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HPLC run of CALe-NH2 bearing linker. 

 

  

Figure S1. HPLC run of CALe-NH2 bearing linker shows the purity of the covalent complex 
(higher than 90%). 
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MS and MSMS analysis of the covalent adduct  between CALe-NH2 and dithiobis-

succinimidylpropionate.  

 

 

 
 
 
Figure S2. A) MS spectrum of the covalent adduct between CALe-NH2 and dithiobis 
succinimidylpropionate, B) Ion fragments obtained during tandem MS experiments on the parent 
ion at m/z of 577.43.  
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HPLC runs of CALe-NH2 bearing linker immobilization on amine beads. 
 
 

 
 
Figure S3. HPLC runs of CALe-NH2 immobilization reaction on amine beads. Panel shows the 
overlapping of the chromatographic profiles relative to the peak of free CALe-NH2 in 20 μL of 
reaction buffer, at t=0, and 2 h. The strong reduction of the peak area demonstrates that the CALe-
NH2 has been anchored to the amine beads. 
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Electrophoretic profile of proteins eluted from CALe and control beads. 
 
 

 
 
Figure S4. Representative gel of the affinity chromatography elutions reporting number and size of 
excised bands. 
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Proteins identified from control experiments. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Table S1. List of proteins identified in four independent chemical proteomics experiments using 

control beads. The results are reported in terms of Mascot score (SCR) and number of identified 

peptides (Matches). 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Accession Description Mass SCR Matches 
GSTP1_HUMAN Glutathione S-transferase P 23569 276 13 
CH60_HUMAN 60 kDa heat shock protein, mitochondrial 61187 260 16 
MYH9_HUMAN Myosin-9 OS=Homo sapiens 227646 93 5 
K1C17_HUMAN Keratin, type I cytoskeletal 17  48361 87 4 
RS5_HUMAN 40S ribosomal protein S5  23033 86 1 
COF1_HUMAN Cofilin-1 OS=Homo sapiens  18719 83 1 
KPYM_HUMAN Pyruvate kinase PKM  58470 63 6 
ACTB_HUMAN Actin, cytoplasmic 1  42052 48 5 
TBA1A_HUMAN Tubulin alpha-1A chain  50788 44 1 
RAB7A_HUMAN Ras-related protein Rab-7a  23760 40 1 
TPD54_HUMAN Tumor protein D54  22281 37 1 
PLAK_HUMAN Junction plakoglobin  82434 37 1 
GSTM3_HUMAN Glutathione S-transferase Mu 3  26998 33 3 
DCD_HUMAN Dermcidin  11391 32 4 
RAB30_HUMAN Ras-related protein Rab-30  23386 27 2 
RS3_HUMAN 40S ribosomal protein S3  26842 27 1 
G3P_HUMAN Glyceraldehyde-3-phosphate dehydrogenase  36201 22 1 
RL19_HUMAN 60S ribosomal protein L19  23565 21 1 
RS8_HUMAN 40S ribosomal protein S8  24475 20 1 
HSPB1_HUMAN Heat shock protein beta-1  22826 16 1 
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Proteins sequence coverage of the selected putative CALe interactors. 
 
 
Heat Shock protein beta and tubulin sequence coverage were reported below. In addition, all the 

peak lists, which were sent to Mascot, have been deposited to the ProteomeXchange Consortium 

(http://proteomecentral.proteomexchange.org) via the PRIDE partner repository with the dataset 

identifier PXD000106 and DOI 10.6019/PXD000106. 

 

 
 
 
Table S2. Table shows the % of protein sequence coverage for each experiment of the selected 
putative CALe interactors. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Electronic Supplementary Material (ESI) for Molecular BioSystems
This journal is © The Royal Society of Chemistry 2013

http://proteomecentral.proteomexchange.org/


 
Mascot report and peak lists for Hsp90beta and Tubulin. 
 
 

 
 
 

Figure S5. Tandem mass spectra of a Hsp90β (HS90B_HUMAN) peptide for each experiment is shown herein. 
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Figure S6. A Tandem mass spectra of  a tubulin beta 5 (TBB5_HUMAN) peptide for each experiment is shown herein. 
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Figure S7. A Tandem mass spectra of  a tubulin alpha 4 (TBA4A_HUMAN) peptide for each experiment is shown herein. 
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Figure S8. A Tandem mass spectra of  a tubulin beta 1 (TBA1B_HUMAN) peptide for each experiment is shown herein. 
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Analysis of CALe and Hsp90β affinity by Surface Plasmon Resonance 

 

Sensograms showed in Figure S9 clearly demonstrate the absence of a direct interaction between 
CALe and Hsp90β. 
 
 

 
 

Figure S9. Sensograms obtained from the binding of CALe (0.5-25 μM) to immobilized Hsp90 beta. 
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Cell Viability Assay 
 
Cell viability was assessed by 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide (MTT) 
assay. Cells were seeded in 96-well microtiter plates in 100 µl of growth medium.   
After 16 h incubation at 37 °C, cells were exposed to different concentration of CALe, ranging from 
5 μM to 100 μM, containing 1% DMSO. The same amount of DMSO has been applied as control 
and the incubation was carried out for 6 and 24 h. 
The mitochondrial-dependent reduction of 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium 
bromide (MTT) to formazan was used to assess the possible CALe cytotoxic effect. The experiment 
was carried out in triplicate and all the values were normalized to control.   
 
 
 

 
 
 
Figure S10. % cell survival of Hela at different concentration of CALe after 6h (A) and 24 h (B) of 
incubation. Each value is the mean ± standard deviation of three different experiments performed in 
triplicate. 
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