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Overview

Purpose: Mass-spectrometry-based thermal stability assays (MS-TSA) enable 

the on and off-target profiling of drugs2,3, which is a key bottleneck in drug 

development1. We investigated a combination of experimental MS-based 

approaches for the improved qualitative and quantitative performance of 

MS-TSA.

Methods: Jurkat cells were treated with either DMSO (control) or a MEK 

inhibitor. Melt curves were prepared by heating aliquots to different 

temperatures, digesting supernatant, and labelling with TMT10 plex. Half of 

the samples were spiked with an isobarically labelled whole cell digest. 

Unfractionated samples were evaluated with eight experimental data 

acquisition approaches.

Preliminary Data: Individually, each of the evaluated experimental 

approaches demonstrated benefits compared to the control analysis, while 

the approach implementing all three technologies (ΦSDM, FAIMS, and a 

carrier channel) produced the most unique high-quality protein melt curve 

comparisons.

Global and targeted mass spectrometry-based thermal stability assays 

(MS-TSAs) have recently emerged as one of the most promising solutions for 

the identification of protein-drug interactions2,3. MS-TSAs exploit the 

phenomenon of ligand-induced thermal stabilization of proteins, whereby 

modulated protein melting temperatures in drug-treated samples 

compared to a control set indicate protein-drug binding. We have 

investigated Phased-constrained Spectral Deconvolution Method4,7 (ΦSDM), 

Field Asymmetric Ion Mobility Spectrometry5 (FAIMS), and the 

implementation of an isobaric carrier channel6 individually and in 

combination as improved MS-based acquisition approaches for thermal 

stability assays (iMAATSA) for the improved qualitative and quantitative 

performance of MS-TSA.

Results

Conclusions
• Accurate melting curves can be produced using a resolution setting of

15K with ΦSDM

• The use of an isobaric carrier channel does not alter melting-curve

profiles or Tm determination

• The use of iMAATSA allowed for significantly more comparisons of high-

quality melt-curves

• The use of iMAATSA allowed for significantly more comparisons of high-

quality melt-curves
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90-minute gradient

FAIMS CV: -35,-50, -65

eFT:         54 ms max IT

64 ms transient length

30K resolution setting

ΦSDM:    22 ms max IT

32 ms transient length

15K resolution setting

ΦSDM provides sufficient resolving power to separate 15N and 13C TMT 

reporter ions at a resolution setting of 15K, which resulted in accurate 
melting curves at high scan speed

126 127N127C128N128C129N129C130N130C131N131C

0.0

0.5

1.0

5.2

5.3

5.4

5.5

5.6

reporter ions

n
o

rm
a
li
z
e
d

 i
n

te
n

s
it

y

126 127N127C128N128C129N129C130N130C131N131C

0.0

0.5

1.0

6.0

6.2

6.4

6.6

6.8

7.0

reporter ions

n
o

rm
a
li
z
e
d

 i
n

te
n

s
it

y

30 40 50 60 70

0.0

0.5

1.0

°C

n
o

rm
al

iz
e
d

 i
n

te
n

s
it

y

The inclusion of a whole-cell labelled digest as a carrier channel (131C) did 
not significantly alter melt-curve profiles
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The addition of each iMAATSA technology appears to have a synergistic 

effect, with the approach incorporating all three leading to the highest melt-
curve comparisons

Workflow Summary

Sanofi

Thermo Fisher Scientific

NIH NIGMI 1R01GM120272

NIH NCI R01CA218500

NIH NIGMI R35GM136421

MEK2 MEK2

MEK2 MEK2

MEDIAN MEDIAN

15K 

conventional

15K 

ΦSDM

Meltome DB MEK2 Jurkat

Tm (˚C) 51.76

0

200

400

600

800

1000

1200

1400

1600

1800

2000

C_F_Φ C_F_E C_nF_Φ C_nF_E nC_F_Φ nC_F_E nC_nF_Φ nC_nF_E

U
n

iq
u

e
 p

ro
te

in
 m

e
lt
-c

u
rv

e
 

c
o

m
p

a
ri
so

n
s

control

Introduction

Methods

iMAATSA Combinations

ΦSDM ~ Fourier transform algorithm implemented for 

increased resolution and speed

FAIMS ~ Separates ions based on their interaction with a 

charged field and reduces isolation interference

Isobaric carrier channel ~ Detergent-aided isobarically

labeled whole-cell digest used to increase the signal of 

low intensity peptides


