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_ Immunogenicity Study Plan: Bilateral MC38 tumor model, single flank intratumoral injectio MONCRL77 PB1 Combination Treatment Study Plan
Oncorusis developingONCRL77, an oncolyticherpessimplexvirus engineeredfor enhancedoncolysisand antitumor immunity: _ _ _ _
ONCRL77 is replication competentin tumor cells, but its replication and neuropathicactivities are attenuated in healthy cells C57/Bl6 female mice were inoculated subcutaneously on the upper right flank and the upper left flank. Mice were dividepl ifto7/BI6 female mice were inoculated subcutaneously on the upper right flank and the upper left flank. Mice
usingmiRNAdependentdegradationof viral transcriptsand by mutationsin UL37 that prevent retrogradetransportin neurons 3 cohorts of 5 mice per cohort. Treatment was initiated when the right flank tumor reached approximately F0®roen were divided into 4 cohorts of 10 mice per cohort. Treatment was initiated when the right flank tumor
Efficacyis enhancedby a gainof function in the fusogenicglycoproteinB to enhanceviral entry and inactivationof USL2 to restore received PBS or 6x4BFU of mMONGE?7, injected into a single flank tumor on day 9 and 12. Necropsy was performed on) fageached approximately 100 nmimMice received PBS, 200ug/dose of an isotype control, 200ug/dos® Biii
antigen processing ONCRL77 is armed with five immunostimulatory transgenes IL.-12, CC4, FLBLG, a PB1 humanized 14, collecting the injected and nanjected tumors, and spleen from each mouse. 3x10 PFU of mMONGR/7, or a combination of ar?PD1 and mONGER/7 on days 1, 4, and 7 of the study.
antagonistVHHnanobody,and the CTLA blockingmonoclonalantibody ipilimumah Mechanisticevaluationis performed using MONCRL77 was delivered intratumorally into a single flank. A¥1 was delivered intraperitoneally. Mice
' i i i : : : were monitored every 3! days.
mMONCRL77, amousesurrogatethat expressesunctionallyequivalentimmunestimulatorygenesandthe basevector, ONCRLSS, mMONCRL77 Promotes Accumulation of SLEC CD8+ T cells in Injected anth)doted Tumors y y
which containsthe sameenhancedentry and inactivation,and attenuatedreplicationand neuropathicactivity, but doesnot carry
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ONCRL77is deliveredby intratumoral administrationand is designedto elicit a 3 100- 8 - 2 o o 5 ‘ S 15 Further, infiltrating cells demonstrated a cytotoxic
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Immune stimulatory transgenes CCHU and FLBL promote dendritic cells - . I 207 08, X 57 Q. .
recruitment and differentiation whereaslL-12 is a potent stimulator of NKcells, R S : 2 o 2 e 2 —-4—
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Immunecheckpoints<CTLAY and PD1 havebeenaddedto ONCRL77in orderto COB (KLRG+CI127) _ i the imected ot Helsuh S with MONCRLY? | o CDIF collsin the MC38
1 . : . T * -) were Increasedin the Injected tumor in both tumor modelswhen treated with m aswell as * cellsin the
fapllltate T cell priming and _releasefrom |mmunesuppreSS|o_rW|th|n the tumor model Treatmentwith mONCRL77increasedhe numberT cellsin the non-injectedtumor in the MC38 model. Infiltrating CC8* T cellsin both injected The lymphoid compartment signature measures the activity
microenvironment, r_espectlvely AIt_ogether these_ meChan!S_mS converge to and non-injectedtumors were predominantlyshort-lived effector cells %<0.05: ** <0.01: ***<0.001: ***<0.0001 of lymphoid cells within the tumor. mMONER7 and
o promote the generationof polyfunctionaltumor-antigenspecificT cellsthat can ’ ’ ’ combination treatment demonstrated significantly higher
o} SUSSS o5, 0 eradicatethe injectedtumor and patrol of the organismto an abscopalesponse lymphoid compartment score. The improved signature was
g s Q/éoi_o o in norinjecteddistanttumors MONCRL77 Increases the Frequency MONCRL77 Improves the MONCRL77 Ing:reases the Number of observed for both the injected and ndnjected tumors.
antCTLag 7 00 ONCR177 of PB1+ TILS CD8:Treg ratio DC1 in the Spleen L o
_ , The cytotoxicity signature measures the molecular activity of
Injected Nor-Injected Injected Non-Injected = &&a NK and CD8+ T cells. mONR and combination
@ 150000~ = : treatment demonstrated significantly higher cytotoxicity
p ] D2 signature score. The improved signature was observed for
MONCRL77 (3x107 PFU, Q3Dx3 Inhibits Bilateral MC38 Tumor Growth and is Curative £ O oot both the injected and notinjected tumors.
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E 2504 ’/+ 280 = Thefrequencyof PD1* CC8* T cellswas similarin both tumor models However,the level of PD1 expressionwithin the CE8+/PD-1+ population was
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A Treatment with mONCRL77 increased the TNF.
number of infiltrating T cells, as shown with A The transcriptional profiles of treatment with
Injected Non-Injected immunohistochemistry and flow cytometry. MONCRL77 and combination treatment of
07 0016 1500- MC38 tumor model, mMONGR'7: Infiltrating cellshad a higheractivationstatusin MONCRL7 anttPDL resultedin a significantly
. ' t Intratumoral injection once tumors both injected and nor-injected tumor, while improved abundanceof T cells with cytotoxic
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E o E o indicated PFU, Q3Dx3 in a single reducingthe levelo expression capacity The higher scoreswere observedin
z ¥ flank. Tumor growth was A mONCRL77, comparedto PBScontrol, elicited both injected and non-injected tumors and are
S o monitored for 20 days. Cell amore favorableCHB:T.. ratio indicativeof a systemicanti-tumoral response
. 500 = 500 infiltration was evaluated by " reg . _ _ _
a o immunohistochemistry. Infiltrating A Potent viral antigen cytokine responseswere A MONCRL77 and anti-PDL  combination
v i 0 |::_| CD3+ cells were quantified. observedwith mMONCRL77. treatment enhanced the efficacy of either
! . ' '({\ ! . ' ' . F)is_sqciatedumorswer_e stimulatedwith viral anti_gen!—lSVgB or tumor s_pecificantigens,REPJ_SorADPGKor 5 h_oursin the preser_lceofagolgitre}nsport A MONCRL77 treatment resulted in a greater treatme_n_t alone, improving the T cell and
L & L N inhibitor. Cellswere stainedfor surfacephenotyping.fixed and permeabilizedthen stainedfor intracellularcytokines mONCRL77 induceda significantly : . : cytotoxicityscores
<L éc‘ﬁ' higherexpressiornof IFN in the injected and non-injectedtumor in responseto viral antigen mMONCRL77 alsosignificantlyincreasedthe number of viral numl?_er_ of viral antigen and tumor antigen
& & and tumor antigen specific IFN+CB+ T cells In responseto viral antigen, mMONCRL77 treatment increased the number of polyfunctional spemflcmtratumoralTcells
*<0.05; ** <0.01: ***<0.001: ****<0.0001 IFN +TNF+CI3+ T cellsin the injectedtumor. *<0.05; ** <0.01; ***<0.001; ****<0.0001 *<0.05; ** <0.01; ***<0.001; ****<0.0001




