 29,213.22 573.83%




Current Date:
Instrument Serial Number:

Software Name: InCyte

Version Number:

Well

E02
E03
E04
HO1
HO2
HO3

Sample
1D

shCtrl-1
shCtrl-2
shCtrl-3
shCDKL3-1
shCDKL3-2
shCDKL3-3

3.1

Date

11.
11.
11.
11.
11.
11.

26
26
26
26
26
26

26-11?-2021

6735146202
R1. Percent
Percent for
R1 (%)
.2021  17.67690159
. 2021 16. 1922342
.2021  14. 31331854
.2021  24.03961729
.2021  23.03563613
. 2021 18. 2258917

R2. Perce R2.Perce R2.Perce R2.Perce R3.Perce
nt. UL nt. UR nt. LL nt. LR nt
Percent Percent Percent Percent Percent
for R2 for R2 for R2 for R2 for R3
gated by gated by gated by gated by gated by
PO1.R1  PO1.R1  PO1.R1 PO1.R1  POl.RIL
(%) (%) (%) (%) (%)
76. 86 2.42 18. 38 2.34 4.78
77.21 2.54 18.1 2.1 4. 69
76. 09 2.5 19.1 2.31 4. 82
77.63 6. 12 12. 58 3 9.82
77.08 6. 26 12.73 3
76. 92 6.97 11.65 4

.93 10. 21
. 46 11. 47



117 26, 2021. 10:12 AM InCyte 3.1

Well Number: HO1 Sample ID: HO1

‘2, Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 2C
DU 145 shCDKL3-1
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117 26, 2021. 10:12 AM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
HO1 HO1 11.26.2021 24.04 77.63 6.12 12.58
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
HO1 3.67 9.82

Advancing Life Science Together - EMD Millipore

Page 2



117 26, 2021. 10:12 AM InCyte 3.1

Well Number: HO2 Sample ID: HO2

‘2, Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 2C
DU 145 shCDKL3-2
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117 26, 2021. 10:12 AM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
HO2 HO2 11.26.2021 23.04 77.08 6.26 12.73
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
HO2 3.93 10.21

Advancing Life Science Together - EMD Millipore

Page 2



117 26, 2021. 10:12 AM InCyte 3.1

Well Number: HO3 Sample ID: HO3

‘2, Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 2C
DU 145 shCDKL3-3
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117 26, 2021. 10:12 AM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
HO3 HO3 11.26.2021 18.23 76.92 6.97 11.65
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
HO3 4.46 11.47

Advancing Life Science Together - EMD Millipore

Page 2



117 26, 2021. 10:12 AM InCyte 3.1

Well Number: E02 Sample ID: E02

2, Plot P02, gated onPOl.R_l Plot P03, gated on PO1.R1
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Figure 2C
DU 145 shCtrl-1
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117 26, 2021. 10:12 AM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
E02 E02 11.26.2021 17.68 76.86 2.42 18.38
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
E02 2.34 4.78

Advancing Life Science Together - EMD Millipore

Page 2



117 26, 2021. 10:12 AM InCyte 3.1

Well Number: EO3 Sample ID: EO3
2, Plot P02, gated on' Ppl.Rl Plot P03, gated on PO1.R1
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Figure 2C
DU 145 shCtrl-2
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117 26, 2021. 10:12 AM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
EO3 EO3 11.26.2021 16.19 77.21 2.54 18.10
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
EO3 2.15 4.69

Advancing Life Science Together - EMD Millipore

Page 2



117 26, 2021. 10:12 AM InCyte 3.1

Well Number: E04 Sample ID: EO4
‘2, Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
i i Lt R ]
] : 2.50% 2]
] ¥
o o
(o5 L
— ™M
]l: —] .E: .
0] 5 3 —R3 |
1 1 o (ol
b= O
o o
o ™ ]
(8] ] o
c ] A\~ (@)
(0] 1 n
Q 4
AN < S A Y A R
= = 10 10 10 10 10 10
= Red-R Fluorescence (RED-R-HLog)
[T .
o ]
IC —
v
o i
- 3
I .
o 119.10% - 2.31%
T T AL | AL | T
10° 10! 102 10° 10* 10°
Red-R Fluorescence (RED-R-HLog)

Figure 2C
DU 145 shCtrl-3
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117 26, 2021. 10:12 AM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
E04 E04 11.26.2021 14.31 76.09 2.50 19.10
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
EO04 2.31 4.82

Advancing Life Science Together - EMD Millipore

Page 2



Current Date:
Instrument Serial Number: 6735146202
Software Name: InCyte

Version Number: 3.1

Well

Co1
€02
€03
DO1
D03
D04

Sample
1D

shCtrl-1
shCtrl-2
shCtrl-3
shCDKL3-1
shCDKL3-2
shCDKL3-3

Date

11.
11.
11.
11.
11.
11.

