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Supplementary Figure 1. Adjacency Clustering effectively separates stimulated and 
unstimulated PBMC samples. (A) AdjClust maps generated from unstimulated (left) and PMA-
ionomcyin stimulated (right) PBMC samples. CyTOF data includes samples from Bangladeshi 
children, American children, and American adults. (B) Frequency of live cells populating each 
cluster in unstimulated (grey) and stimulated (red) conditions. Significance levels were determined 
by Student’s unpaired t tests followed by BH adjustment for multiple testing. All significant FDR 
values (***) were less than 0.001. Values plotted are means +/- SEM. (C) Cluster profiles as 
determined by manual assignment. 
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Supplementary Figure 2. Manual gating strategy for main cell populations with Boolean gating 
strategy and sample staining from CD4 T cells for phenotype and cytokine analysis in 
unstimulated and stimulated cells. 
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Supplementary Figure 3. Manual gating analysis of select cytokines from CD4 T, CD8 T, 
gamma delta T, and NK cell populations after PMA-ionomycin stimulation. To compare 
Bangladeshi and American children’s immune cell populations from manual gating, Mann-Whitney 
tests were performed for each population and time point shown. p values were then corrected for 
multiple testing using the Benjamini & Hochberg method. Significant differences in cell frequencies 
between Bangladeshi and American children’s samples are indicated as FDR<0.1 (•), FDR<0.05 (*), 
FDR<0.01 (**), FDR<0.001(***). Values plotted are means +/- SEM. 
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Supplementary Figure 4. Principal component analysis on AdjClust clustering groups from 
unstimulated and PMA-ionomycin stimulated samples. The first four components are shown 
plotted against one another for each stimulation condition with sample colors assigned based on 
ethnicity. All donors with ethnicity “Gujarati Indian” come from the Bangladeshi cohort. 
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Supplementary Table 1. Manually assigned definitions for clusters generated with AdjClust. 
Cluster assignments were made for (A) unstimulated and (B) PMA-ionomycin stimulated cluster 
maps based on marker heatmap expression and examination of individual marker intensities plotted 
as overlays on tSNE maps. 
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Supplementary Table 2. CyTOF staining panel and reagent sources. 
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Supplementary Table 3. Markers used for tSNE preparation and relative weightings assigned 
for AdjClust clustering. For both unstimulated and PMA-ionomycin stimulated clustering, the 
minimum cluster size was set to 1,500 cells. 

 


