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Supplemental Figure 1: CD8* T cell localization status across LUAD
and LUSC TMAs, Related to Figure 3.

A) CD8* T cell infiltration status LUAD (n=128). B) CD8* T cell infiltration
status LUSC (n=92).
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Supplemental Figure 2: IHC-based correlation analyses of CD8* vs
immune and viral defense markers in LUAD TMAs, Related to Figure
3.

A) LUAD H-score-based Kendall tau-b concordance similarity matrix, one
minus Kendall tau-b concordance-based clustering (n=128). B) LUAD H-
score-based Kendall tau-b concordance bar plot for panel markers vs
CD8a H-score, * indicates adjusted p-value < 0.05 after FDR 0.05
multiple comparisons correction two-stage linear step-up procedure of
Benjamini, Kriegerm and Yekutieli. C) LUSC H-score-based Kendall tau-b
concordance similarity matrix, one minus Kendall tau-b concordance-
based clustering (n=92). D). LUSC H-score-based Kendall tau-b
concordance bar plot for panel markers vs CD8a H-score, * indicates an
adjusted p-value < 0.05 after FDR 0.05 multiple comparisons correction
two-stage linear step-up procedure of Benjamini, Kriegerm and Yekutieli.
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Supplemental Figure 3: IHC-based correlation analyses in NSCLC
tumor biopsy validation cohort, Related to Figure 5.

A) H-score-based Kendall tau-b concordance similarity matrix, one minus
Kendall tau-b concordance-based clustering (n=63). B) H-score-based
Kendall tau-b concordance bar plot for panel markers vs CD8a H-score. *
indicates an adjusted p-value < 0.05 after FDR 0.05 multiple comparisons
correction two-stage linear step-up procedure of Benjamini, Kriegerm, and
Yekutieli (n=63).
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Supplemental Figure 4: Analysis of paired biopsies reveals epigenetic
therapy-induced augmentation of both tumor accumulation and
tumor infiltration of CD8* T cells, Related to Figures 6 and 7.

A). PD-L1 H-score comparison baseline vs on-treatment (n=8 paired
samples). Statistical significance by Wilcoxon Signed Ranked Test, mean
and individual sample values are plotted. B). MDA5 H-score comparison
baseline vs on-treatment (n=8 paired samples). Statistical significance by
Wilcoxon Signed Ranked Test, mean and individual sample values are
plotted. C). Expanded panel and larger field of single-plex IHC sections
depicted in Figure 6 for CD8 and CCL5 alone and multiplex sections
depicted in Figure 7 (Top 2 panels), and additional sections (bottom 2
panels) of clinical trial biopsies to show a prioritized 4-marker IHC panel.
Representative scale bar provided in top left image of figure panel.
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Supplemental Figure 5: CD8 and CCL5 correlative behavior in NSCLC
clinical trial samples, Related to Figure 7

A). Baseline and on-treatment summary table for CD8 and CCL5 H-score
and Aperio quantitation of multiplex IHC, provided subject IDs are arbitrary
and provided to assist in matching samples. B). DESeg2 normalized CCL5
expression across immune populations as deposited into ImmGen
database x-axis: CCL5 DESeqg2 normalized expression RNA-seq data, y-
axis: ImmGen annotated immune populations. C). DESeq2 normalized
CCLS5 expression across CD8 T cell experimental populations. CD8 T cell-
specific data from experimental murine models as provided by the Immgen
database. X-axis: CCL5 DESeqg2 normalized expression RNA-seq data, y-
axis: Spleen-derived CD8* T cell populations.



Baseline

On-Treatment

5 H
Pre & Post|H-Score| Score | Score Aperio Percent Percent Total Total
Epigenetic CCLS | CC3 | Ajgorithm, |Total nuclei,| magenta |PercentDAB| ccLs/cps; | Stained | Analysis
Priming/ mor [plion i infccs)  (Pcf(cp8)  (Pc| Colocalized Area Area
treatment AGH) | (GH) | analysis | (PCblue) red) green) | (PCyeliow) | (mmr2) | (mmn2)
Pre 2 | 3 3 CD8CCls | 457451 | 438879 | 4.06869 629825 | 0.533791 | 1.33104
Post 15 | 8 3 | coscas | a1si09 | 333520 | 003727 148089 | 0.849029 | 2.42247
Baseline On-Treatment