26
26
26
26
26
26

26-117-2021

. 2021
. 2021
. 2021
. 2021
. 2021
. 2021

R1.

Percen

t Percent
for R1

(%)

47
36
41
49
42
40

. 381342
. 110918
. 882986
. 903865
. 162425
. 956964

R2. Percent
.UL
Percent
for R2
gated by
PO1.R1
72. 3565534
72.6135489
72.6950014
87.0834136
85. 928489
85. 90966

R2. Percent.
UR Percent
for R2
gated by
POL.R1 (%)

. 542698139
. 723248653
. 782308357
. 358890387
. 756247597
. 860637581

R2. Percent
.LL

Percent

for R2
gated by
PO1.R1
22.7691422
22. 3056197
22. 3544085
4. 80639569
4. 21953095
4.19917172

R2. Percent
LR Percent
for R2
gated by
POL.R1 (%)

2. 331606218
2. 357582756
2. 168281685
0. 751300327
1. 095732411
1. 030530675

R3. Percent
Percent
for R3
gated by
PO1.R1

%)

4. 87430436
5. 08083141
4. 95059004
8. 11019072
9. 85198001
9. 89116826



114 26, 2021. 10:17 AM InCyte 3.1

Well Number: DO1 Sample ID: D01

2 Plot P03, gated on PO1.R1
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Figure 2C
PC-3 shCDKL3-1
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117 26, 2021. 10:17 AM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL

P.ercent Percent Percent Percent

Well | Sample ID Date for R1 for R2 for R2 for R2

(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
D01 D01 11.26.2021 49.90 87.08 7.36 4.81
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
D01 0.75 8.11

Advancing Life Science Together - EMD Millipore Page 2



114 26, 2021. 10:17 AM InCyte 3.1

Well Number: D03 Sample ID: D03

Lr(’:}_Plot P_02 gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 2C
PC-3 shCDKL3-2
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117 26, 2021. 10:17 AM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL

P.ercent Percent Percent Percent

Well | Sample ID Date for R1 for R2 for R2 for R2

(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
D03 D03 11.26.2021 42.16 85.93 8.76 4.22
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
D03 1.10 9.85
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114 26, 2021. 10:17 AM InCyte 3.1

Well Number: D04 Sample ID: D04

2 Plot P03, gated on PO1.R1
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Figure 2C
PC-3 shCDKL3-3
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117 26, 2021. 10:17 AM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL

P.ercent Percent Percent Percent

Well | Sample ID Date for R1 for R2 for R2 for R2

(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
D04 D04 11.26.2021 40.96 85.91 8.86 4.20
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
D04 1.03 9.89

Advancing Life Science Together - EMD Millipore Page 2



117 26, 2021. 10:16 AM InCyte 3.1

Well Number: CO1 Sample ID: C01

v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 2C
PC-3 shCtrl-1

Advancing Life Science Together - EMD Millipore Page 1



117 26, 2021. 10:16 AM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Co1 co1 11.26.2021 47.38 72.36 2.54 22.77
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
Co1 2.33 4.87
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114 26, 2021. 10:17 AM InCyte 3.1

Well Number: C02 Sample ID: C02
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Figure 2C
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117 26, 2021. 10:17 AM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Cc02 Cco02 11.26.2021 36.11 72.61 2.72 22.31
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
Cc02 2.36 5.08
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114 26, 2021. 10:17 AM InCyte 3.1

Well Number: C03 Sample ID: C03

v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 2C
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117 26, 2021. 10:17 AM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Co03 CcO03 11.26.2021 41.88 72.70 2.78 22.35
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
C03 2.17 4.95
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Figure 4F and S7C

DU 145

Current Date:
Instrument Serial Number: 6735146202
Software Name: InCyte

Version Number:

3.1

05-27-2022

Well

Sample

Date

R2. Percent
UL Percent
for R2
gated by

POL.R1 (%)

R2. Percent
.UR
Percent
for R2
gated by

PO1.R1
(%)

R2. Percent
.LL
Percent
for R2
gated by

PO1.R1
(%)

