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Supplementary information 1.  Expression of S100P in transfected Rama 37 cells 
 

Immunoblot of S100P protein levels in cloned cell lines and pooled cells of transfected Rama 37 

cells expressing S100P wild type or mutants.   Extracts of cells were separated by SDS 

polyacrylamide gel electrophoresis and blotted onto polyvinylidene difluoride (PVDF) 

membrane.  The blot was incubated either with anti-human S100P antibody (Panel A) or with 

anti-actin antibody (Panel B) as a loading control.  Bound antibodies were detected by 

chemiluminescence with HRP-conjugated secondary antibody. Clones and pools of cells 

transfected with expression vector containing cDNAs encoding S100P proteins contain similar 

levels of S100P protein, whereas the parental untransfected cells and cells transfected with  

empty expression vector contain levels of S100P protein undetectable by immunoblotting. 

 
 
 

 



Supplementary information 2. Purification of recombinant S100P 

Wild type S100P protein was expressed in BL21 (DE3) E. coli cells (as described in 
Materials and Methods) and samples were collected at each stage of purification: following 
cell lysis and centrifugation (Supernatant), passing of lysate through a HisTrap column 
(Flowthrough), elution of bound protein from the HisTrap column (HisTrap elution), removal 
of His-tag using a thrombin-agarose column (Thrombin column elution fractions) and final 
clean-up using a Superdex® 75 gel filtration column (Gel filtration fractions). The samples 
were subjected to SDS polyacrylamide gel electrophoresis and the gel stained with 
Coomassie Brilliant blue stain to visualise the proteins. 

 



Supplementary information 3.   Size Exclusion Chromatography-Multi-Angle Light 
Scattering of wild type and mutant S100P recombinant proteins 

 
Recombinant wild type S100P or mutant proteins were subjected to Size Exclusion 
Chromatography-Multi-Angle Light Scattering as described in Material and Methods.  At both 
500 and 50 M calcium, all three proteins contained 96%-97% dimeric form with only 3-4% of 
the protein in a higher, mainly tetrameric molecular mass form.  At 500 M calcium, the mean 
molecular masses of the dimeric form for wild type, 95K and K95A mutant proteins were 19.9 ± 
SD 0.3, 19.5 ± SD 0.15 and 19.5 ± SD 0.2 kDa, respectively, values that were similar to the 
molecular masses obtained at 50 M calcium of 20.0 ± SD 0.2, 19.2 ± SD 0.2 and 19.4 ± SD 0.1  
kDa. There was no evidence of monomeric S100P at either 50 or 500 M calcium ion 
concentration. 

 
 
 

Protein 

(Calculated 
monomeric  

mass Da) 

Conc’n  

of Ca++ 

Dimeric mass (Da) 

(% total protein) 

 

Tetrameric  

mass (Da) 

(% total protein) 

 

Pentameric  

mass (Da) 

(% total protein) 

 

S100P Wild 
Type 

(10,400) 

50 M 

 

500 M 

19,597±181 (96.7%) 

 

19,930±266 (96.1%) 

41,800±936 (1.6%) 

 

41,849±2,291 (3.9%) 

50,481±1,286 (1.7%) 

 

- 

S100P Stop 
mutant 

(10,254) 

50 M 

 

500 M 

19,202±202 (96.2%) 

 

19,512±158 (96.5%) 

39,397±840 (3.8%) 

 

37,730±1,741 (3.5%) 

- 

 

- 

S100P A 
mutant 

(10,421) 

50 M 

 

500 M 

19,370±104 (96.3%) 

 

19,506±231 (97%) 

41,390±1,420 (3.7%) 

 

37,485±1,527 (3%) 

- 

 

- 

 



Supplementary information 4.  Binding of S100P to Glu-plasminogen and tPA 

Binding kinetics of wild-type recombinant (r)S100P with Glu-plasminogen and tPA surfaces. 
Both Glu-plasminogen (A) and tPA (B) surfaces were prepared using amide-coupling, as 
described in Materials and Methods. Wild-type rS100P was injected at the indicated protein 
concentrations over the surface in a buffer containing 100 μM CaCl2. Experiments were run 
in duplicate, and the mean response values for each protein concentration are shown. 

