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BPTF inhibits NK cell activity and the abundance of natural
cytotoxicity receptor co-ligands

SUPPLEMENTARY MATERIALS
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Supplementary Figure 1: BPTF does not affect 66cl4 or 67NR proliferation, cellular morphology or apoptosis in
vitro. (A) Doubling time of control and BPTF KD 67NR and 66¢l4 cultures (n = 3 biological replicates). (B) Images of control and BPTF
KD 67NR and 66¢cl4 cells in culture. Scale bar = 150 pm (C) Apoptosis was measured on cultured cells using Annexin-V and 7AAD

and analyzed by flow cytometry. Populations from each quadrant are shown as percentages with standard deviations for 3 independent
measurements. All quantitative data shown represents mean =+ stdev.
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Supplementary Figure 2: BPTF depleted tumors have an enhanced antitumor immune profile. (A) A DAVID gene ontology
(GO) analysis on BPTF-dependent genes identified from microarray gene profiling analysis on 67NR and 66cl4 tumors harvested from
BALB/cJ mice [59, 60]. (B) KEGG pathway analysis of genes identified from A. Red = upregulated, blue = downregulated.
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Supplementary Figure 3: CD8+ T cells, CD4+ T cells and NK cells are depleted with mAb treatment. (A-C) Representative
flow cytometry dot plots of splenocytes harvested from mice with (right column) or without (left column) mAb depletion. (A) Splenocytes
were stained with CD8 and TCRb. CD8 mAb depletion reduced CD8+, TCRb+ from 7.01% to 0.22%. (B) Splenocytes were stained with
CD4 and TCRb. CD4 mAb depletion reduced CD4+, TCRb+ from 14.39% to 0.20%. (C) Splenocytes were stained with NCR1 and DXS5.
Asialo-GM1 mADbD depletion reduced NCR1+, DX5+ from 2.43% to 0.50%.
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Supplementary Figure 4: A cell surface factor enhances NK cell activation to BPTF depleted tumor cells. (A)
Representative flow cytometry dot plot and percentages of live mouse NK cells stained with NCR1 and CD69 after coculture with 66¢14 or
67NR targets at a 5:1 E:T ratio. (B) Scatter plot analysis of % CD6%9high NCR1+ cells from A (n = 3 biological replicates, * = ttest pvalue
<0.04). (C) Fold change of CD69 MFI on mouse NK cells from A (n > 4 biological replicates, * = ttest pvalue < 0.01). (D) Fold change of
NCR1 MFI on mouse NK cells from A (n > 4 biological replicates, * = ttest pvalue < 0.05). (E) Cytolytic activity of mouse NK cells treated
with PMA + Ionomycin and cocultured with 67NR and 66cl4 targets at a 5:1 E:T ratio (n = 3 biological replicates). (F) Mouse NK cells
were preincubated with either fresh media or media harvested from control or BPTF KD tumor cells before assay on control or BPTF KD
targets at a 5:1 E:T ratio (n = 3 biological replicates, NS = not significant). (G) BPTF Western blot analysis of control and BPTF KD T47D,
MDA-MB-436 and SH-SYSY total cell extracts. All quantitative data shown represents mean =+ stdev.
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Supplementary Figure 5: BPTF depletion enhances Hpse, and not HSPG core protein, expression. (A) Representative
flow cytometry histograms of MHC molecules from control and BPTF KD 67NR and 66¢l4 cells. (B) Microarray GO analysis of BPTF-
dependent genes identified by microarray gene expression profiling on 67NR and 66¢l4 tumors from NSG mice. (C) and (D) Percent target
cell cytotoxicity as measured by LDH assay. (C) NK-92 cells or (D) mouse NK cells were cocultured on 66¢l4 or 67NR targets ata 5:1 E: T
ratio with or without heparin (n = 3 biological replicates, * = ttest pvalue < 0.05). (E) qRT-PCR analysis of //-2 expression by NCR1-{ 112
reporter BW cells after coculture with 67NR or 66¢l4 cells (n = 3 biological replicates, * = ttest pvalue < 0.05). (F) and (G) Representative
flow cytometry dot plots of splenocytes harvested from -/+ mNCR1.15 treated mice. Percentages of CD3- DX5+ NK cells are indicated. (H)
qRT-PCR analysis of HPSE expression in T47D, MDA-MB-436 and SH-SYS5Y cells (n = 3 biological replicates, * = ttest pvalue < 0.05).
(I) Percent cytotoxicity. 66¢l4 cells pretreated with bacterial heparinase I/I1I were cocultured with mouse NK cells at a 5:1 E:T ratio (n =
3 biological replicates, * = ttest pvalue < 0.03)(* = significant to no mAb Ctrl-sh1, ** = significant to the respective no mAb hairpin). (J)
Western analysis of 66c14 HPSE KD cell lines. Cyclophilin B was used as a loading control. (K) NK cells from naive BALB/c mice were
cocultured with control or HPSE KD 66¢l4 targets at a 5:1 effector:target (E:T) ratio (n = 3 biological replicates, * = ttest pvalue < 0.05).
(L) Fold change of HSPG core proteins and sheddases from microarray datasets obtained from 67NR and 66¢l4 tumors from NSG mice.
All quantitative data shown represent mean =+ stdev.



