1/11

WO 2018/062726 PCT/KR2017/010044
[5-1]
Vehicle
v o
LT A
Thermal denaluration
Cell lysis
= =1 =
o8 o é’;g
=) [T - v
: - o4
? @
T, T T3 .. .Ty Ty
| Suluble fraction |
Cy3-NHS Cy5-NHS
20 gel electrophoresis
§ @ | e - T2 Tof o To
»
) H ﬂ; L W
@fa‘@ "{’ 1{ 'n
s Quantfication
= Sa— L TR ‘ =
e [ .15 s 1
T, Ts T, i T T T 0}
No thermai shift Slabiilzatfon Destabilization
Gel exgision

Protein 1D



2/11

WO 2018/062726 PCT/KR2017/010044

[5=2]
Cy3-NHS ester Cy5-NHS ester Cy2-NHS ester

o o o o S
Formula 035H42N304+ 035H40N304+ 033H30N305+
MW 568.74 566.72 564.62

Cyz: internal standard, unheated
Cy3: DMSO-treated, heated
Cy5: methotrexate-treated, heated
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da
Detergent | None | Tween-20 IGEPAL Tergitol CHAPS
% - 1 005 1 005 1 005 1 0.05
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PECU | e = e e ™ """
PKCT | No band was detected.
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a i DMSO, Cy5: Bryo b
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pH 3 10 v DMSO, Cy5: Bryo
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Zy3: DMSO, Cy5: drug
R AR ' iy 1 Marked color change in TS-FITGE
b i ] longitudinal comparison
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