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Figure 1. Quantitative values of CCTFs over time in mouse xenograft B16 melanoma tumor model.

The y axis represents picograms (Pg) per milliliter; the x axis represents days after reaching ~5mm

size in diameter. Asterisks indicate statistically significance compare to values detected on day 1 (p <

0.05; ANOVA).
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Figure 2. Quantitative values of CCTFs over time in mouse xenograft 4T1 breast cancer model. The y

axis represents picograms (Pg) per milliliter; the x axis represents days after reaching ~5mm size in

diameter. Asterisks indicate statistically significance compare to values detected on day 1 (p < 0.05;
ANOVA).
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Figure 3. Immune cell profiles in B16 melanoma tumor bearing mice 24 hr following pFUS treatment

on days 2, 6 or 10. Quantitative values of immune cell profiles over time of mouse B16 tumors (A)
their spleens (B) and regional lymph nodes (LN; C), dissected 24 hr post-pFUS treatment. The y axis
represents the relationship between each cell population to the total cells detected; the x axis
represents 2, 6 or 10 days after reaching ~5mm size in diameter. Asterisks indicate statistically
significance (p < 0.05; ANOVA) between total cells detected in pFUS-treated mice samples to time-
matched controls. Pound indicate statistically significance (p < 0.05; ANOVA) between total cells
number detected in samples of naive untreated mice to naive untreated controls on day 2.

A 4T1 B Spleen C LN

3 Th & Treg Te! 2 Th m Treg Teyt 50 Th 20 Treg 40 Teyt
.

=4 * wof ot . -“‘:: H -“‘mif" LR =10 *
; ; ! | ft ‘5" *’}’ w®rE ¥ ; : % 3 ! .’.
g

# * =32p .
01 " 01 ! ' [E [E o o il o ii [T
2|epo | 2]6f10} 2|6Ho | 26| 2[s[10 | 2|s}10} 2(6110 | 2|6 2[6/10 | 2|6[10} 2|6{10 | 2]6{10} 2|6]10 | 2|€[10) 2|6H0 |2]6|1 2[s[10 | 2|&{10}
Control | 6 MPa Control | 6 MPa Control | 6MPa Control |6 MPa Control | 6 MPa Control |  MPa Control |  MPa Control | 6 MPa Control | § MPa
M2 B
# ]

" . 6 [T

31t *;‘sw?;’ $1a s;id ;i* s: E %

4
n2510251D 025102510 025102510 o
Control | 6 MPa Control | 6MPa Control | 6 MPa

Figure 4. Immune cell profiles in 4T1 tumor bearing mice 24 hr following pFUS treatment on days 2,
6 or 10. Quantitative values of immune cell profiles over time of mouse 4T1 tumors (A) their spleens
(B) and regional lymph nodes (LN; C), dissected 24 hr post-pFUS treatment. The y axis represents the
relationship between each cell population to the total cells detected; the x axis represents 2, 6 or 10
days after reaching ~5mm size in diameter. Asterisks indicate statistically significance (p < 0.05;
ANOVA) between total cells number detected in samples of pFUS-treated mice to time-matched
controls. Pound indicate statistically significance (p < 0.05; ANOVA) between total cells number
detected in samples of naive untreated mice to naive untreated controls on day 2.
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Figure 5. Proteomic changes of CCTFs and CAM over time in TME of untreated or pFUS-treated
mouse xenograft B16 melanoma. A. Heat map demonstrate the normalized changes in CCTFs and
CAM to Day 2 tumors un-sonicated B16 tumors compare to tumors on 6 and 10. Blue represent folds
change less than 1. Red represent 1-3 folds change. Dark red represent folds change >3.1; B.
Quantitative values of CCTFs and CAM over time of B16 melanoma tumors dissected 24 hr post
sonicating on days 2, 6 or 10. The y axis represents picograms per milliliter; the x axis represents days
after reaching ~5mm size in diameter. Asterisks indicate statistically significance (p < 0.05; ANOVA)
between values detected in pFUS-treated tumors to time-matched controls. # indicate statistically
significance (p < 0.05; ANOVA) between values detected in untreated tumors of naive mice to naive
untreated controls on day 2.
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Figure 6. Proteomic changes of CCTFs and CAM over time in TME of untreated or pFUS-treated
mouse xenograft 4T1 breast cancer. A. Heat map demonstrate the normalized changes in CCTFs and
CAM to Day 2 tumors unsonicated 4T1 tumors compare to tumors on 6 and 10. Blue represent folds
change less than 1. Red represent 1-3 folds change. Dark red represent folds change >3.1; B.
Quantitative values of CCTFs over time of 4T1 breast cancer samples dissected 24 hr post sonicating
on days 2, 6 or 10. The y axis represents picograms per milliliter; the x axis represents days after
reaching ~5mm size in diameter. Asterisks indicate statistically significance (p < 0.05; ANOVA)
between values detected in pFUS-treated tumors to time-matched controls. # indicate statistically
significance (p < 0.05; ANOVA) between values detected in untreated tumors of naive mice to naive
untreated controls on day 2.