www.impactjournals.com/oncotarget/ Oncotarget, Supplementary Materials 2017

———  Treg Cell Markers ——m88™8 — - N o K562
04 o PMCH 02 - FOXP3 , . CD70 15 7, ‘P 100
. . § 4 -
0 01 1 - E E 80
5 02 0.5 o) o—
9 01 0 05 o (aa] é 60
N ) -
- BPTF g«
0.2 k0.2 0.5 05 L O 20
X
——————— NK Cell Markers ————— Cyclophilin B | s s T
o4 o NCR2 oo -PTGDR , JL12RB2 o KIR2DL1 Q
[ Z'z 0.1 0.15 -Z'Z; (}
5o -0
z 0.1 0 0.1 -0.03
o1 aus E
02 o2 o 006 B16F10-OVA

6o NS

Ctrl-sh
Bptf-sh

————— M1 Macrophage Markers —— >
03, CD80 ., CXCL9 , CCL19 IDO1 G > |
02 03 0.4 g 40
o 01 01 4 0.2 0.3 g = 39
= [ 0.1 0.2 <]
g 01 0 0.1 BPTF : ” ; 20
N 2 0 0.1 0 - 154 10
-03 -0.2 4 -0.1 °\O
04 0.1 03 wrk 02 CyCIOphlIIn B — o ‘;‘\ ‘;Q
M2 Macrophage Markers  Cytokines ‘é' &
,,.CD68 . CD180 . IFNG  —LowBPTF ¢ R
— High BPTF
) 0.1 0.025 0.1
S * : pvalue 0.05 - 0.01 NS
g ° 0 0 ** : pvalue 0.01 - 0.001 F 2%
N 0.1 -0.025 01 *** : pvalue < 0.001 '3 s
[
02 ok -0.05 0.2 6
3
B Cell Markers ——— Cytokines s 4
o1, TCLla . CD19 o PTPRC  ~TNF L2 2.,
o
N

0.1

o -0.1 )

: =
04 0.2 0.1 Tcells: =
0.1 ;
02 * 03 01 0.2

Zscore
°
* i
* :
S
-
.
4
4
= © ©o ©
[ &R
1) S
& 2 o
¥
Ctrl-sh
Bptf-sh

0.2 ok Targets: — B16F10-OVA

0.3
Supplementary Figure 6: BPTF is not required for NK or CD8+ T cell cytolytic activity. (A) Differential expression of
immune cell markers in BPTF high and BPTF low expression groups from Zscore normalized expression data obtained from the breast
cancer TCGA datasets (pvalues are shown in panel). Data shown represent mean + sem. (B) and (D) BPTF Western blot analysis on total cell
extracts from control and BPTF KD (B) NK-92 or (D) mouse OT1 T cells after rAd infection. (C) and (E) Percent target cell cytotoxicity.
(C) NK-92 or (E) mouse OT1 T cells were incubated with K562 cells for 4 hrs or BI6F10-OVA targets for 24 hrs, respectively, at a 10:1
E:T ratio (n = 3 biological replicates, NS = not significant). (F) Percent CD69"¢" of CD8+ OT1 T cells cocultured with or without B16F10-
OVA targets. (WT = wildtype, Ctrl-sh = control shRNA, Bptf-sh = Bptf KD shRNA), (n > 3 biological replicates, NS = not significant). All
quantitative data shown represent mean + stdev.
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Supplementary Data Set 1: BPTF-dependent genes by microarray and KEGG analysis.

See Supplementary File 1

Supplementary Data Set 2: Primer sequences used in the study.

See Supplementary File 2



