














Figure. S11. Studying the relevance of PD-1/PD-L1 blockade for CAR-T cell-mediated OC
targeting.

a-d Studying the impact of PD-1 blockade on anti-tumor efficacy of CAR-T cells in an OVCARS-
FG human ovarian cancer xenograft NSG mouse model. Note that the data for the Vehicle and
CAR-T groups are shared with those presented in Fig. 6g-6j. a Experimental design. b BLI images.
¢ Quantification of b (n = 5). d Survival curve (n = 5).

e-h FACS detection of PD-1 and TIGIT expressions on CAR-T cells. CAR-T cells were collected
either from in vitro culture or from peritoneal cavity of experimental mice at week 4. e FACS plots
showing the PD-1 expression on the indicated cells. f Quantification of e (n = 5). g FACS plots
showing the TIGIT expression on the indicated cells. h Quantification of g (n =5).
Representative of 2 experiments. Data are presented as the mean = SEM. ns, not significant, *p <
0.05, **p < 0.01, ****p < (0.0001 by Student's ¢ test (f and h), one-way ANOVA (c), or log rank
(Mantel-Cox) test adjusted for multiple comparisons (d).
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Figure. S12. Comparison between HSPC-derived and PBMC-derived CAR-NKT cells.

a-d Generation of healthy donor PBMC-derived CAR-NKT (PBMCCAR-NKT) cells. a Diagram
showing the design of Lenti/MCAR-IL-15 lentivector, and the generation of PBMCCAR-NKT cells.
b FACS detection of the purity and CAR expression on CAR-NKT cells before and after FACS
sorting. ¢ Yield of PPMCCAR-NKT cells (n = 4; n indicates different PBMC donors). d
Quantification of CAR transduction rate (n = 4; n indicates different PBMC donors).

e Comparison of CD4/CD8 subpopulation percentages of CAR-NKT cells generated from four
donors.

f and g FACS plots showing the Ki-67 expression in two types of CAR-NKT cells (f) and the
quantification (g) (n = 4; n indicates different PBMC or CB donors).

h Heatmap showing the cytokine profiles of two types of CAR-NKT cells. Intracellular flow
cytometry was performed to assess cytokine production by CAR-NKT cells following
PMA/ionomycin stimulation. Values in the heatmap represent the percentage of cytokine-positive
cells for each cytokine.

i FACS analyses of the expression of indicated NKRs and NK markers on CAR-NKT cells (n = 4;
n indicates different PBMC or CB donors).

j and k Studying the in vitro antitumor efficacy of two types of CAR-NKT cells. j Experimental
design. k Tumor cell killing data at 24 h (n=4; E:T =2:1).

I-n Studying the long-term tumor cell killing of two types of CAR-NKT cells. 1 Experimental
design. Note the stimulator cells were not labeled with FG while the indicator cells were labeled
with FG. m Tumor cell killing data (n = 4). n Radar plots showing the exhaustion marker
expression on CAR-NKT cells (n = 4).

o-r Studying the in vivo antitumor efficacy of two types of CAR-NKT cells. o Experimental
design. p BLI images showing tumor loads in experimental mice over time. q Quantification of p
(n=4). r Survival curve of experimental mice (n = 4).

Representative of 3 experiments. Data are presented as the mean £ SEM. ns, not significant, **p
<0.01, ***p < 0.001, ****p < 0.0001, by Student's 7 test (g and i), one-way ANOVA (k and q),
two-way ANOVA (m and q), or log rank (Mantel-Cox) test adjusted for multiple comparisons (r).
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