Table 1. Detailed list of antibodies.

Working Conc.
Item Cat# | Clone (HgH %6 cells in 100 i) Isotype control Cat# |Company| Clone
FITC anti-mouse COS Antbody 0204|1782 1 FITG Rat IgG2h, K Isolype Girl Anlbady ADDGDG | Finlegend | RTKASID
APG antimouse CD4 Anlibody 100516] RM4-5 025 APC Ral IgG2a, k Isolype Clrl Anfibody 200512 | BioLegend |RTZTS
PE anli-mmuse CD25 Antibody 28| PoEt 1 PE Ral IgG 1, A Isolype Cirl Antbody 201906 | HinLegend | G147
PE anti-mouse CDEa Antiody 1007E| 5367 D25 PE Rat Ig57a, x Isolype Girl Antbooy A0SR | BioLegend | RTKZTHR
FITC anli- mouse FARD Anfibody 123108 025 FITC Ral IgG2a, k Isolype Girl Anfibody 200506 | BioLegend | RTS8
PE anti-mouse CD2D6 (MMIR) Antibody 141706 | COGRG2 D5 PE Rat Ig52a, k Isolype Girl Antbooy A0SR | HiLegend | RTKZ7HR
APC anli mmee GD86 Anlibody 05M2| GL1 [ APG R IgGZa, K Isotype Girl Anfibody 0512 | Bolegend | RTKZTHR
Alexa Flur® 488 ank CD45REZ20 y | 103225 | RA3 G52 2 Alexa Fluon® 453 Rat 19G2a, K Isotype Girl y | 200525 | BioLegend |RTIZTS8
Alexa Fluo® 647 ank-mouse CD335 (NKp46) Antbody | 137628 | 2081 .4 D5 AlExa PR 647 Rat 19G2a, x Isolype Girl Anllody | 00576 | BioLegend | RTKZTHR
FITC anli- mouse CD45 Antbady 103106 3DF11 [ FITG Ral IgG2h, K 1solype Girl Anibady ADDGDG | Bolegend | RTHABID
PE anti CD11b " 11208 MU 025 PERal IgG2h, K Isolype Girl Antbody 200604 | BioLegend | R TKA530
APC anfi-mouse Ly-6GAy-6C (Gr-1) Antbody 108412 | RBG-8C5 025 APC antimouse Ly-GGAy-6C (Gr-1) Anlbady | 108412 | BioLegend | RBG-8C5
PE anti mouse GD1c Antiody 17308 Na1R [ PE ian Hamster IgG Isolype Gl Antbody | 00003 | Biolegend | HTKAAR
APC anfi-mouse CD152 (CTLA-4) Antbody 106310 | UG1D-4B9 1 PE ian Hamsler IgG Isolype GiriAntbody | 400912 | BioLegend | HTKBSS
PE anlimouse GDZ74 (B7-H1, PD-L1) Antbody 124308 | 10F 9G2 025 PE Rat IgS7h, k Isolype Girl Antibooy ADDGEDR | Binlegend | RTKASID
Aexa Fuor® 647 antimouse CD279 (PD-1) Antbody | 135230 | 20F 1A12 025 Alexa Fluon® 647 Rat 19G2a, Kk Isolype Girl Anfbody | 900526 | BioLegend |[RTIZTS
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