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Supplementary Figures

Table S1. WT and DM EGFR potencies determined by TR FRET (n=1, 2 technical replicates).

Compound DM EGFR pIC,, WT EGFR pIC,,
30 6.8 5.7
35 5-5 <4.0
39 3.7 <4.0
48 6.7 6.6
49 6.4 5.6
50 6.6 5.9
51 n.d. 6.6
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Figure S1. Protein mass spectrometry spectrum showing the mass addition of 548 to the protein, corresponding
to the addition of the intact hybrid 30 without 5FU release.
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Figure S2. Protein mass spectrometry spectrum showing the mass addition of 547 to the protein, corresponding
to the addition of the intact hybrid 35 without 5FU release.
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Figure S3. Protein mass spectrometry spectrum showing the addition of 543 Daltons to the protein,
corresponding to the addition of the hybrid 39 without release of 5FU.
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Figure S4. Protein mass spectrometry spectrum showing the addition of 557 Daltons to the protein,
corresponding to the addition of the conjugate 48 without release of 5FU.

x10 & [+ESI Scan (rt: 4.748-5.223 min, 22 scans) Frag=250.0V NA. x10 8 |+ESI Scan (it: 4.749-5.156 min, 19 scans) Frag=250.0V NA.. %10 4 |+ESI Scan (it 4763-4.990 min, 11 scans) Frag=250 04 MA
16 2.4
1.4 » 5 . 2ol
1.3 3 S 5
3 14 = &
124 5 13 ES 27 z
114 12 i 159 o
1 11 154
09 1 14
08 09 1
07 08 1.2
06 o7 T
06
0s 05 08
0.4 )
03] o4 ’*] s 2 LR Ea 2 9 E
“
53 za| o]¢® Zgg 3 gr 04 - HEES L 2 B
%] B2 S & 0z 7 dso 'y 0z £ EM BEESR 8 3 B
01+ 2% 3% g 228 ¢ 1 5 g, 1 4
! g sRE 58 2F| 5 A GEE 5 83 | SR IL (SO0 N R T
37000 37250 37500 37750 38000 38250 37250 37500 57750 38000 38350 38500 37000 37600 38000 38500
Counts vs. Deconveoluted Mass (amu) Counts vs. Deconvoluted Mass (amu) Counts vs. Decorvoluted Mass (amu)

Figure S5. Protein mass spectrometry spectra of incubation of 49-51 with EGFR protein without release of 5FU.

S4



OIH . BrWO\ i) OWO\ i)
0

o] 81% 30%

I,
OWOH i) P o HN Cl
o w7y b
0] P
O N

54

[
55 56

Scheme S1. Synthesis of the acrylate analogue of dacomitinib, 56. Reagents and conditions: i) K2COs3, DCM, rt, 4.5
h; ii) 2 M aq. NaOH, THF, rt, 18 h; iii) %FU, DCC, DMAP; DMF, 0 °C-rt, 18 h.
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Figure S6. a) LCMS traces of compound 53 incubated in media and analyzed att =0, 1, 3 & 25 hours by LCMS
analysis; b) mass spectra of main peaks and corresponding structures.
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NMR Spectra

NMR data for compound 53
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NMR data for compound 56
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NMR data for compound 57
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Assignment of 5FU addition - Compound 16
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Analvtical HPLC Traces

HPLC trace for compound 2
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HPLC trace for compound 56
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