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Outcome 1.1 .
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Outcome 1.2
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Outcome 1 . > .
20% likely Outcome 1.3
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$30,000 implication
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Outcome 2
80% likely
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D HT-29, HT-29:Gal-3{new 5) - RPMILGA0(10% FBS, 1% antibiotics), 5% CQy 37C
@ cell lysis: RIPA buffer & Sonication

3 Protein quantificat:on; Brad-Ford method

oD conc. 80w buffer | @SB

CTL 0324 9.2895522 86 94 &

Hr29 SFABH 0241 68119403 117 63 6

¢.m D4Bh 02 5.5880597 143 37 6

c.m.(Z48h 0201 56179104 14.2 iB 6

L | 0375 1061154 7.4 106 6

HT29:Gall | SF48h 032 91701493 a7 93 6

#5 . m i3 0,207 7970149 138 42 6
cmB4sh 0.23 64835821 123 57 & |

201108 30 HT29 cell hysates

2) SDS-PAGE and Transfer
(I; Gel: 12% homogenous Gél
@ gel running: BOVE 208 L20VE 1A[7H 308 running
(3 Transfer: 40V 3hr (new buffer AFB)
@ membrane: PVDF memb, AHR (SEZF MeOHO| socaking ., transfer bufferdd 108
s0aking 80l AHE)

5) Ponceau S solution2 8 transfer Y& Y40
4

0.
3} Western biot _ .,l‘ {/d
1 Blocking: 5% skimmed milk in TES-T, for 1hr at RT P
2 Wash: 3 X 5 min, TBS-T
3 1% Ab binding: avernight at 4°C - anti-Gal-3(scbt, 1/1.000), anti-E-cadherin{1,/500),

anti-beta-actin(L/10,000), anti- O-GlcMAC({1/2,500)

Wash: 3 X Smin, TBS-T

5 2*¢ Ab binding: 1/5,000 diluted with 1% milk in T85-T, for 1 hr at RT < anti-&
GItNAG mouse Ig M, anti-E~cadherin; goat Ig G. anti-Gal-3, anti-beta-actin; mouse
laG

& Wash; 3 X 5 min, T85-T

T ECL reaction and film expose: 15 sec. 30 sec, 1 min. 3 min

&)
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