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Figure S1. The structure and synthesis process of GC.
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Figure S1. The structure and synthesis process of GC.
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Figure S2. Analysis of neutrophils, macrophages, and DCs in immune cells (CD45") of various
treated tumors at different times using flow cytometry. (A) Gating strategy for neutrophils,
macrophages, and DCs in immune cells (CD45%) in tumors. (B and C) Proportion of macrophages
(B) and DCs (C) in immune cells (CD45%) of various treated tumors at different times. Data are

presented as mean = SD (n = 3-5 mice, two independent experiments).



Live cell CD45+

—> —
Live/Dead - eFlour 506 CD45 - BV605 RB+

Y

Neutrophil CD11b+
b Macrophage | 1

T T Ty L Tr T L Il B B B L B L T L L T
Ly6G - APC-Cy7 F4/80 - Bv421 CD11b - PE-Cy7 CD*1c - Alexa Fluor 647
B
4h 12h 24h 48h 72h
92.69% 97.28% 89.63% 95.29% 97.48%

6.02%
6.02%

10.34% /

@ Neutrophils

@ DCs
[ macrophages
3 other cells

Figure S3. Analysis of neutrophils, macrophages, and DCs in RB signal positive immune cells
(CD45'RB") in the GC-RB + PTT treated tumors at different times using flow cytometry. (A)
Gating strategy for neutrophils, macrophages, and DCs in RB signal positive immune cells
(CD45"RBY) in the GC-RB + PTT treated tumors. (B) Proportion of RB positive signal cells in the
CD45" immune cells at different times. (C) Proportion of neutrophils, macrophages, and DCs in the

RB signal positive immune cells at different times.
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Figure S4. Evaluation of side effects on the mice at 24 h after treatments. (A) Biochemical
analysis of blood from treated mice at 24 h. Data are presented as mean = SD (n = 3 mice). ALP,
alkaline phosphatase; ALT, alanine aminotransferase; AST, aspartate transaminase; T-Pro, Total
Protein; Alb, albumin; Cre, creatinine; Glu, Glucose; T-Bil, Total Bilirubin; BUN, blood urea
nitrogen. (B) Body weight changes of mice before treatments and 24 h after treatments. Data are
presented as mean + SD (n = 5 mice). (C) Histopathologic analysis of H&E-stained tissue sections
of hearts, livers, spleens, lungs, and kidneys from mice at 24 h after treatments. Right panel is zoom

images of the black box in the livers. Arrows indicated the vacuoles in the hepatic cells of livers.

Scale bar: 100 um.
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Figure S5. Evaluation of side effects on the mice at 10 days after treatments. (A) Biochemical
analysis of blood from treated mice at 10 days. Data are presented as mean + SD (n = 3 mice). (B)
Body weight changes of treated mice. Data are presented as mean £ SD (n = 5-6 mice). (C)
Histopathologic analysis of H&E-stained tissue sections of hearts, livers, spleens, lungs, and
kidneys from mice at 10 days after treatments. Right panel is the zoom images of black box in the

livers. Arrows indicated the vacuoles in the hepatic cells of livers. Scale bar: 100 pm.
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Figure S6. Frequency of mature DCs (CD11¢*CD80"CD86%) in TDLNs 72 h after various
treatments. (A-D) DC maturation induced by PBS (A), PBS + PTT (B), GC (C), and GC + PTT
(D) in TDLNSs of CFP-B16 tumor bearing mice. Cells in the TDLNs were collected 72 h after various

treatments for analysis by flow cytometry after staining with CD11c, CD80, and CD86 antibodies.
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Figure S7. Characterization of GFP* TILs in CXCR6-GFP mice re-challenged by CFP-B16
tumor cells (following the same procedures in Fig. 4A). (A) Representative flow cytometry plots
showing CD69" cells in GFP* TILs in the re-challenged CFP-B16 tumors of CXCR6-GFP mice. (B)
Proportion of CD69" cells in GFP* TILs from (A). (C) Proportion of CD8" T cells in GFP* TILs.
(D) Proportion of CD69" cells in CD8* CTLs from (C). (E) Proportion of CD4" T cells in GFP*
TILs. (F) Proportion of Foxp3* cells in CD4" T cells from (E). Data are presented as mean + SD (n
= 3-5 mice, two independent experiments). Statistical analysis was performed using the one-way
ANOVA test followed by the Bonferroni post-test. * P < 0.05, ** P <0.01, *** P <(.001, ns: not

significant.



Movie S1: In vivo sequential imaging of the movement of endogenous GFP* TILs in the
rechallenged tumor microenvironment of different mice groups. The 3D time-lapse images
were acquired as a 30 um z-stack. Endogenous GFP* TILs are shown in green (GFP-labeled), and

the B16 tumor cells are shown in blue (CFP-labeled). Scale bar: 50 pm.





