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Background CTC PIb1AssayDevelopment CKH/PD-L1(+) CTCs hatgenetic Abnormalities
PD1 immune checkpointtherapieshave demonstrateddurable responsesn a subsetof metastaticcancer lonaq oD Assaydynamicrange
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Currently, fresh solid tumor biopsy is required for these assayswhich can be difficult to access)ead to
patient morbidity, and missrelevantsubpopulationgeflective of tumor heterogeneity
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We havedevelopedan assayto quantify PDL1 expressioron circulatingtumor cells(CTCsand white blooo {— =
cells(WBCsJ@etectedusingthe EpicCT(Platform Here,we presentdataon the incidence morphology,and :
PDL1 expressionof CTCsand WBCsdetected from the venous circulation of 17 muscle invasive anc ! — CK CD45 |PDL1

metastaticbladdercancerpatientsprior to initiation of PD-1 immunecheckpointtherapy

Assessmenbf PDL1 assaysensitivity and specificity Left A monoclonalantibody againstPDL1 wastested usinghigh (H320),

medium (H441), low (SUDHI1) and negative (Col®05, H23) PDL1-expressingcell lines to determine assaysensitivity and _ .
M eth OdS specificity At the optimal antibodyconcentration meanH820 PBL1 expressiorwasdeterminedto be 142-fold higherthan mean FISH probesCEP3aqug, CEP7orangg CEP10greer; 5plsired #CTC

backgroundstainingin negativecontrols Right Representativemages 33 CK{/PDL1(+) CTCsletected in metastaticbladder cancerpatient #11 = <> W/ na@bnormalities 4 12%
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Blood was drawn from 17 muscle invasive and metastatic bladder cancer patients, just priet ionRidine - were assessedby FISHIor genetic alterations commonly associateawith "
checkpoint therapy, and sent to Epic Sciences for processing with the E i(? @I@s@ﬁjy i Bladder Cancer CTC Su btype Hete rOgenelty bladder cancer The presenceof these genetic abnormalitiesin CTCds a £T%S WAl abnormatties - D2 %
P 24 P P J P ' confirmationof their malignantorigin. Total CK{/PD-L1(+) CTCs scort 33 100%
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4) BIOMARKERNALYSIS & CTC (CK), CD45, DAPl and a biomarker | s . S ' — i ' Bladder cancer patients frequently have elevated PD
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8) Regional WBCs are scored as for patient #11, 2 slides stained for all others). Eachdot indicatesone CTCdetected the color indicatesCTCsub-population 15001 [l PD-L1(+)/CD45(+) cells A
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Patient [D | Age/Gender | Disease state o otherapyl Al CTC/mL | PDLL(H)mML | PDLLG/ML | PDLL+)ML | PDLLIO/ML 51 A
2 88/M MIBC No 1 0 0 0 1 o
3 59/M MIBC No 0 0 0 0 0 O T T T T -0
4 77/F MIBC Yes 5 0 0 0 5 Y oV % ™ ° | v N O \® ' S T R A B G 2 - TP N RGN |
15 77/M MIBC Yes 0 0 0 0 0 TR R T _
18 46/M MIBC Yes 0 0 0 0 0 MiBC metastatic
1 78/M metastatic No 6 0 3 0 3 .
5 67/F metastatic Yes 41 1 39 0 1 C on CI USIONS
6 61/M metastatic Yes 11 0 9 0 2 Total=17
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13 43/M Tetastalic Ves 0 0 0 0 0 [ No viable CTCs consistentwith malignantoriginand PDL1 localizationconsistentwith establishediterature
14 66/F metastatic Yes 3 0 0 0 3 Incidenceof PDL1 positivity in patient samples Patientswere categorizedas PDLL positiveif %1 PDLL(+) non-apoptoticCTCs | A Bladdercancerpatientsfrequently havehigherPDL1(+)/CDBt5(+) WBCcounts
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_ _ metastatic 0 _ _ _ exclusivelyCK{)/PD-L1(+) CTCssuggestingepithelial plasticity CTCPDL1 expressionshows distinct membranouslocalization, CTCsor high PDL1(+) WBC counts may be used for patient selection and as earl
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