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Supplementary Figure 1. Preparation route of platelet conjugated with aPDL1.



CD36 CD61

Isotype

Platelet

Counts

P@aPDL1

» Intensity

Supplementary Figure 2. Surface proteins on native platelets and P@aPDL1. Flow
cytometry analysis of the proteins on native platelets and P@aPDL1. The isotype control
antibody was an anti-human CDS antibody.
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Supplementary Figure 3. aPDLI1 release profile from P@PDL1. The release profile of aPDL1
from P@aPDL1 with or without activation by thrombin. Data are presented as mean + SD, n =3
biologically independent samples.
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Supplementary Figure 4. Biocompatibility of Vidamezan in vivo. The images show the H&E
staining of spleen, liver and kidney collected from mice after treatment with PBS or Vadimezan
at the dose of 15 mg/kg. Scale bars: 40 um.
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Supplementary Figure 5. Metastasis formation in vivo. In vivo tumour bioluminescence
images of mice at different days after 4T1 tumour cell inoculation intravenously.



PBS

Vadimezan
.- 5 ;4 g

< &

Vadimezan + Vadimezan +
P@aPDLA1 P@aPDLA1 P@lgG

Supplementary Figure 6. Cell apoptosis in tumour metastases after treatment. Confocal
images displaying apoptosis of tumour cells in the metastasis in the lung parenchyma after
treatment. Apoptotic cells were labeled with Terminal deoxynucleotidyl transferase dUTP nick
end labeling (TUNEL) assay. Scale bar: 50 pm.
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Supplementary Figure 7. Gating strategy for T cell analysis by flow cytometry.
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Supplementary Figure 8. Representative flow cytometry analysis of CD3" T cells.
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Supplementary Figure 9. T cell distribution in tumour metastases in the lung parenchyma.
Confocal images displaying the distribution of CD4/CDS8 T cells in the metastatic lesion within
the lung. Scale bar: 100 pm.
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Supplementary Figure 10. Cytotoxic T cells analysis in 4T1 metastatic lesions after
treatment. Representative flow cytometry analysis of IFN-y"CD8* T cells gating on CD3" T
cells in the tumor metastases, n = 5 biologically independent animals. G1, PBS; G2, aPDLI1; G3,
Vadimezan; G4, P@aPDL1; G5, P@aPDL1 + Vadimezan; G6, P@IgG + Vadimezan. Data are
presented as mean £ SD, statistical significance is calculated via one-way ANOVA with a Tukey
post-hoc test. P value: *** P<0.001. G1 vs. G5: P <0.0001, G2 vs. G5: P <0.0001, G3 vs. G5:
P <0.0001, G4 vs. G5: P <0.0001, G6 vs. G5: P <0.0001.
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Supplementary Figure 11. Cytokine detection in metastatic lesions after treatment. Cytokine
levels in the metastatic lesion within the lung parenchyma collected 7 days after different
treatments, n = 5 biologically independent animals. G1, PBS; G2, aPDL1; G3, Vadimezan; G4,
P@aPDL1; G5, P@aPDL1 + Vadimezan; G6, P@IgG + Vadimezan. Data are presented as mean
+ SD, statistical significance is calculated via one-way ANOVA with a Tukey post-hoc test. P
value: * P<0.05, ** P<0.01, *** P<0.001. TNF-a: G1 vs. G5: P < 0.0001, G2 vs. G5: P =
0.0015, G3 vs. G5: P=0.0031, G4 vs. G5: P=0.0019, G6 vs. G5: P =0.0025; I[FN-y: G1 vs. G5:
P <0.0001, G2 vs. G5: P=10.0321, G3 vs. G5: P=0.0165, G4 vs. G5: P =0.0061, G6 vs. G5: P
=0.0101; IL-2: G1 vs. G5: P <0.0001, G2 vs. G5: P=0.0008, G3 vs. G5: P =0.0132, G4 vs. G5:
P <0.0001, G6 vs. G5: P=0.0008; IL-6: GI vs. G5: P <0.0001, G2 vs. G5: P <0.0001, G3 vs.
G5: P =0.0006, G4 vs. G5: P =0.0002, G6 vs. G5: P <0.0001; IL-12: G1 vs. G5: P < 0.0001,
G2 vs. G5: P=0.0026, G3 vs. G5: P=0.011, G4 vs. G5: P=0.0005, G6 vs. G5: P =0.0025.
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Supplementary Figure 12. Immune response in non-tumour bearing mice after P@aPDL1
+ Vadimezan treatment. Representative flow cytometry analysis of CD3", CD4" and CD8" T
cells in mice receiving PBS or Vadimezan + platelet@aPDL1 treatment. » = 5 biologically
independent animals. Data are presented as mean + SD, statistical significance is calculated via
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Supplementary Figure 13. Gating strategy to identify T cell memory by flow cytometry.
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Supplementary Figure 14. CD3* T cells in the peripheral blood of treated mice. Relative
quantification of the CD3" T cells in the peripheral blood, n = 4 biologically independent animals.
Gl1, PBS; G2, aPDL1; G3, Vadimezan; G4, P@aPDLI1; G5, P@aPDL1 + Vadimezan; G6,
P@lgG + Vadimezan. Data are presented as mean + SD, statistical significance is calculated via
one-way ANOVA with a Tukey post-hoc test. P value: *** P<0.001. G1 vs. G5: P <0.0001, G2
vs. G5: P<0.0001, G3 vs. G5: P<0.0001, G4 vs. G5: P <0.0001, G6 vs. G5: P <0.0001.
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Supplementary Figure 15. Quantification of cytotoxic T cells in B16F10 melanoma
metastatic lesions after treatment. Representative flow cytometry analysis of IFN-y*CD8" T
cells gating on CD3" T cells in tumor metastases, n = 5 biologically independent animals. G1,
PBS; G2, aPDL1; G3, Vadimezan; G4, P@aPDLI1; G5, P@aPDL1 + Vadimezan; G6, P@IgG +
Vadimezan. Data are presented as mean + SD, statistical significance is calculated via one-way
ANOVA with a Tukey post-hoc test. P value: *** P<0.001. G1 vs. G5: P <0.0001, G2 vs. G5: P
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<0.0001, G3 vs. G5: P <0.0001, G4 vs. G5: P<0.0001, G6 vs. G5: P<0.0001.
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Supplementary Figure 16. Survival of mice bearing metastatic Lewis lung cancer after
treatment. The survival cure of mice with metastatic Lewis lung cancer after treatment. Mice
received the treatment 10 days after tumor engraftment, n = 5 biologically independent animals.
Gl1, PBS; G2, aPDL1; G3, Vadimezan; G4, P@aPDL1; G5, P@aPDL1 + Vadimezan; Go6,
P@lgG + Vadimezan. Statistical significance of the survival was calculated via log-rank
(mantel-cox) test. P value: ** P<0.01.

18



% (P=0.0121)

Isotype PBS Vadimezan 350-
59.5 405| % 4o i_
— L
[0]
o 30- T
2
g20{ [1
7] o
= = 104
= &)
3 & ol L, :
PDL1 & &
6\@
Q’b

Supplementary Figure 17. PDL1 expression by tumour cells after treatment with
Vadimezan. Flow cytometry data showing PDL1 expression in 4T1 breast metastasis after
treatment with PBS and Vadizeman. Data are presented as mean + SD, n = 4 biologically
independent animals, statistical significance is calculated via one-way ANOVA with a Tukey
post-hoc test. P value: * P <0.05.

19



