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Table S1. ROC curve data

D TYPE 5ZWJ 6JRJ 6LUD
Affinity (Kcal/mol)  Affinity (Kcal/mol)  Affinity (Kcal/mol)
compound?231 1 -9 -9.8 -10.1
compound313 1 9.2 -10.9 -10
compound103 0 -8.9 -9.5 -10
compound312 1 9.2 -10.5 -9.9
compound174 0 -11.6 -9.8 -9.9
compound229 1 9.4 9.3 -9.8
compound278 1 -9.9 -10.7 -9.7
compound286 1 9.2 -8.8 -9.7
compound88 0 -11 9.5 -9.6
compound230 1 9.3 9.5 -9.6
compound101 0 -9.8 94 -9.6
compound284 1 -9.7 -9.6 -9.5
compound122 0 -8.8 -8.3 -94
compound97 0 -10.1 -8.2 9.4
compound125 0 -9 -8.2 9.4
compound?29 0 -8.2 9.2 9.3
compound109 0 -7.6 9.2 9.3
compound289 1 -10.3 -8.9 93
compound105 0 9.2 -8.7 -9.3
compound290 1 -9.7 -8.2 -9.3
compound236 1 -8.9 -9.6 -9.2
compound37 0 -10.1 9.3 9.2

compound258 1 -8.7 -9.3 9.2
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compound180 0 -7.4 -6.6 -6.9

compound271 1 -6.7 -7.3 -6.8
compound20 0 -6.8 -6.9 -6.8
compound?27 0 -6.6 -7.8 -6.7
compound57 0 -7.4 -7.4 -6.7
compound50 0 -7.8 -7.2 -6.7

compound 188 0 -7.2 -6.8 -6.7
compound51 0 -7.1 -6.8 -6.7

compound115 0 -6.6 -6.6 -6.7

compound155 0 -6.9 -6.3 -6.7

compound175 0 -7.7 -6.9 -6.6
compound98 0 -7.6 -6.8 -6.6
compound64 0 -1.7 -7.1 -6.5
compound71 0 -6.9 -7 -6.5
compound171 0 -7.3 -6.4 -6.5
compound28 0 -7.1 -6.3 -6.5
compound74 0 -7.6 -6.5 -6.4
compound17 0 -7 -6.5 -6.4
compound61 0 -6.2 -6.7 -6.1
compound69 0 -6.2 -6.3 -6.1
compound48 0 -7.1 -6 -6.1
compound231 1 -9 -9.8 -10.1
compound313 1 9.2 -10.9 -10

a () represents the inactive compound; 1 represents the active compound

14



Table S2. The information of 13 hit compounds

Affinity
Compd. Structure Source

(Kcal/mol)

(o
N
X N
D008-10042524 O D)‘\ @ -10.1 Spece
N

N
D008-10083445 T 9.6 Spece
h @ \/@

D008-10048904 2 -9.5 Spece

D008-10016012 N[ﬁ/)\Q 9.6 Spece

D008-10080218 l Z -9.6 Spece

D008-10049026 ‘/ZV’N\ -10.5 Spece
NS \
N
C Aﬁ
(0]
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D008-10050038

D008-10022050

D008-10056747
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Figure S2. The workflow of drug discovery strategy applied to discover active compounds against EGFR target
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Control AZD9291-2 pM T001-10026247-1 pM T001-10026247-2 pM

Figure S7. Fluorescent probe JC-1 detects the induction of apoptosis in H1975 cells by compound T001-10026247.

Control AZD9291-2 pM T001-10026247-1 pM T001-10026247-2 pM 80

Migration radios (%)

Figure S8. In vitro wound healing assays were performed on H1975 cells with different concentrations of T001-

10026247. Quantitative analyses of the percentage of wound closure at 24 h compared with 0 h were shown on the right.

Control AZD9291-2 n T001-10026247-1 pM T001-10026247-2 pM
. T T -

Figure S9. Transwell assay of cell invasion.
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Figure S10. The results of blood biochemical analysis of mice in the blank group (0.9% saline), positive administration

group (AZD9291, 70 mg/kg) and T001-10026247 (70 mg/kg) administration group. (A) ALP, LDH, CK; (B) CREA,
AST, ALT; (C) TP, UREA, GLU.
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Figure S11. (A) The binding mode of compound T001-10026247 with protein 6JRJ is as follows (3D). (B) The binding
mode of compound T001-10026247 with protein 6JRJ is as follows (2D).
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Table S3. Cell proliferation activity evaluation of hit compounds in H1975, A549 and H460 cells.