 



Supplementary information 5.  Assay for plasminogen activation in PBS buffer 
 

Multiwell tissue plasminogen activator (t-PA) activation assays were carried out as described in 
Materials and Methods in phosphate-buffered saline.  The rate of accumulation of coloured 
plasmin product was monitored over a 2-hour period for incubations containing 0-7 g 
recombinant human S100P. Plots of optical density against time squared gave straight-line 
graphs, which were used to compare the plasminogen activator stimulating activity of S100P 
proteins. A, B, Wild type S100P; C, D, 95K S100P; E, F, K95A S100P (ug = g). 
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Supplementary information 6.  Invasion through Matrigel of cell clones and pools. 
 
Transwell invasion assays were carried out as described in Materials and Methods using 
25,000 cells in the upper chambers and a 1-5% gradient of foetal calf serum between the 
upper and lower chambers.  Control cells comprised parental untransfected Rama 37 cells 
(Rama 37) and cells transfected with empty vector (Rama 37 + vector).  Results are shown 
for a clone and pool of cells resulting from transfection with expression vector containing 
cDNA for: wild type S100P (Rama 37 + S100P wild type), 95K (Rama 37 + S100P 95K) 
and K95A mutants (Rama 37 + S100P K95A).  A final control of Rama 37 cells transfected 
with wild type S100P, but with 5% foetal calf serum in upper and lower chambers, was 
included (Rama 37 + S100P wild type equal serum).  The cloned cell lines were used in the 
experiments described in the main body of the paper. 
 
 

 



Supplementary information 7.  The levels of plasminogen and tPA mRNAs in Rama 37 
cells by polymerase chain reaction (PCR). 
 
Plasminogen mRNA. PCR reactions were carried out in the absence or presence of cDNA 
isolated from control, S100P-negative, Rama 37 cells transfected with empty expression vector, 
or Rama 37 cells transfected with expression vector containing S100P cDNA and expressing 
S100P protein (Supplementary information 1) or with rat liver cDNA as a positive control. The 
plasminogen mRNA-specific primers were forward 5’-AAACACCTCATAGGCACAAC-3’ and 
reverse 5’-CTTCAGGTTGCAGTATTCCC-3’ and the PCR reactions consisted of 35 cycles of  
30 s at  95°C, 30 s at  50°C and 90 s at 72°C.  The PCR mixture was subjected to agarose gel 
electrophoresis along with a 100 bp ladder.  No bands of amplification were detected in the 
cDNA from Rama 37-derived cells, either in the absence or presence of cDNA.  However, in the 
same experiment under the same conditions, an amplified band of the expected size of 452 bp 
was obtained from rat liver cDNA. 
 
 

 
 
tPA mRNA. PCR reactions were carried out in the absence or presence of cDNA isolated from 
control S100P-negative, Rama 37 cells transfected with empty expression vector or Rama 37 
cells transfected with expression vector containing S100P cDNA and expressing S100P protein 
(Supplementary information 1) or with rat kidney cDNA as a positive control. The tPA mRNA-
specific primers were forward 5’-TGGCACCCACAGCTTTACCACATCCAAGG-3’ and 
reverse 5’-CTCCTGAGTCACCTGGCACGCGTCATGG-3’ and the PCR reactions consisted of 
35 cycles of  30 s at  95°C, 30 s at  56°C and 90 sec at  72°C.  The PCR mixture was subjected to 
agarose gel electrophoresis using a 100 bp ladder.  Bands of amplification of the expected size of 



908 bp were detected in the cDNA from Rama 37 cells and rat kidney, but there were no bands 
in the absence of cDNA.   
 
 

 



Supplementary information 8.  Annexin AII in Rama 37 cells 
Extracts of cell lines and pools expressing S100P and control S100P negative cells were cultured 
and extracts prepared for SDS polyacrylamide gel electrophoresis, as described in Materials and 
methods.  The extracts were subjected to gel electrophoresis and Western blotting with 
antibodies directed against annexin AII (BD Biosciences) or non-muscle actin (Sigma).  Bands 
corresponding to annexin AII (36 kDa) and actin (43 kDa) are shown for a pool of cells 
expressing the K95 S100P mutant (Rama 37 + S100P K95 pool); control S100P-negative 
Rama 37 empty vector transfected cell clone (Rama 37 + vector control clone); a pool (Rama 37 
+ S100P pool) and a clone (Rama 37 + S100P clone) of cells expressing wild type S100P; a 
clone of Rama 37 cells expressing the K95A mutant of S100P (Rama 37 + S100P K95A clone).  
All cells expressed annexin AII protein. 
 

 


