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Table S1. EGFR inhibitory data of compounds 1—6 and the positive control

staurosporine.

Compound ID Concentration (nM) Mean SD
1 20000 -9.9 4.5
2 20000 -12.5 4.2
3 20000 -3.8 5.3
4 20000 -3.4 5.8
5 20000 -7.5 3.1
6 20000 -4.9 3.7

Staurosporine ICs0 = 82.3 nM

Table S2. In silico docking parameters between compounds 2-6 and the ligand of
7XO site of 5X2A

EGFR Number of Binding Van der Waals -CDOCKER II\;'SI]EDRCLCCI;EEN
crystal ~ Compound ID  hydrogen Energy Energy ENERGY ENERGY
structure bonds (kcal mol™) (kcal mol™) (kcal mol™)
(kcal mol™)

2 3 3.57 -19.62 -21.53 56.27

3 1 1.83 -13.54 -28.67 47.16
5X2A 4 3 0.13 -14.00 -24.37 55.77

5 1 8.52 -15.53 -25.47 54.58

6 2 3.72 -14.21 -30.33 49.82
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Figure S1. '"H NMR spectrum of compound 1 in CDCl;

L£'89—
VSl —

o16L”
59'€8—
vrve’
90°16-_

ov'9kL—
617021 —

80'9V1—
€V6vL—

SL'0LL~
69°CTLL—

1770 160 150 140 130 120 10 100 920 80 70 60 50 40 30 20
1 (ppm)

30

Figure S2. °C NMR spectrum of compound 1 in CDCl;
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Figure S3. DEPT135 spectrum of compound 1 in CDCl;
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Figure S4. HSQC spectrum of compound 1 in CDCl;
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Figure S5. '"H-'H COSY spectrum of compound 1 in CDCl;
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Figure S6. HMBC spectrum of compound 1 in CDCl;
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Figure S7. NOESY spectrum of compound 1 in CDCl;
Qualitative Analysis Report
Data Filename ESIH202103259.d Sample Name A8-A8-E3B
Sample ID Position P1-E3
Instrument Name Agilent G6520 Q-TOF Acq Method 20160322_MS_ESIH_POS_1min.m
Acquired Time 7/1/2021 19:56:48 IRM Calibration Status
DA Method small molecular data analysis method.m Comment ESIH by zhuzhenyun
User Spectra
Fragmentor Voltage Collision Energy Ionization Mode
0
x10 5 |+ Scan (rt: 0.17-0.20 min, 5 scans) ESIH202103259.d
14
094 487.2671
0.8
0.7
0.6
0.5
0.4
0.31 488.2706
0.2
0.1 489 ‘2/5/ 493.3158 498.1847
0 ! | . |
480 481 482 483 484 485 486 487 488 489 490 481 452 483 494 495 496 497 498
Counts vs. Mass-to-Charge (m/z)
Formula Calculator Results
|mlz ICaIc m/z lDiff (mDa) IDiff (ppm) IIon Formula IIon I
| 487.2671] 487.2666| -0.47| -0.97|C26 H40 Na 07 [M+Na)+ |
--- End Of Report ---
“: Agilent Technologies Page 1 of 1 Printed at: 17:22 on: 7/2/2021

Figure S8. HR-ESI-MS spectrum of compound 1
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Figure S9. IR spectrum of compound 1

day, 06/28/2021

sample was measured on an Autopol VI, serial number 901
ufactured by Rudolph Research AnalyticalHackettstown,N

):E3B-2
Temperature : OFF
p Corr: OFF
Average Std.Dev.
24.881 29282
o SamplelD  Time Result
E3B-2 05:56:35PM 23571
E3B-2 055659 PM 28571
E3B-2 0557.10PM 23571
E3B-2 055720PM 22143
E3B-2 055721PM 22143
E3B-2 055741PM  29.286
ature

