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Fig. S1. Histological evaluation of the microdistribution of NPs in primary tumor and sites of metastasis
and healthy tissue regions in liver and lungs. (A) Primary tumor, (B) lungs, and (C) liver. (20x magnification;
scale bar = 100 um; blue: nuclear stain, green: 4T1 cancer cells, red: cRGD-NP; metastatic tissue sections

left and healthy tissue regions right).
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Fig. S2. Microdistribution and uptake of untargeted and targeted NPs by innate immune cells in the blood

and the spleen and endothelial cells in tumor, lungs, liver and spleen. (A) Weight of primary tumors. (B—-E)

Flow cytometry analysis of nanoparticle uptake by APCs in the blood and the spleen on day 10 and day

23. Analysis of nanoparticle uptake by endothelial cells on (F) day 10 and (G) day 23. N=5 mice per

condition. Box and whisker plots (5-95 percentile) with statistics by one-/two-way ANOVA with a post hoc
Tukey or Sidak’s test. *P<0.05; **P<0.01; ***P<0.001; ****P<0.0001.



A B C I Untreated *kokk D I Untreated T
= mPEG-CDN-NP I'I 1 mPEG-CDN-NP
200 0.6 blood B cRGD-CONNP P07 L spleen D cRGD-CON-NP U]
c * 8x10%— r] 3%10°
% 150 C) * 1 | 7
3 8 “1 . | 0s 1 *k 2o
f- ) e o 0 0 5 54
= 2 2O | 283 2x10
) £ 0.2 ) c = 4x10° cEF'Y%
s sl e * £2 ] i% o
[0] . E o E 58 1x105-
k] & 2x10% i g é
0- T 0.0 T T T g ﬂu ﬂ | ﬁ ﬂ i l a
- o8
& S R g 0. e od,
0‘\ o\\ & o\k o\\ T T T T T T T T T T
O & o O ¥ 2 P 2 N 3\ P 2 \2
o .9 ¥ o7 9 & ¢ D s ¢ o S
& O & O R SN x & 5 Q <9 2 &
& & & & SR N © ° © &
€ o & S © « 00\ & N © <
&Y c‘;“\ R o@"’ o (‘,“@ F & &
& x o I Q'
x\;? ,\/4‘ b}Q’Q (@) x\;‘b xd &Q,Q (&)
NS ¢ NS <
S &P <
E [ Untreated F [ Untreated G = Untreated
1 mPEG-CDN-NP 1 mPEG-CDN-NP 1 mPEG-CDN-NP
tumor B cRGD-CDN-NP lungs I cRGD-CDN-NP liver [ cRGD-CDN-NP
6x10%= k% 5%1 0% *kkk 3x10%=
» A w  4x10% w  2%10%
288 a0 233 | 288 iy
8%.6 ) 338 3w 338 2x10
ook d oo i ook d
5. % 55% 5.%
E 2o " E D 2x10% E 22 1x10%
» @ 2x10 » @ » @
- g' Qo - g Q 1 - S_ Qo 1
| 1x10% 5x103 é
| | =
o= T =i 0 T - o T T
CD4* T-Cells CD8* T-Cells CD4* T-Cells CD8* T-Cells CD4* T-Cells CD8* T-Cells
H E mMPEG.CON-NP I E MPEG-GON-NP J - gl',‘,téeg_tggN_Np
blood EH cRGD-CDN-NP spleen I cRGD-CDN-NP ~ cRGD.CDN-NP
3%103= 2x105 = 10q
£
5 |
1 1 ]
2 2 2 5
28 2x103- 28 § 11054 g 3 |
8 = 8 T2 8 *
] J ook J 0 * | %*
€~ cEF% * £ - *
S v Suw 2
ES E2 D & ] * *
E & 1x10°H E . g 5x10% € 5
g sokkok g £
1M ] = o
X 404
JE2= = = e 2
v ] ]
CD4* T-Cells CD8* T-Cells CD4* T-Cells CD8* T-Cells Day After Treatment

Fig. S3. Mechanistic study of the cellular immune response to immunostimulatory NPs 48 h after systemic
delivery. (A) cdGMP encapsulation in untargeted and integrin-targeting NPs. (B) Weight of primary tumors
was measured 2 days after NP treatment on day 10. Flow cytometry analysis of innate immune cells in (C)
blood and (D) spleen, and CD4" and CD8" T cells in (E) Tumor, (F) lungs, (G) liver, (H) blood and (I)
spleen. (J) Percent body weight change two days post-treatment. N=5 mice per condition. Box and whisker
plots (5-95 percentile) both with statistics by one-/two-way ANOVA with a post hoc Tukey or Sidak’s test.
*P<0.05; **P<0.01; ***P<0.001; ****P<0.0001.
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Fig. S4. Peripheral innate and adaptive immune cells in blood after treatment with immunostimulatory NPs

in combination with surgery and anti-PD1.

Flow cytometry analysis of circulating dendritic cells,

macrophages and NK cells (A) 14 and (B) 21 days after tumor inoculation. Peripheral CD4"* T cell counts

(C) 14 and (D) 21 days after tumor inoculation. (E) Weight change of mice. N=7 mice per condition. Mean
+ SEM are plotted with statistics by one-/two-way ANOVA with a post hoc Tukey or Sidak’s test. *P<0.05;
**P<0.01; ***P<0.001; ****P<0.0001.



