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Figure S1. Related to Figure 1. TGFfi NK cells have increased anti-tumor IFNy+ and TNFa+ NK cells.
(A) Representative flow gating depicting IFNy+ and TNFa+ against DAOY, HOS, and MG63. Control
in black, TGFf{i in red. (A) TGFfi increases anti-tumor IFNy+ and (B) TNFa+ at baseline and in the
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presence of additional TGFp. Individual data points depicted. Lines and Bars are Mean + SD.
Statistical differences were determined by two-way repeated measures ANOVA with Holm-Sidak’s
multiple comparisons test. * p < 0.05, ** p < 0.01, ** p <0.001, **** p < 0.0001.
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Figure S2. Related to Figure 1. TGF imprinting increases intensity of IFNy and TNFa production.
(A) TGFBi NK cells have increased geometric mean (gMFI) of IFNy and (B) TNFa. Individual data
points depicted. Lines and bars represent Mean + SD. Statistical differences were determined by two-
way repeated measures ANOVA with Holm-Sidak’s multiple comparisons test. * p < 0.05, ** p < 0.01,
** 1 <0.001, **** p < 0.0001.
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Figure S3. Differential IFNy and TNFa secretion induced by parental K562 versus K562mblIL-21
feeder cell expansion. NK cells were expanded from identical donors for 2 weeks on either parental
K562 or K562mblIL-21 plus IL-2 (Control, black) or IL-2 plus TGF3 (TGEfi, red). At the end of 2 weeks,
NK cells were rested overnight in IL-2 only (solid symbols) or IL-2 plus TGF{ (open symbols) and
cultured with MG63 for 3 h. Cytokine secretion was measured in the supernatants using CBA analysis
(n=3). Individual data points depicted. Lines and bars represent Mean + SD.
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Figure S4. Phenotypic analysis of TGFBi NK cells at Day 7, 14 and 21. Control and TGFpi NK cell
receptor repertoire was assessed using flow cytometry at (A) Day 7 and (B) one week following
removal from TGFp at Day 21 (n = 3-6). (C) SMAD3 and T-bet expression was similarly measured by
western blot at Day 7, Day 14 and Day 21. Individual data points depicted. Lines connect donors.
Statistical differences were determined by paired t-test. * p < 0.05, ** p < 0.01, ** p < 0.001, *** p <
0.0001. Related to Figures 4&6.



Cancers 2018, 10, 423

€——— CD226(DNAM-1)
1

RefGene [®+—— # 4
e | G
T | C—
SO |
chr18:69,860,956-69,959,176
€——— NCR3(NKp30)
RefGene H"-*.-’- f—
e s _....lllllllil.
TN
- - ,,‘-llllllllIIIII.L
LT
chr6:31,586,883-31,594,985
FASLG =——————=>pp-
RefGene | willl-——+ I I —
S — i — A
.'YA'.V 7‘
-~ - A
_ 1
chr1:172,657,008-172,668,872
4—— KLRK1(NKG2D)
RefGene [+ H-4 1303000 Seia |

TG T N SN

chr12:10,370,353-10,392,054

<4—— GzMB

RefGene =

l :
..I"“lu.h
!

chr14:24,628,956-24,636,269

4 of 5

Figure S5. ATAC-seq results for TGF imprinted NK cell phenotype. Control in black. TGFfi in red.

n=2. Related to Figures 4 & 5.
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Figure S6. ATAC-seq results for TGFp imprinted NK cell transcription Factors. Control in black.

TGEFfi in red. n = 2. Related to Figures 6.



