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Table S1: Primer sequences used to generate expression plasmids used in this study 

 
 
 
Table S2: PCR parameters used in this study 
 

Name of the coding region PCR parameter 

VC-FN30, FN30 ,VN-
HSP90αM and CDK4 

98ºC/30s; (98ºC/30s, 58ºC/25s, 72ºC/50s) x 30 cycles; 72ºC/10 mins. 

VC-FN70, FN70 98ºC/30s; (98ºC/30s , 58ºC/25s, 72ºC/60s) x 30 cycles; 72ºC/ 10 mins. 

HSP90α 98ºC/30s: (98ºC/30s, 58ºC/25s, 72ºC/2.5 mins) x 30 cycles; 72ºC/ 10 mins. 

 
 
 
 

Amplicon Sequence of the primer (Forward=F and Reverse=R) 

VC-FN30 F  AAGGGCCCGCCACCATGGGCATCCTTCCCAG 
R  AAAGGGCCCAACATCGGTGAAGGGGCCAGATCCG 

VC-FN70 F  AAGGGCCCGCCACCATGGGCATCCTTCCCAG 
R  AAGGGCCCGCCACCATGGGCATCCTTCCCAG 

VN-HSP90α-M F  AAAAGATCTAGACAAGAAGAAGAAGAAGAAGATTAAGGAAAAGTACATCG 
R  GTCGACTTGAGCTTTCATGATTCTCTCCATGTTTGC 

VN-HSP90α F  AAAGTCGACCACCACCACCACCACCACATGCCGG 
R  AAAGTCGACATCAACCTCTTCCATACGGCTGGTATCGTCATCACCTTC 

VC-CDK4 F  GAATTCAAATGGCTACCTCTCGATATGAGC 
R  GTCGACAACTCCGGATTACCTTCATCCTTATGTAG 

FN30-EGFP F  GGATCCGCCACCATGCTTAGGGGTCCGGGGC 
R  GAATTCAACATCGGTGAAGGGGCCAGATCC 

FN70-EGFP F  GGATCCGCCACCATGCTTAGGGGTCCGGGGC 
R  AAGAATTCGGTCTGTAAAGGTTGGCAATGCC 



 

 

Table S3: Key resources used in this study 

 
Purification of recombinant proteins 

For purification, GST-HSP90αM, GST-HSP90αN, GST-HSP90αC and GST were purified from 
induced E.coli XL1 Blue lysates according to the batch purification protocol in the Protino® 
Glutathione agarose 4B user manual. Protein expression was induced at OD600 0.6 with 1 mM IPTG 
for 4 hours. Cells were harvested at 6000 xg for 15 minutes at 4 °C. Cell pellets were resuspended in 
wash/equilibration buffer (50 mM Tris, pH 8.0, 150 mM NaCl) with Lysozyme (1 mg/ml), and PMSF 
(1 mM), and kept on ice for 20 minutes before incubating at -80°Ϲ overnight. Cell lysates were 
sonicated and centrifuged at 10000×g for 30 minutes at 4 °C. Supernatants were loaded into the 

Key resources Source 
pGEX-4T-1-GST-HSP90M [1] 
pGEX-4T-1-GST-HSP90N [1] 
pGEX-4T-1-GST-HSP90C [1] 
pGEX-4T-3-GST [2] 
pcDNA-Flag-HSP90αD93A [3] 
pcDNA-Flag-HSP90αWT [4]  
pcDNA-Flag-HSP90α-Y313E [4] 
pcDNA-Flag-HSP90α-Y313F [4] 
pHLSec2-FN-YPET [5] 
pcDNA-HA-HSP90αE47A [6] 
pcDNA-HA-HSP90αWT [4] 
pBiFC-VC155 [7] 
pBiFC-VN173 [7] 
pBiFC-VC155-CDK4 This study 
pBiFC-VC155-del-bFos [7] 
pBiFC-VC155-FN30 This study 
pBiFC-VC155-FN70 This study 
pBiFC-VN173-HSP90α This study 
pBiFC-VN173-HSP90α-M This study 
pBiFC-VN173-bJun [7] 
pcDNA3-eGFP-FN30 This study 
pcDNA3-eGFP-FN70 This study 
pcDNA3-FN-3X-Type-I-HA-His This study 
pcDNA3-FN-2X-Type-II-HA-His This study 
mCherry-HSP90β [8] 
Anti GFP antibody  SC8334 (1:2000 dilution) 
Anti HA antibody  Ab9110 (1:10000 dilution) 
Anti Flag antibody  Ab49763 (1:10000 dilution) 
Anti HSP90α antibody  ADI-SPA-840 (1:10000 dilution) 
Anti His antibody  SC51946 (1:1000 dilution) 
HRP-anti mouse secondary antibody A16011 (1:5000 dilution) 
HRP-anti rabbit secondary antibody A16023 (1:10000 dilution) 
HRP-anti rat secondary antibody A18739 (1:5000) dilution 
Anti GFP antibody (magnetic beads) Ab193983 
BamHI, EcoRI, NEB-R3136S, R3101S 
T4 DNA Ligase NEB-M0202S 
ApaI, SalI, BglI NEB-R0114S,R-3138S,R-0144S 
Protino glutathione agarose 4B 745500.10 
Ni-NTA agarose beads Qiagen 30210 
pGEM-T and pGEM-T easy  Promega-A3600, A1360 



 

 

equilibrated Protino GSH Agarose beads and allowed to bind with the beads for 30-45 minutes at 
room temperature on rotating mixer. The beads were washed with wash buffer and proteins were 
eluted with GSH wash buffer containing 10 mM reduced glutathione. Purification was verified by 
SDS-PAGE. 

His tagged HSP90α was expressed and purified from E.coli BL21(DE3) using codon optimized 
HSP90α sequence in the plasmid pET16b synthesized by Genscript (Hong Kong). At an OD600 of 0.6, 
the culture was treated with 0.5 mM IPTG to initiate protein expresion for 20 hours at 25 °C. Bacterial 
cells were harvested at 6000xg for 15 minutes at 4°C and the cell pellet was resuspended in His 
wash/lysis buffer (10 mM Tris pH 7.5, 300 mM NaCl and 50 mM imidazole) with lysozyme (1 mg/ml), 
and PMSF (1 mM). The cell lysate was fractionated at 16000xg for 30 mins at 4° C, and the supernatant 
loaded onto Ni+2-charged sepharose beads followed by incubation overnight at 4°C on a rocker. 
Washing was performed with cold wash buffer containing 50-100 mM imidazole, and proteins eluted 
with cold elution buffer (10 mM Tris-HCl pH7.5, 300mM NaCl, 300 mM imidazole). All purified 
proteins (GST-tagged and His-tagged) were passed through a clean and concentration column with 
the appropriate MWCO filter prior to further analysis. Desalting was performed using Zeba spin 
columns as required. 
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