Inhibition of ENPP1 using small molecule, SR-8541A, enhances the effect of checkpoint inhibition in cancer models
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Abstract Combination of SR-8541A with immune checkpoint inhibitors potentiates the infiltration Treatment of SR-8541A along with Botensilimab™s robustly
of Immune cells in a breast cancer spheroid model i i
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Methods: Immune infiltration assays were conducted using human breast cancer cell line derived organoids Voo e lymphocyte infiltration into tumor spheroids. Days
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Figure 5. CT-26 cells were implanted subcutaneously into the right hind flank of female BALB/cJ mice and
EEEU IR RS s S SN VAN ETal s (el SR i g [eRET (ST Mo ) Mo (o1 ¥h o) SWed aT=Ted (Colo Nk Nnlald o Ao JgMIRR= R @I 245 | (reated with 0.2 mg/kg SR-8541A PO, BID +/- 100 pg Botensilimab™ once, day 12. A-B) Tumor growth and
| del body weight were monitored over 30 days. TGI calculations were made on day 23 prior to the termination of
colon cancer mode any mice at the tumor endpoint of 2000 mms3. Tumor samples were collected at endpoint and analyzed via C)
B C IHC analysis to identify CD3+ and CD8+ T-cell populations and D) RT-PCR for gene expression markers of
A B Immune activation. Data presented is mean = SEM; * p < 0.05, ** p < 0.01, **** p < 0.0001; one-way ANOVA,
15007 a Tukey’s multiple comparisons test.
8- Vehicle: Vehicle a-PD1/a-CTLA4 4 P P
Pleiotrophic Functions of ENPP1 T & 0-CTLA4/a-PD1 oo | 20001 :
E Lpooq T SREA T E Conclusions and Future Studies
& ¥ SR-8541A + a-CTLA4/a-PD1 @~ ] 6 9% TGl E 1500~ =
Regulates bone development ﬁ 1 = : | E 5 « High levels of ENPP1 expression in multiple cancer types promotes resistance to immuno-
- : S loeo ) : : : o i ..
2 : BRCA ; _ 24.6% TG > > therapies, such as checkpoint inhibitors in the clinic.
3 500 S o c e : C e : : :
S 10- ° o o PAAD £ £ 5007 =  Inhibition of ENPP1 enhances the effect of checkpoint inhibitors in immune spheroid
Regulates cGAS-STING pathway ? o® % COAD " - ] models.
o 8- o B, IR SRERRERE ) : ; 10 15 20 « Treatment with low dose SR-8541A induces a moderate response as a single agent in
o ‘I .é .“ ® | | | 1 Ti D : D ] ] A p . . g g
. o5 ad , X 6- ° : o © 0 s Lo s 20 'me (Days) Time (Days) murine cancer models and shows increased levels of T-cell infiltration in treated tumors.
enerates adenosine < ° ® ° Time (Days) « ENPP1 inhibition using SR-8541A enhances the effect of checkpoint inhibitors in murine
E 4- C cancer models, showing both a greater effect on tumor growth inhibition and an increase In
. = SR-8541A SR-8541A + a-PD-1/a-CTLA-4 - :
Regulates dePARIlaytion - 2 : 251 : 2000- ; 2000 ' immune biomarkers. . -
Q. :| ° : § —~ g < * In separate but comparable experiments, the Fc-enhanced a-CTLA-4 (Botensilimab™s)
=z 0 | T I | j § £ 1500- £ 1500+ showed greater activity compared to the combined first generation a-PD-1/a-CTLA-4 alone
L = : o . J . : . y P J
Promotes metastasis 2 4 6 8 10 = 1 : GE) 000 g 1000 and N Comb|nat|0n W|th SR'8541A
= < 20 =1 - = = . . . . . .
cGAS mRNA expression (log2) = W S : /S 5 « The IND for SR-8541A was submitted in March 2023, with the plan to start first in patient
. = - S 500+ § S 5004 ' trials Summer 2023
Promotes resistance to ' s E e = g .
immunotherapy 15 — : : , 0 : 0 — ; ! Contact Information:
0 5 10 15 20 0 0 S 10 15 20 : e [ l
Time (Days) Time (Days) Time (Days) AIEX'S WGS'[OH a u S
Figure 1. A) _The_cGAS-STING S|gn_allng_ pathway and its inhibition by ENPP1 thrqugh hydr(_)ly5|s of 2'3'- AIexis@StingrayTx.com
tCGAMP-h B)_BIOEﬁllgallanddpaggghysmlogI(_:al plrsoéce:f’ecs: CCD)LEE)NPPdl.P%AgGCA r?'n?\II)'/SIIqSt cc)lf 33 tdlfferert]t tumo]rc Figure 4. CT-26 cells were implanted subcutaneously into the right hind flank of female Balb/cJ mice and treated with 0.2 mg/kg SR-8541A
ypes showing and ¢ expression. ’ , an are hignilighted as tumor types o PO, BID +/- 400 pg each of a-CTLA4 [9H10] and a-PD-1 [RMP1-14] IP, 1xW. A-B) Tumor growth and C) body weight were monitored over TR :
Interest with a reported <15% response rate to checkpoint inhibition in the clinic. 19 days. TGl basgg on comparison to vehicle group. Fund ng. NIH SBIR Award # R44CA278144 IACUC #:. 18-494

LB323
AACR 2023

COI: AW, TT, MK, SK, and SS own

Translational Genomics Research Institute | www.tgen.org equity in Stingray Therapeutics



mailto:Alexis@StingrayTx.com