Figure S10. ORD spectrum of compound 1
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Figure S11. "H NMR spectrum of compound 2 in CDCl;
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Figure S12. *C NMR spectrum of compound 2 in CDCl;
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Figure S13. DEPT135 spectrum of compound 2 in CDCl;
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Figure S14. HSQC spectrum of compound 2 in CDCls
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Figure S15. '"H-'H COSY spectrum of compound 2 in CDCls
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Figure S16. HMBC spectrum of compound 2 in CDCl;
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Figure S17. NOESY spectrum of compound 2 in CDCl;

Qualitative Analysis Report

f1 (ppm)

Data Filename ESIH202102821.d Sample Name A8-A8-E4A
Sample ID Position

Instrument Name Agilent G6520 Q-TOF Acq Method
Acquired Time 5/24/2021 17:23:13 IRM Calibration Status
DA Method small molecular data analysis method.m Comment

User Spectra

P2-D2

20160322_MS_ESIH_POS_1min.m

ESIH by zhuzhenyun

Fragmentor Voltage Collision Energy Ionization Mode
135 0

x10 5 [+ Scan (rt: 0.298-0.373 min, 10 scans) ESIH202102821.d

2.2

2]
1.8
1.6
1.4
1.2

1 498.3062
0.8
0.6

044 499.3091

0.2 501.2422
|

503.2618

504.2647

505.2672
|

0 L
493 494 495 496 497 498 499 500 501 502

503 504 505 506

Counts vs. Mass-to-Charge (m/z)

Formula Calculator Results

507

508 509 510 511

m/z Calcm/z Diff (mDa) Diff (ppm) Ion Formula Ion
503.2618| 503.2615 -0.31 -0.62|C26 H40 Na 08 (M+Na)+
498.3062 498.3061 -0.03 -0.05|C26 H44 N 08 (M+NH4)+
--- End Of Report ---
Agilent Technologies Page 1 of 1 Printed at: 11:06 on: 5/25/2021

Figure S18. HR-ESI-MS spectrum of compound 2

13
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Jrsday, 0612412021

s sample was measured on an Autopol VI, serial number 900
nufactured by Rudolph Research Analytical Hackettstown,N,

ID: E4A
{ Temperature : OFF
mp Corr; OFF
Average Std.Dev.
15.790 20434
No SamplelD  Time Result
E4A 07:4952PM  17.719
E4A 07.50:06PM 12281
E4A 0750:13PM 13684
E4A 07:50:26PM 17193
E4A 0750:34PM 16842
E4A 0750:40PM 17018
Inature

Figure S20. ORD spectrum of compound 2
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Figure S27. '"H NMR spectrum of compound 6 in CDCl;
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Figure S29. '"H NMR spectrum of mixture in CDCl;
Qualitative Analysis Report
Data Filename ESIH202201014.d Sample Name A8-A8-E4A0302
Sample ID Position P1-B2
Instrument Name Agilent G6520 Q-TOF Acq Method 20160322_MS_ESIH_POS_1min.m
Acquired Time 3/2/2022 13:53:10 IRM Calibration Status
DA Method small molecular data analysis method.m Comment ESIH by fangsu
User Spectra
Fragmentor Voltage Collision Energy Ionization Mode
175 0 ESI
x10 4 |+ Scan (rt: 0.045-0.078 min, 5 scans) ESIH202201014.d
1.4+
487.2669
1.2
14
0.8
0.64
0.4 488.2700
0.2
481.2650 489.2717 492.3301
0 I | . ! .
480 481 482 483 484 485 486 487 488 489 490 491 492 493 494 495 496 497 498
Counts vs. Mass-to-Charge (m/z)
Formula Calculator Results
|m/z Icalc m/z IDiff (mbDa) IDiff (ppm) IIon Formula IIon l
[ 487.2669| 487.2666| -0.27] -0.55[C26 H40 Na 07 [M+Na)+ |
--- End Of Report ---
Agilent Technologies Page 1 of 1 Printed at: 14:43 on: 3/2/2022

Figure S30. HR-ESI-MS spectrum of mixture
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