R2. Percent.
LR Percent
for R2
gated by

PO1.R1 (%)

R3. Percent
Percent
for R3
gated by
PO1.R1
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24 05, 2022. 2:22 PM InCyte 3.1

Well Number: C02 Sample ID: C02

wn  Plot P02, gated_on PO1.R1 Plot P03, gated on PO1.R1

~17814% . .| 4.89% B

1 3 : <

CIR g ' o
(o5 L
— al ™M
]l: —3 - .E: _
o 1 3 3 23
z 7 o ™M
o o
o ™ ]
o ]
c (=2
S I S 2
o] A A S A VIR
s 10 10 10 10 10 10
3 ] Red-R Fluorescence (RED-R-HLog)
[T .
o ]
ICH
v
o i
- 3
(G :

- 116.27% 0.70%

AL | AL AL | AL | T
10° 10 102 10° 10* 10°
Red-R Fluorescence (RED-R-HLog)

Figure 4F and S7C

DU 145
shCDKL3+ERK activator—1
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24 05, 2022. 2:22 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Cc02 Cco02 02.05.2022 78.14 4.89 16.27
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
Cc02 0.70 5.61

Advancing Life Science Together - EMD Millipore
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24 05, 2022. 2:22 PM InCyte 3.1

Well Number: C03 Sample ID: C03
v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 4F and S7C

DU 145
shCDKL3+ERK activator-2
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24 05, 2022. 2:22 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Co03 CcO03 02.05.2022 77.92 4.68 16.58
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
C03 0.81 5.52
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24 05, 2022. 2:22 PM InCyte 3.1

Well Number: C04 Sample ID: C04
v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 4F and S7C

DU 145
shCDKL3+ERK activator-3
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24 05, 2022. 2:22 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Cco04 Co04 02.05.2022 77.14 4.76 17.20
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
co4 0.90 5.70
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24 05, 2022. 2:23 PM InCyte 3.1

Well Number: EO1 Sample ID: EO1
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Figure 4F and S7C

DU 145
shCDKL3-1
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24 05, 2022. 2:23 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
EO1 EO1 02.05.2022 74.85 6.72 17.02
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
EO1 1.41 8.13
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24 05, 2022. 2:23 PM InCyte 3.1

Well Number: E02 Sample ID: E02
v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 4F and S7C

DU 145
shCDKL3-2
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24 05, 2022. 2:23 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
E02 E02 02.05.2022 75.85 5.96 17.14
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
E02 1.05 7.05
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24 05, 2022. 2:23 PM InCyte 3.1

Well Number: EO3 Sample ID: EO3
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Figure 4F and S7C

DU 145
shCDKL3-3
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24 05, 2022. 2:23 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
EO3 EO3 02.05.2022 75.36 6.32 17.21
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
EO3 1.11 7.45
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24 05, 2022. 2:21 PM InCyte 3.1

Well Number: A02 Sample ID: A02
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Figure 4F and S7C

DU 145
shCtrl-1
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24 05, 2022. 2:21 PM

InCyte 3.1
R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
A02 A02 02.05.2022 75.95 3.71 19.55
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
A02 0.79 4.54
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24 05, 2022. 2:21 PM InCyte 3.1

Well Number: A03 Sample ID: A03
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Figure 4F and S7C

DU 145
shCtrl1-2
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24 05, 2022. 2:21 PM

InCyte 3.1
R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
AO03 A03 02.05.2022 76.44 3.13 19.82
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
AO03 0.61 3.75
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24 05, 2022. 2:21 PM InCyte 3.1

Well Number: A04 Sample ID: A04
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Figure 4F and S7C

DU 145
shCtrl1-3
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24 05, 2022. 2:21 PM

InCyte 3.1
R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
A04 A04 02.05.2022 77.26 3.15 18.93
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
A04 0.66 3.81

Advancing Life Science Together - EMD Millipore Page 2



Figure 4F and S7C
PC-3

Current Date:
Instrument Serial Number: 6735146202

07-27-2022

Software Name: InCyte
Version Number: 3.1
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PO1.R1

(%)
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R2. Percent. R2.Percent. R2.Percent.
UR Percent LL Percent LR Percent Percent for
for R2 for R2 for R2
gated by gated by gated by
PO1.R1 (%) POL.R1 (%) PO1.R1 (%)

2. 528445006 13. 58552951 0.
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3.020785219 21. 35796767 3.

