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Figure S1. Quantification of the pull-down experiments performed with SrcS245¢

(mean +/- SEM, n=3).

in the presence of 6 or 7.
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Figure S2. Catalytic activity of SFK constructs. A) Activity assay with Src®, Src's27F or SrcSH2ene, g) Activity
assay with Hck®, Hek™2’F or Hek®",



Table S1. K; values (nM) for drug resistant constructs.

cskDR SrcV527F HckV527F
1 >10000 80 164
2 1420 23 6.6
3 848 5200 1336
4 nt <6 <6
5 498 <6 <6

Table S2. pY527 chemical genetic assay parameters.

Inhibitor 1 2 5
%Src bound 92 85 97
%Hck

bound 86 98 97
%Csk™

bound 9 9 10
[Inhibitor]

nM 1000 150 55

Table S3. K; values (nM) for covalent inhibitors.

Src'527F Src245¢ Hck'577F
6 350 <6 648.1
7 >10000 <6 603

H ckSZ45C
<6

<6

Table S4. Activity of SFK treated with covalent inhibitors for pY527 Assay.

Inhibitor Untreated 6 7
Src % Activity 100 0 0
Hck % Activity 100 0 0



Table S5. K; values (nM) for SFKs.

SrcSHZeng SrcAct HckSHZeng HckAct
1 81 43 67 31
2 <20 110 17 83
3 44 1400 <10 83
4 <20 <0.5 <10 <0.5
5 <20 <0.5 <10 <0.5
8 187 1200 60 1100
9 1280 66 86 12
10 164 33 85 7
11 420 18 329 14

12 250 39 33 0.7



