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Supplementary Figures
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Supplementary Fig. 1. 'TH NMR spectrum of PEIpt in D;O.
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Supplementary Fig. 2. Synthesis and characterization of PCT. a, Synthesis routines of

PCT. b, Spectrum of PCT in D>O. ¢, FT-IR of PCT.
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Supplementary Fig. 3. Mass spectrum of PCT.
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Supplementary Fig. 4. Cisplatin release behavior under pH 5.0 or pH 7.4 at different

time points by HPLC. Data are presented as the mean + s.d. (n = 3 biological replicates per

group).
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Supplementary Fig. 5. HPLC spectrum of Cisplatin, PCT in pH 7.4 for 24 h or PCT in
pH 5.0 for 24 h.
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Supplementary Fig. 6. The stability of Nano-CD in PBS or 5% serum for 24h or 48 h.
a,b, The particle size and zeta potential of Nano-CD in PBS or 5% serum for 24 h or 48 h. ¢,
Agarose gel electrophoresis of Nano-CD in PBS or 5% serum for 24 h or 48 h (n =3).



Supplementary Fig. 7. Agarose gel electrophoresis of Nano-CD in different pH (pH
4.0-8.0) (n =3).
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Supplementary Fig. 8. MTT assay of different materials. Data are presented as the mean
+ s.d. (n = 3 biological replicates per group) and statistically analyzed using one-way ANOVA
and Tukey’s tests.
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Supplementary Fig. 9. Cell uptake analysis. a, b, Representative cell uptake of different
agents by FCM. Data are presented as the mean + s.d. (n = 5 biological replicates per group) and
statistically analyzed using one-way ANOVA and Tukey’s tests. ¢, Intracellular tracking of Nano-

CD in B16F10 cells. Endosomes and lysosomes were stained with LysoTracker Red (red),
plasmids were labeled with YOYO-1 (green), and nuclei were stained with Hoechst 33342
(blue). (n = 3. Scale bar: 20 um).
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Supplementary Fig. 10. Transfection efficiency analysis. Representative images of GFP*

B16F10 cells (green) by fluorescence microscope (Scale bar: 200 um) and quantitative analysis

of transfection efficiency by FCM. Data are presented as the mean + s.d. (n = 5 biological

replicates per group) and statistically analyzed using one-way ANOVA and Tukey’s tests.



Supplementary Fig. 11 The morphological images of pyroptosis by CLSM. (n = 3. Scale
bar: 42 pm).
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Supplementary Fig. 12. Detection of endogenous adjuvant effectors. a, CRT

expression tested by FCM (n =4). b, The HMGBI1 expression analyzed by FCM (n = 4).
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Supplementary Fig. 13. Representative pictures of B16F10 tumors after 24 days
therapy.
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Supplementary Fig. 14. H&E staining and IHC analysis. a, Images of tumor sections
stained with HE, GSDME (brown), Ki67 (brown) and TUNEL (red) by fluorescence microscope
(Scale bar: 100 um). b, Quantitative analysis of GSDME expression, Ki67 LI and apoptosis
index of per group. Data are presented as the mean + s.d. (n = 5 biological replicates per group)

and statistically analyzed using one-way ANOVA and Tukey’s tests.
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Supplementary Fig. 15. Immunofluorescence staining of CD4" T cells. CD4" T cells
(red); nucleus (blue). (n = 3. Scale bar: 50 pm).



DAPI

CDS8 Merle

Supplementary Fig. 16. Immunofluorescence staining of CD8" T cells. CD8* T cells
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(green); nucleus (blue). (n = 3. Scale bar: 50 um).
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Supplementary Fig. 17. Evaluation of side-effect of Nano-CD in major organs of mice

after different treatment. (n = 3. Scale bar: 100 um).
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Supplementary Fig. 18. CBC test (a) and blood chemistry profile analysis (b) after
treatment with different agents. Data are presented as the mean + s.d. (n = 5 biological

replicates per group)
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Supplementary Fig. 19. Representative scatter plots and gating information derived

from analysis of CD4" T cells in tumor tissue.
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Supplementary Fig. 20. Representative scatter plots and gating information derived

from analysis of CD8" T cells in tumor tissue.
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Supplementary Fig. 21. Representative scatter plots and gating information derived

from analysis of CD206" macrophages in tumor tissue.
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Supplementary Fig. 22. Representative scatter plots and gating information derived

from analysis of Tewm cells in tumor tissue.
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Supplementary Fig. 23. Representative scatter plots and gating information derived

from analysis of Tewm cells in tumor tissue.

~ = % «
g 2 s )
8 8
_;3 T8 < A
2 2 i
< < by
g & 2% —> - -
2 . @,
= ©
s P g e
o1 o4 08 1213 ; 1036 0 104 105 108 1072 1007 102 104 107!
FSC-H (10%) FITC-A APC-A



Q

s 60’ r‘*** Y— 80— * k%
o 77 o® O I w—
§ E § E 60 5
o < o £
5240 T | 8%
iE T 5=
S5 20 e o
3£ ﬁm 3=
. L

1 2 3 4 5 1 2 3 4 5
b 150 250 -
- ——— 5 200t ™ ole
£ 100t e £
> 2 1501 MH
> 1 I
2 sof z 100
i mﬂm i 5°‘mﬁﬂ

0

2 3 4 5 2 2 3 4 5
- Sallne (1) -Nano-C (2) —o—Nano-dCasQ (3)
-~ Nano-CD (4) -~ Nano-CD&aPD-1 (5)
Supplementary Fig. 24. HMGBI1 and cytokine concentrations in serum. a, The HMGBI1
and IL-1p in serum by ELISA per group. b, Level of IFN-y and TNF-a cytokines in serum per
group. In panels a and b, data are presented as the mean + s.d. (n = 4 biological replicates per

group) and statistically analyzed using one-way ANOVA and Tukey’s tests.
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Supplementary Fig. 25. The H&E staining of tumor sections. (n = 3. Scale bar: 100 pm).
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Supplementary Fig. 26. Representative scatter plots and gating information derived

from analysis of CD69" T cells in tumor tissue.
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Supplementary Fig. 27. Representative scatter plots and gating information derived

from analysis of Treg in tumor tissue.
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Supplementary Fig. 28. Representative scatter plots and gating information derived

from analysis of CD4" and CD8" T cells in spleens.
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Supplementary Fig. 29. Profile of lung weight in each group. Data are presented as the
mean =+ s.d. (n = 5 biological replicates per group) and statistically analyzed using one-way
ANOVA and Tukey’s tests. (1: Saline, 2: Nano-C, 3: Nano-dCas9, 4: Nano-CD, 5: Nano-
CD&aPD-1).
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Supplementary Fig. 30. Representative scatter plots and gating information derived

from analysis of CD69" T cells in spleens.
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Supplementary. Table 1. Modification efficiency of amino acid on PEIprn

Polymer Number of X Y
Phe + Tyr

PEIpr2 1+1 0.2 1.25%
PElIrr4 2+2 0.9 5.62%
PEIr18 4+4 23 14.34%
PEIrrl6 8+8 3.6 22.50%
PEIr120 10+ 10 5.5 34.38%
PEIrr24 12+ 12 5.7 35.63%

X is the average number of Phe and Tyr on each PEI 1.8K molecular.

Y is the percentage of amino groups on prepared PEIprn.



