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Figure S1 

Figure S1: Immunohistochemical staining of human tonsillar control tissue  

Representative IHC images at x20 magnification demonstrating positive, no primary and 

isotype control staining undertaken for CD3, CD4 and CD8.    
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r = 0.788  
95% CI 0.647 to 0.877 
p <0.0001 

r = 0.732  
95% CI 0.564 to 0.842 
p <0.0001 

r = 0.787  
95% CI 0.646 to 0.876 
p <0.0001 
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Figure S2 

Figure S2: Assessment of the correlation between average lymphocyte count and inter-

block standard deviation. 

Dot plots demonstrate correlation between log2-transformed values for tumour average 

TIL/HPF and the standard deviation of average TIL/HPF of constituent blocks for (A) CD3 (B) 

CD4 and (C) CD8. Pearson correlation coefficients (r) and associated 95% confidence intervals 

and significance levels are shown.   
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Figure S3: Assessment of CD3+ TIL numbers in tumour central and peripheral regions.  

A Overview diagram of the workflow of experimental approach. vTMA cores were placed within 

3mm of an inked margin (tumour periphery) and vTMA cores were placed a minimum of 10mm 

from the inked margin (tumour centre). Each vTMA core was individually isolated as a digital 

image, and number of TILs determined through digital counting. B The CD3+ TIL counts for 

each virtual core were log10 transformed and used to determine the mean and standard 

deviation for the tumour centre and periphery of each LMS sample. These were then used to 

generate normal distribution curves for each of the 6 samples included in the centre vs 

periphery subgroup analysis, with an associated x20 magnification image of a representative 

portion of the vTMA core. The log10 TIL counts for the centre and periphery within each sample 

were then compared with each other using paired t-tests with p-values included. C Parallel dot 

plots of paired log10 TIL counts for central and peripheral regions for CD3+ lymphocytes . 

Paired t-test analysis revealed no significant difference in CD3+ TIL counts when assessing the 

6 LMS cases together. 
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Figure S4: Assessment of CD8+ TIL numbers in tumour central and peripheral regions.  

A The CD8+ TIL counts of each virtual core were log10 transformed, and this data used to 

determine the mean and standard deviation for the centre and periphery of each of the 6 LMS 

samples included in this subgroup analysis. These were then used to generate normal 

distribution curves for each case, with an associated x20 magnification image of a 

representative portion of the vTMA core. Log10 TIL counts of the centre and periphery for each 

sample were then compared with each other using paired t-tests, with the resultant p value 

included on the normal distribution graphs. B Parallel dot plots of paired log10 transformed 

CD8+ TIL counts for central and peripheral regions across the 6 LMS samples. Paired t-test 

revealed no significant difference in CD8+ TIL count between the tumour centre and periphery 

when analysing all 6 LMS cases together. 

 
Supplemental Methods  

Immunohistochemistry  

Immunohistochemistry was performed on consecutive 4-µm FFPE tumour sections cut afresh 

from each of the retrieved blocks for all included tumours. DAKO link automated stainer was 

used for all IHC processing. Tissue sections were deparaffinised with xylene then rehydrated 

with graded ethanol (100%, 95% to 80%).  

Antigen retrieval was performed using DAKO FlexEnvision kit (K8002) with either pressure 

cooking at pH6 (CD3), incubation with PTM buffer at pH9 (CD4 and CD8)< or 18 minutes 

microwave heating at pH6 (CD20).  All primary monoclonal antibodies were from DAKO as 

follows: CD3 (M0452, 1:600 dilution), CD4 (4B12, 1:80), CD8 (C8/144B, 1:100), CD20 (L26, 

1:400).  Slides were incubated with primary antibody for 60 minutes at room temperature and 

visualised using DAKO FlexEnvision (Rabbit/Mouse) kit (K8002), followed by application of 

DAB, resulting in visible brown colouration reaction at site of target antigen. Finally, nuclear 

counterstaining with haematoxylin was performed prior to coverslipping.   

For positive controls, normal paraffin-embedded tissue from human tonsil, appendix and spleen 

was used. Omission of primary antibody during parallel staining of these tissues was used for 

negative controls. 

 