Baseline

-5 Ho
Pre & Post JH: Score | Score Aperio Percent Percent Total Total
Epigenetic|] SR | CCLS | CCLS | Algorithm, |Total nuclei,| magenta |Percent DAB| ccLs/cD8; | Stained | Analysis
Priming/ lumor i in| (cas)  |co8)  (P| colocalized |  Area Area
treatment (GH) | (GH) Analysis (PC blue) (PC red) green) (PC yellow) (mm~2) | (mmA2)
Pre 12 [ 2 [ 10 | coscos | 276166 | s2sso1 | 657707 | 132562 | 1.90027 | 3.83065
Post | 12 | 8 | 10 | cosccs | 38973 | 347689 | 100566 | 162015 | 3.1248 | 7.04703

aseline

Supplemental Figure 6

On-Treatment

On-Treatment

& g T
o PR

He He

Score | Score Aperio Percent Percent Total Total

LS | €S | Algorithm, |Total nuclei,| magenta |Percent DAB| ccLs/cD8; | Stained | Analysis

fumor [stromal  Multiplex i (ccs)  Jicos)  (Pq| Colocalized Area Area

(GH) | (GH) Analysis (PC blue) (PC red) green) (PCyellow) | (mmA2) | (mmA2)
pre 10 | 6 2 cosccts | 819337 | 7.28e02 | 140342 | 3.95920 | 0.603883 | 198084
Post 15 | 8 | 12 | cosccs | 700331 | 307642 | 185512 | 833931 | 1.95878 | 7.71406

Baseline On-Treatment

Baseline

On-Treatment

B He

Pre & Post[H: Score | Score Aperio Percent Percent Total Total
Epigenetic| LR | CCL3 | CCLS | Ajgorithm, [Total nuclei,| magenta |PercentDAB| ccL5/cDS; | stained | Analysis
Priming/ | (GH) [tumorjstromal multiplex if (ccs)  |(cos)  (Pq] colocalized Area Area
freatment {GH) | (GH) | Analysis (PChlue) | (PCred) green) (PCyellow) | (mmn2) | (mma2)
HASEUIY

pre o i cosccls 92.6226 47841 144607 175688 725127 268.409

Post 6 9 cos ccis 97.4823 0.187465 202331 0306932 217162 7.97423




Supplemental Figure 6: Concurrent epigenetic immunotherapy in
advanced NSCLC clinical trial specimens case studies, Related to
Figure 8.

A-D). CD8a and CCL5 multiplex IHC, representative whole sections and
enhanced image size for case studies in Figure 8. Top panel: whole
section, bottom panel: Region of interest, 200x magnification, left panel:
Baseline, right panel: on-treatment combination epigenetic treatment
(Azacitidine + Entinostat). CD8a + CCL5 multiplex IHC pseudo-colored
(green= CD8a, red=CCL5, and yellow=CD8a+CCL5 co-localization.
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Supplemental Figure 7: Single-plex IHC, concurrent epigenetic
immunotherapy in advanced NSCLC clinical trial specimens case
studies, Related to Figure 8.

A). Larger field and expanded panel single-plex IHC sections
corresponding to sections presented as case studies in Figure 8. Clinical
trial biopsy to show the prioritized 4-marker IHC panel. All IHC stains
were scored by modified H-score with a primary focus on CD8 cells and
tumor infiltrative pattern. 200x magnification.
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Supplemental Figure 8: Single-plex summary IHC Concurrent
epigenetic immunotherapy in advanced NSCLC clinical trial
specimens case studies, Related to Figure 8.

A). CD8a H-score comparison baseline vs on-treatment (n=4 paired
samples), mean and individual sample values are plotted. B). CD8*
infiltration status baseline vs. on-treatment (n=4 paired samples). C).
CCL5 H-score comparison baseline vs on-treatment (n=4 paired
samples), mean and individual sample values are plotted. D). PD-L1 H-
score comparison baseline vs on-treatment (n=4 paired samples), mean
and individual sample values are plotted. E). MDAS H-score comparison
baseline vs on-treatment (n=4 paired samples), mean and individual
sample values are plotted.