680735194
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R3 gated by
PO1.R1 (%)
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. 933923957

. 757184967



24 07, 2022. 2:14 PM InCyte 3.1

Well Number: CO1 Sample ID: C01
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Figure 4F and S7C
PC-3
shCDKL3+ERK activator—1
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24 07, 2022. 2:14 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Co1 co1 02.07.2022 72.61 3.02 21.36
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
Co1 3.01 6.05

Advancing Life Science Together - EMD Millipore

Page 2



24 07, 2022. 2:15PM InCyte 3.1

Well Number: C02 Sample ID: C02
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Figure 4F and S7C
PC-3
shCDKL3+ERK activator—2
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24 07, 2022. 2:15PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Cc02 Cco02 02.07.2022 72.47 2.94 21.62
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
Cc02 2.96 5.93
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24 07, 2022. 2:15PM InCyte 3.1

Well Number: C03 Sample ID: C03
wn _ Plot P02_, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 4F and S7C
PC-3
shCDKL3+ERK activator—3
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24 07, 2022. 2:15PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Co03 CcO03 02.07.2022 71.73 2.86 22.54
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
C03 2.86 5.76
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24 07, 2022. 2:14 PM

InCyte 3.1

Well Number: BO1

Sample ID: BO1

v Plot P02, gat
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Plot P03, gated on PO1.R1
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24 07, 2022. 2:14 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
BO1 BO1 02.07.2022 75.31 4.94 17.01
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
BO1 2.74 7.72
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24 07, 2022. 2:14 PM InCyte 3.1

Well Number: B02 Sample ID: B02

wn  Plot P02, gated_ on PO1.R1 Plot P03, gated on PO1.R1
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24 07, 2022. 2:14 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
B02 B02 02.07.2022 76.64 4.40 16.82
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
B02 2.14 6.57
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24 07, 2022. 2:14 PM InCyte 3.1

Well Number: BO3 Sample ID: BO3

wn  Plot P02, gated_ on PO1.R1 Plot P03, gated on PO1.R1
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24 07, 2022. 2:14 PM

InCyte 3.1

R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
B03 B0O3 02.07.2022 76.63 4.85 16.64
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
B03 1.88 6.75

Advancing Life Science Together - EMD Millipore

Page 2



24 07, 2022. 2:14 PM InCyte 3.1

Well Number: A02 Sample ID: A02

v Plot P02, gate:d on PO1.R1 Plot P03, gated on PO1.R1
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24 07, 2022. 2:14 PM

InCyte 3.1
R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
A02 A02 02.07.2022 83.21 2.53 13.59
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
A02 0.68 3.22
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24 07, 2022. 2:14 PM InCyte 3.1

Well Number: A03 Sample ID: A03
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24 07, 2022. 2:14 PM

InCyte 3.1
R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
AO03 A03 02.07.2022 82.70 2.47 14.13
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
AO03 0.70 3.20
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24 07, 2022. 2:14 PM InCyte 3.1

Well Number: A04 Sample ID: A04

wn  Plot P02, gatec! on PO1.R1 Plot P03, gated on PO1.R1
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24 07, 2022. 2:14 PM

InCyte 3.1
R2.Percent.UL R2.Percent.UR R2.Percent.LL
Percent Percent Percent
Well | Sample ID Date for R2 for R2 for R2
gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
A04 A04 02.07.2022 83.37 2.35 13.72
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
A04 0.56 2.94
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Sep 28, 2020. 1:50 PM InCyte 3.1

Well Number: BO1 Sample ID: BO1
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
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Sep 28, 2020. 1:50 PM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
BO1 BO1 09.28.2020 55.83 81.25 2.14 15.45
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
BO1 1.15 3.30
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Sep 28, 2020. 1:50 PM InCyte 3.1

Well Number: BO3 Sample ID: BO3
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
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™1 81.84% o 2.06% o]
] TR . ¥
~— . N : o.
(@)}
Sai ]
T HE . - -
" 3. C ]
o 1 S 3
t - o o]
z 1 o N
of —R3 |
SAY by
(O] ] -
(] + 4
c A~ (=1
(O] 1 A\~ )
8 ] |
o | TS UL S22 3 s a4 405
5 10 10 10 10 10 10
=R Red-R Fluorescence (RED-R-HLog)
[T i
o
c 1
S S
U] ]
o | 14.95% 1.15%
AL | MEERRRL | AL | AL | T
10° 10 102 10° 10* 10°
Red-R Fluorescence (RED-R-HLog)

