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Supplementary Figure S1 CCL5 KO was up-regulated the proportion of DCs at early stage
after therapy. (A) Flow cytometry gating strategy for determination of CD11¢"DCs in spleen and
the peripheral blood. Flow-cytometry analysis of the dynamic change of DC proportion in spleen
(B) and the peripheral blood (C) was performed at different time points (3d, 5d, 7d, 21d after
cryo-thermal therapy) as compared to the tumor-bearing control group. n=4 mice at each time
point per group. Data was shown as mean+SD. *p<0.05; **p<0.01; ***p<0.001 was
considered to be statistically significant as compared to WT tumor-bearing control. ¥p <0.05;
&&p<0.01; *%%p<0.001 was considered to be statistically significant as compared to

cryo-thermal treated WT or cryo-thermal treated CCL5” mice.



A B

Tumor-bearing control  Cryo-thermal therapy Macrophage
8 -
o
]
o2
[=15
@ 64
k=
1]
o
=)
g 44
j=
2
Q ]
g 24 o o8 .
"06 ¥ o3 zg
= ]
0 —L
3d 5d 7d 14d 21d
= WT Control
m WT Therapy
mw CCL5" Control

mm CCL5" Therapy

Supplementary Figure S2 CCLS KO down-regulated the proportion of macrophages in
spleen on day 24 after tumor inoculation in tumor-bearing CCLS5 deficiency mice. (A) Flow
cytometry gating strategy for determination of the CD11b"F4/80" macrophage proportion in spleen.
(B) Flow-cytometry analysis of the percentages of macrophages in spleen was performed at
different time points (3d, 5d, 7d, 14d, 21d after cryo-thermal therapy) as compared to the
tumor-bearing control group. n=4 mice at each time point per group. Data was shown as
mean=+ SD. *p<0.05; **p<0.01; ***p<0.001 was considered to be statistically significant
compared to WT tumor-bearing control. ¢p <0.05; **p <0.01; ¥*&p <0.001 was considered to be

statistically significant compared to WT cryo-thermal treated or CCL5™ cryo-thermal treated

group.
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Supplementary Figure S3 Gating strategy for immune cell subpopulations. Flow cytometric
gating strategy to identify DCs (A), macrophages (B), CD4 subsets (C) and CD8 subsets (D)

through surface marker, cytokine and transcriptional factor expression.



