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Significance and Rationale Results
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* Obesityis an established risk factor for breast cancer
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* Understanding the regulatory mechanisms for B7H3
expression will open the door for B/7H3-targeting
Immunotherapy options
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cr : : : : Protein extraction Bradford assay Western blot o S o, I
 Within the tumor microenvironment, obesity-associated D . . . .
inflammatory signaling results in immunosuppression of T M.e;h1%0(|)/~'*-|:||530877110/0§“3 (gurin? OT/NLBClcell line) \'IA‘Vfre §eed§d in DMEM.mhedia ° : ' ' '
: wit 0 , 1% Pen-Strep, 1% L-glutamine. After incubating overnight at -
cells, promoting tumor growth 37°C, cells were washed 1x with PBS and treated alone or in combinations &S:XET;)_’ W i u
* B7HS3, a known immunosuppressive protein, is highly with IFN-y (20 ng/mL) and TNF-a (20 ng/mL) for 4 and 24 hours in serum-free |
expressed in triple negative breast cancer (TINBC) and is DMEM. Western blots and gPCR were conducted to examine PDL1 and B7H3 practin “9“ -
correlated with poor prognosis protein and RNA levels, respectively. STAT1 and NF-kB (P65) phosphorylation (42kDa) y - : - -.
served as a positive control for signaling induction.
Obese adipose Immune checkpoint IFN-y increases B7H3 expression by 90% through the activation of
vese esies e STAT1 signaling in vitro. gPCR analysis shows upregulation of (A) PD-L1 and
\,k,\ Tumor cell Immune cel Pre ll mina I'y ReS U ltS (B) B7H3 after 24 hrs. of IFN-y treatment. Western blotting reveals activation
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of STAT1 signaling pathway after 24 hrs. of IFN-y treatment (C & D) .
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Future Directions
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Stu dy D €3Sl gn Cytokines upregulate PD-L1, but not B7H3, after 4 hours of treatment. gPCR § & "
analysis of (A) PD-L1 expression and (B) B7H3 expression after 4 hrs. of individual =5 S LA R S
o 1 1 . ° 0 é' C’o Q«
) Fr— Pro-inflammatory cytokines and combined cytokine treatment. - S
v . bind to receptors on cancer il -
: e TNF-a
et iy cells R l Combined treatment with IFN-y and TNF-a increases B7H3 expression by 80%
J— . . esults compared to the untreated control. gPCR analysis shows upregulation of (A) PD-
* Cytokines signal downstream ok - L1 and (B) B7H3 after 24 hrs. of combined cytokine treatment.
| targets, upregulating A. =157 s B. 520- C. g¢
>} Dimerization . : : QI E "zL .
K immunosuppressive proteins %10_ . < 18- T Conclusions
e e IPF[I)\I_annd .TNF_Q upregulate . g 2 1.0- § * At 24-hour time points, individual treatment with IFN-y or
o R, - o Q Q. . .« po . .
& " .’ gn |mmunosu.ppresswe 5 5- g E 2- TNF-a significantly upregulates B7H3 expression in EO771
7 Gene N protein in the B/ family % l = " g relative to untreated control
il al transcription T PD-L1 o . . o ) & _ . . . . . .
MG Proter OR_Gene b?élgc §tr0ngtne]ced to. lr;:/esnga:e the © 0T CON TNRa R S e * B7H3 induction by inflammatory cytokine signaling may
STATbinding  Cytokine- |mpak9 O pro—rl]n amr?a.ory f D represent a novel axis through which obesity-driven
sequences In responsive . i + it + - 4 oy . . .
sl R cytokines on the regu at'?” O * inflammation may promote tumor progression
B7H3 (also in the B7 family) N ) , , . . , ,
65 kDa) ™= . - Future directions: (1) test alternative time points examine

dynamics of cytokine signaling (2) analyze the in vitro effects

: ko O vt s\ of combination cytokine treatment using western blots
Hypothesis |

. . _ _ o ° 0 - = - °
Inflammatory cytokines, interferon gamma (IFN-y) and tumor T!\lF a.lnc.rea.ses B7H3 expressflon by 60/othrough the activation of NF-kB Fundlng and ACknOWledgementS
necrosis factor alpha (TNF-a), will promote B7H3 expression in signaling in vitro. gPCR analysis shows upregulation of (A) PD-L1 and (B)

’ B7H3 after 24 hrs. of TNF-a treatment. Western blotting reveals activation This research was funded by the Breast Cancer Research Foundation (BCRF-23-073)

TNBC cells via JAK/STAT and/or NFKB signaling. of NF-KB signaling pathway after 24 hrs. of TNF-a treatment (C & D) . and the UNC Triple Negative Breast Cancer Center. lllustrations made with Biorender.



