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Coomassie brilliant blue (CBB) poststaining and destaining protocol.

The soluble proteomes prepared from HepG2 cells was diluted to 2.0 mg/mL with 50 mM
Tris HCI buffer (pH 7.4). The labeling reation was initiated by incubating proteomes with the
probe (dissolved in DMSO) at 4 °C for 8 h, and then exposed to UV 365 nm (220v, 6W, 365 nm)
at a distance of 3 cm. The reaction mixture was centrifuged at 48000 g for 10 min, then the
supernatant was removed and the precipitate was resuspended in lysis buffer (urea 480 mg/L,
chaps 40 mg/L, Tris-base 4.8 mg/L, DTT 10 mg/L, Ampholate 50 ml/L, and bromophenol blue
0.002%) at 4 °C for 1 h and centrifuged at 18000 g for 2 h. The supernatant was dialyzed against
50 mM Tris HCI buffer (pH 7.4) and then subjected to SDS-PAGE electrophoresis. The samples
were analyzed on Coomassie blue staining, based on the published method.! 2.5 g of Coomassie
blue R250 was dissolved in 1000 mL of 50% (v/v) methanol, 10% (v/v) acetic acid and 40% (v/v)
water with stirring as needed. The solution was filtered to remove any insoluble material. The final
concentration of Coomassie blue R250 was 0.25% (w/v). After electrophoresis, the apparatus was
disassembled and the gel was immersed into CBB solution. The gel was stained at room
temperature overnight with gentle agitation. The Coomassie stain was removed by aspiration after
staining. The gel was then immersed into the destaining solution composed of 50% (v/v) methanol,
10% (v/v) acetic acid and 40% (v/v) water which allowed the gel to destain with gentle agitation.
The destaining step was repeated several times with removal of destaining solution at each change
by aspiration. Destaining was continued until the protein bands were seen clearly without any

background staining of the gel.
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'H NMR spectra of compound 12
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'H NMR spectra of compound20
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'H NMR spectra of compound 21
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'H NMR spectra of compound22

-0.00

r T T T T 1 T TT
: 2 53 3 3 E 38 I3
8.0 7.5 7.0 6.5 6.0 5.5 5.0 4.5 4.0 3.5 3.0 25 2.0 L5 Lo 0.5
£l (ppm}

g
%
X
i 0
_\:3?,\ 0 Nl’l: 2
HNE(\C‘
200 190 180 170 160 150 140 130 120 110 00 90 80 70 60 50 40 30 20 10

20



'H NMR spectra of compound 24
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'H NMR spectra of compound 25
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'H NMR spectra of compound 27
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'H NMR spectra of compound 28
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'H NMR spectra of compound 30
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'H NMR spectra of compound 2a
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CHENGDE-7 400 MHz dg-DMSO
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CHENGDE-8 400 MHz ds-DMSO
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'H NMR spectra of compound 3a

CHENGDE-9 400 MHz ds-DMSO
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CHENGDE-10 400 MHz ds-DMSO
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CHENGDE-11 400 MHz ds-DMSO
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'H NMR spectra of compound 4a

CHENGDE-1A 400 MHz ds-DMSO

S REAAR Kol

AV .l I "M k W y
W. Ik A~ Al U ‘U\..JW.\

e SRl N A e

T T T T T T T -
7.5 7.0 6.5 6.0 5.5 5.0 4.9 4.0 3.5 3.0 25 20 L5 Lo 0.5 0.0
£l (ppm)

13C NMR spectra of compound 4a

CHENGDE-1 100 MHz ds-DMSO

E =
[

1

150,59

195,38

[ [T lﬂJIﬂJﬂMJI Ll L | LUJI[\HU‘JJLM uIlHJU |

T T T T T T T T T T T T T T T T T T T T T
200 180 180 170 160 150 140 130 120 110 100 90 80 70 80 50 40 30 20 10 [
£1 (ppm)

34



'H NMR spectra of compound 4b

CHENGDE-2 400 MHz ds-DMSO
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'H NMR spectra of compound 4d

CHENGDE-4 400 MHz  ds-DMSO
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YO767-05720-2 400 MHz CDCls
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'H NMR spectra of compound 32
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'H NMR spectra of compound 5a
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YOT67-05720-4 400 MHz CDC15
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'H NMR spectra of compound 33

B-11 400 MHz CDChL
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'H NMR spectra of compound 34
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'H NMR spectra of compound 36

YOTE7-05220-0806-5 400 MHz ds-DMSO
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Figure 1. Image of the SDS-PAGE gel stained with Coomassie R-250.
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Photoaffinity labeling of the soluble proteomes prepared from HepG2 cells followed SDS-PAGE
electrophoresis separated and stained with Coomassie blue (CB) as described in the Experimental
procedures. Samples were prepared by incubating 2.0 mg/mL proteomes at different conditions:
(Lane 1 and 6) Marker; (Lane 2) With 10 uM probe 2d and exposed to UV light for 30 min; (Lane
3) With 10 uM probe 2d and BAY R3401 then exposed to UV light for 30 min; (Lane 4) With 10
uM control compound 32 and exposed to UV light for 30 min; (Lane 5) With 0 uM probe 2d and

exposed to UV light for 30 min.
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