Fugure 6C
NC(shSTAT1+CDKL3)-2

Advancing Life Science Together - EMD Millipore Page 1



Sep 28, 2020. 1:50 PM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
B03 BO3 09.28.2020 55.78 81.84 2.06 14.95
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
B03 1.15 3.22
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Sep 28, 2020. 1:50 PM InCyte 3.1

Well Number: B04 Sample ID: B04
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Sep 28, 2020. 1:50 PM

InCyte 3.1

R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
B04 B04 09.28.2020 59.07 82.26 2.39 14.09
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
B04 1.27 3.65
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Sep 28, 2020. 1:50 PM InCyte 3.1

Well Number: C02 Sample ID: C02
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
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Figure 6C
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Sep 28, 2020. 1:50 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
co02 co02 09.28.2020 59.21 90.60 5.71 1.91
R2.Percent.LR R3.Percent
Percent Percent

Well for R2 for R3

gated by PO1.R1|gated by PO1.R1

(%) (%)

co02 1.79 7.52
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Sep 28, 2020. 1:51 PM InCyte 3.1

Well Number: C03 Sample ID: C03
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
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Figure 6C
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Sep 28, 2020. 1:51 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Cco03 Cco03 09.28.2020 58.82 89.54 6.28 2.08
R2.Percent.LR R3.Percent

Percent Percent

Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)

Cco03 2.11 8.38
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Sep 28, 2020. 1:51 PM InCyte 3.1

Well Number: C04 Sample ID: C04
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 6C
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Sep 28, 2020. 1:51 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
Cco04 Cco04 09.28.2020 57.03 90.15 5.70 1.93
R2.Percent.LR R3.Percent

Percent Percent

Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)

co4 2.22 7.95
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Sep 28, 2020. 1:51 PM InCyte 3.1

Well Number: D02 Sample ID: D02
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
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Figure 6C
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Sep 28, 2020. 1:51 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
D02 D02 09.28.2020 59.67 82.02 9.59 3.18
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
D02 5.20 14.79
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Sep 28, 2020. 1:51 PM InCyte 3.1

Well Number: D03 Sample ID: D03
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
v Plot P02, gated on P0_1 R1 Plot P03, gated on PO1.R1
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Figure 6C
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Sep 28, 2020. 1:51 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
D03 D03 09.28.2020 60.10 82.16 9.11 3.18
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
D03 5.56 14.69
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Sep 28, 2020. 1:51 PM InCyte 3.1

Well Number: D04 Sample ID: D04
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 6C
shSTAT1+NC-CDKL3-3

Advancing Life Science Together - EMD Millipore Page 1



Sep 28, 2020. 1:51 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
D04 D04 09.28.2020 58.97 81.54 9.54 2.99
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
D04 5.94 15.47
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Sep 28, 2020. 1:49 PM InCyte 3.1

Well Number: A02 Sample ID: A02
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
v Plot P02, gated on PO1.R1 Plot P03, gated on PO1.R1
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Figure 6C
CDKL3+NC-shSTAT1-1
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Sep 28, 2020. 1:49 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
A02 A02 09.28.2020 64.43 90.34 1.60 6.86
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
A02 1.21 2.83
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Sep 28, 2020. 1:50 PM InCyte 3.1

Well Number: A03 Sample ID: A03
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
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Figure 6C
CDKL3+NC-shSTAT1-2
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Sep 28, 2020. 1:50 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
A03 A03 09.28.2020 63.69 90.37 1.46 7.01
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
AO03 1.16 2.62
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Sep 28, 2020. 1:50 PM InCyte 3.1

Well Number: A04 Sample ID: A04
File Name: E:/a-ZY/20200927 DU145 HF DW/2020-09-27_at_04-38-26pm.fcs
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Figure 6C
CDKL3+NC-shSTAT1-3
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Sep 28, 2020. 1:50 PM

InCyte 3.1
R1.Percent R2.Percent.UL R2.Percent.UR R2.Percent.LL
P.ercent Percent Percent Percent
Well | Sample ID Date for R1 for R2 for R2 for R2
(%) gated by PO1.R1|gated by PO1.R1|gated by PO1.R1
(%) (%) (%)
A04 A04 09.28.2020 62.58 90.39 1.28 7.36
R2.Percent.LR R3.Percent
Percent Percent
Well for R2 for R3
gated by PO1.R1|gated by PO1.R1
(%) (%)
A04 0.96 2.24
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