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Figure S1.  Validation of the B7-H1 Antibodies.  (A) Staining with the B7-H1 

antibody clone 2.2B (black dashes) is comparable with the existing clone 5H1-A3 

(solid line).  (B) 5H1-A3 and 2.2B bind to non-overlapping sites. B7-H1-positive 

cells were stained with biotinylated 2.2B followed by streptavidin-PE (solid line). 

Antibody binding is partially blocked by preincubation with unlabelled 2.2B (filled 

black histogram) but not with unlabelled 5H1-A3 (dashed line). Gray histograms 

represent the isotype controls.  (C) ELISA blocking experiments demonstrate that 

blockade of recombinant B7-H1/Fc with purified 2.2B does not affect 5H1-A3-

biotin binding (left) and that blockade of recombinant B7-H1/Fc with purified 5H1-

A3 does not affect 2.2B-biotin binding (right).  Figure is representative of 3 

separate experiments.  Error bars represent standard deviation of triplicate wells.  



 

 

 

Figure S2.  ELISA calibration for Soluble B7-H1 (sB7-H1).  Serial dilutions of 

hB7-H1/Fc were analyzed and fitted into a 4-parameter logistic regression model. 

The black line denotes the fitted model; gray area the 95% CI; and blue area the 

95% prediction interval.  The concentration of hB7-H1/Fc that results in 50% the 

maximum OD of the assay (C50) is 0.561 ng/mL, and the optimal detection range 

described as C2.5 to C97.5 is 0.086-3.671 ng/mL.  C2.5, C50 and C97.5 are depicted 

as blue dots in the graph. 



 

Figure S3.  Assessment of membrane B7-H1 expression in cell lines by Flow 

Cytometry.  Percentages of positive cells were obtained after subtracting the 

isotype background (filled histograms).  A representative experiment of at least 3 

individual experiments is shown. 



 

 

 

 

Figure S4.  RT-PCR assessment of B7-H1 mRNA expression.  RT-PCR 

amplification of mRNA extracted from cancer cell lines yielded the expected 

851bp band corresponding with full-length B7-H1.  β-actin is shown as the 

loading control and yielded an expected band of 661bp.  A representative 

experiment of 3 individual experiments is shown. 

 

 



 

Figure S5 (Supplement to Figure 2B). Immunoblotting of the chromatography-

eluted fractions with a B7-H1-specific antibody.  The second lane to the right 

represents the positive control (20 ng of rB7-H1/Fc protein).  Molecular weight 

markers (MW) are depicted in the right lane. 

 



SUPPLEMENTAL DATA (Frigola et al) 

Supplemental Data, Materials and Methods 

Flow cytometry blocking experiments.  106 B7-H1-expressing BT10B cells 

were incubated with either 10µg of purified 2.2B, 5H1-A3 or irrelevant mouse 

IgG1 isotype control (R&D Systems) in 100µL of FACS buffer (PBS +3%FBS, 

2mM EDTA) for 30 minutes at 4ºC.  Cells were washed with FACS Buffer and 

stained with 1µg of either biotinylated 5H1-A3, or biotinylated 2.2B, washed and 

stained with streptavidin-PE, both steps for 30 minutes at 4ºC in the dark, then 

washed twice with FACS buffer.  Samples were analyzed by flow cytometry 

(FACSCalibur, BD) in combination with FlowJo analysis software (Tree Star). 

ELISA blocking experiments.  High-binding polystyrene plates (Corning 

Life Sciences) were coated for 2h at 21°C with 0.1µg/well of either rB7-H1/Fc or 

rP-selectin/Fc.  After each step, plates were washed x 3 in washing buffer (TBS + 

0.05% Tween-20).  Free binding sites were blocked with 200µL/well of 

Superblock (Pierce) 1h at 21°C.  After washing, 10µg of 5H1-A3, 2.2B or an 

irrelevant mouse IgG1 isotype control (R&D Systems) were diluted in 100µL PBS 

+ 1% BSA and incubated overnight at 4°C.  Biotinylated 5H1-A3 or biotinylated 

2.2B (100µL/well at 1µg/mL diluted in PBS + 0.1% BSA) were added and 

incubated 1h at 21°C.  100µL/well of horseradish peroxidase-conjugated 

streptavidin (BD Biosciences) diluted in PBS + 0.1% BSA was added and 

incubated 1h at 21°C.  Plates were developed with TMB (Pierce), stopped using 

0.5N H2SO4 and read at 450nm using a Benchmark Plus plate reader and 

associated software (Bio-Rad). 



RNA extraction and RT-PCR.  Cell lines were trypsinized and washed 

twice in cold PBS.  RNA extraction was performed using RNesay kit in 

combination with RNase-Free DNase set (both from Qiagen).  1  μg of RNA was 

used for cDNA synthesis using a iScript cDNA Synthesis Kit (Bio-Rad).  RT-PCR 

was performed using a high-fidelity Pfx DNA polymerase (Invitrogen) over 30 

cycles in a standard termocycler (iCycler, Bio-Rad) with primers specific for B7-

H1 (B7-H1 forward: 5’-TGA CCT ACT GGC ATT TGC TG-3'; B7-H1 reverse 5’-

GCT GGA TTA CGT CTC CTC CA-3').  RT-PCR with β-actin specific primers (β-

actin forward: 5’-TGA CGG GGT CAC CCA CAC TGT GCC CAT CTA-3'; β-actin 

reverse: 5’-CTA GAA GCA TTT GCG GTG GAC GAT GGA GGG-3') was 

performed as a control for DNA loading.  The PCR product was run in a 1% 

agarose gel (Bio-Rad) and specific fragments for B7-H1 (851 bp) and β-actin 

(661 bp) were identified. 

Assessment of membrane B7-H1 expression by Flow Cytometry.  106 cells 

were washed twice in FACS buffer and stained with PE-labeled anti-B7-H1 or 

isotype control (both from BD Biosciences) in 100µL of FACS buffer for 30 

minutes at 4ºC in the dark, then washed twice with FACS buffer.  Samples were 

analyzed by flow cytometry (FACSCalibur, BD) in combination with FlowJo 

analysis software (Tree Star). 

 


