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Figure S1. Gating strategy for identifying DCs and ZsGreen' DCs. A: Scatter. B: Singlets.
C: Live cells. D: CD45". E: CD11c" DCs. F: ZsGreen .
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Figure S2. Innate immune cell populations in FUS+MBs treated and Sham control
tumors. A,B,C: Number of (A) dendritic cells and (B,C) dendritic cell subsets per gram of
tumor two and four days post treatment assessed by (A) CD11c hi (B) CD11c hi CD11b+ (C)
CD11c hi CD103+. D,E,F,G: Number of (D) myeloid cells and (E,F,G) myeloid cell subsets per
gram of tumor two and four days post treatment assessed by (D) CD11b+ (E) CD11b+ F4/80+
(F) CD11b+ Ly6C hi (G) CD11b+ Ly6C mid. Significance assessed by unpaired t tests
between Sham and FUS+MBs treated tumors at each time point.
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Figure S3. Expression of DC activation markers in FUS+MBs treated and Sham control
tumors 4 days post treatment. A,C,E: Percentage of dendritic cells expressing CD86 in the
(A) tumor (C) meninges and (E) superficial cervical lymph nodes of FUS+MBs treated and
Sham animals 4 days post treatment. B,D,F: Geometric mean fluorescence of CD86 in CD86
positive DCs in the (B) tumor (D) meninges and (F) superficial cervical lymph nodes of
FUS+MBs treated and Sham animals 4 days post treatment. Significance assessed by
unpaired t tests between Sham and FUS+MBs treated animals.




m
-

15
c Tumor » -
£8 3 1200 Tumor
+ © £_ -
27 0 . it 1000
A B we : o= 800 a2 .ﬁ.
2= x O
e 257 Tumor 1 6007 Tumor =3 W+ 600~
S H w2 0 . Zx
c S 20 =P = 51 o8 U 7L 4001
£35S = o=
t 85 . L5 a0 %St mpmye 33 * « 22 2004
s = 154 s OF °
o = L] o Q I
=] hd i E' ﬁ_ 5 o—0F— = 0-
2= 101 €% L00- Sham FUS Sham FUS
23 Q8 G H
= 5- N £ 201 . © 2000 .
5 2 Meninges 3 Meninges
0 ’ ! Moo T T f s L.E_;
Sham FUS Sham FUus 28 159 m = 215007
C D E § 10 * =g %8 1000
10= . = 2 104 * 1 . *
1000+ . . g
-E ] Meninges e Meninges ? % xS 2s E
5 ] c © goo- I~ ® " b E -
=32 ] . LE o S0 ] o w® g5 500
§2 5 Se % = 600 =9 =
@ -1 : -
gﬁ 1 c8 . - = /0T
@ = Sie my 3 £ 400+ < ] Sham FUS Sham FUS
N3 [3 u G5 . I J
O = N @
e TSSO &2 2004 30~ 2 1300+
8 0 (1 o c g SLNs L3 SLNs
N _= = = -
: T 0 : : iE Lz 1200 .
Sham FUs Sham FUS % 2 20- O 11004 o u
% E' e® ..I ﬁu o
23 < .T: 5 1000 e Lm
oE10d ° Zi good * .
g2 - 22
35 3 a00-
Q I
- = M
Sham FUS Sham FUS

Figure S4. Antigen uptake and presentation by dendritic cells 4 days following
FUS+MBs treatment. A,C: Percentage of ZsGreen positive dendritic cells in the (A) tumor
and (C) meninges 4 days following treatment. B,D: Geometric mean fluorescence of ZsGreen
in ZsGreen positive dendritic cells in the (B) tumor and (D) meninges 4 days following
treatment. E,G,l: Percentage of MHC-SIINFEKL positive dendritic cells in the (E) tumor (G)
meninges and (I) superficial cervical lymph nodes. F,H,J: Geometric mean fluorescence of
MHC-SIINFEKL in MHC-SIINFEKL positive dendritic cells in the (F) tumor (H) meninges and
(J) superficial cervical lymph nodes.
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Figure S5. Endothelial cell adhesion molecule expression on the vasculature of
FUS+MBs treated and Sham tumors 24 h post-treatment. A,B,C: Percentage of endothelial
cells expressing (A) E-selectin (B) ICAM-1 or (C) VCAM-1 from FUS+MBs treated and Sham
B16F1cOVA tumors. D,E,F: Percentage of endothelial cells expressing (D) E-selectin (E)
ICAM-1 or (F) VCAM-1 from FUS treated and Sham B16F1 tumors. Significance assessed by

unpaired t tests.
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Figure S6. Gating strategy for identifying OT1 T cells. A: Scatter. B: Singlets. C: Live cells.

D:CD45.2". E: Thyl.1". F: CD8". G: CD44 . H: Extravascular cells (i.e. negative for i.v. injected
CD45 antibody).
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Figure S7. Adoptively transferred activated T cell populations in the tumor and
meninges of FUS+MBs treated and Sham animals. A,C: Ratio of transferred Pmel T cells
in the (A) tumor or (C) meninges to the number in the spleen of FUS+MBs treated or Sham
animals bearing intracranial BL6F1cOVA tumors. B,D: Ratio of transferred non-specific T cells
in the (B) tumor or (D) meninges to the number in the spleen of FUS treated or Sham animals
bearing intracranial BL6F1cOVA tumors.