IC5o(nM+SD)*
Compd.
H1975 A549 H460
D008-10042524 78.33+£7.53 >100 >100
D008-10083445 >100 >100 >100
D008-10048904 17.32+1.87 30.47%3.67 25.58+2.52
D008-10016012 >100 85.53+9.65 98.53+£10.41
D008-10080218 37.90+4.09 34.68+4.24 41.52+4.86
D008-10049026 >100 51.58+5.74 >100
D008-10050038 >100 65.86+£7.31 53.80+52.98
D008-10135686 16.78+2.35 15.12+2.03 35.37+4.23
D008-10056747 >100 >100 >100
T001-10020615 77.93+6.98 68.44+6.90 82.41+9.21
T001-10013696 43.42+4.21 41.97+4.56 35.84+5.72
T001-10013986 >100 >100 >100
T001-10026247 0.26+0.01 0.74+0.08 2.65+0.22
AZD9291" 4.951+0.51 4.47+0.45 5.38+0.49

aThe values are an average of three separate determinations.

bUsed as the positive control.
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Table S4. The activity of hit compounds against EGFRT790M/C797SL858R apnd EGFRT79OMLESER,

ICso(uM)

Compd. EGFRT790M/C797S/L858R EGFRT790M/L858R
D008-10042524 >10.0 ND
D008-10083445 >10.0 ND
D008-10048904 4.82 ND
D008-10016012 >10.0 ND
D008-10080218 3.18 ND
D008-10049026 >10.0 ND
D008-10050038 >10.0 ND
D008-10135686 2.37 ND
D008-10056747 >10.0 ND
T001-10020615 >10.0 ND
T001-10013696 3.33 ND
T001-10013986 >10.0 ND
T001-10026247 2.29 1.63

aND: Not done.
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1H, 13C, HRMS & HPLC-purity spectrum of the compound T001-10026247

'"H NMR (400 MHz, DMSO-d;) & (ppm) 1.30 (t, J=6.90 Hz, 3 H), 2.88 (s, 4 H), 2.84 (s, 4 H), 4.37
(q, J=7.03 Hz, 2 H), 7.02 (t, J=9.29 Hz, 1 H), 7.36 - 7.59 (m, 3H), 7.73 (d, J=1.51 Hz, 1 H), 7.78 (d,
J=15.31 Hz, 1 H), 7.89 (s, 1 H), 8.83(s,1H), 10.25(br.s.,1H), 3C NMR (101 MHz, DMSO-d;)
160.93, 159.66, 159.15, 156.27, 155.00, 153.85, 136.67,136.10, 135.99, 135.02, 134.63, 133.83,
133.67, 129.18, 127.65, 126.16, 120.28, 116.02, 108.29, 108.03, 106.41, 47.81, 43.36, 36.57, 13.14.
LC-MS (HPLC: MeOH/H,0 (KH,PO,=20 mM) = 1:1); tR: 8.252 min, purity: 98.8%. ESI-MS (m/z):
[M + HJ, calcd for C,sH»3ClgFNgO: 513.1373, found, 513.1374.
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High resolution mass spectrum

1: TOF M5 ES+

1004 5121379 19786
B.‘a_

T T T T miz
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313132 313134 313136 313138 313.140 a13.142 213144 313146 313.148
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HPLC-pur

T o
1 F
SDD—-
IDD—‘
300
200
100
0 N W
T T T T T T T T T
2 4 6 8 10 12 14 16 18 iy
Area Percent Report
Sorted By Signal
Multiplier 1.0000
Dilution 1.0000
Use Multiplier & Dilution Factor with ISTDs
Signal 1: VWDl &, Wavelength=365 mm
Peak RetTime Type Width Area Height Area
# [min] [min] [mAU*s] (man] %
-1 1---=1 | | |
1 6.924 MM 0.0630 4.85375 1.2831%8 0.1915
2 8.081 BV 0.0768 21.07841 4.14324 0.8318
3 8.252 v 0.0687 2504.21411 569%.86847 98.8193
4 10.158 MM 0.0893 3.98793 7.44103e-1 0.1574
Totals 2534.13421 576.039200
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Proteins and software involved in the manuscript

Proteins:

6JRJ! (DOI: 10.2210/pdb6jrj/pdb) https://www.wwpdb.org/pdb?id=pdb _00006jrj;
5ZWJ? (DOI: 10.2210/pdb5zwj/pdb) https://www.wwpdb.org/pdb?id=pdb 00005zwj;
6LUD? (DOI: 10.2210/pdb6lud/pdb) https://www.wwpdb.org/pdb?id=pdb _00006lud.

Software:

Vina* (https://vina.scripps.edu/);

DUD-E>® online application (http://dude.docking.org/generate);
Knime’? (https://www .knime.com/);

OpenBabel® (http://openbabel.org/wiki/Main_Page);

Discovery Studio!? (http://www.discoverystudio.net/).
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