Analysis of murine stromal components in patient-derived xenografts (PDX) of pancreatic cancer
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Background Study outcome
Pancreatic cancer remains a lethal disease with only 3 - 8% of patients surviving 5 1) Patient derived xenografts (PDX) are characterized
years after diagnosis of the tumor (WHO, 2012). Reasons for this poor situation are by a ;desmoplastic” murine stroma due to distinct
advanced and inoperable tumor stages at time of diagnosis and resistance to expression of murine o-SMA, Collagen I, FAP and
conventional therapies. One bottleneck in the development of novel therapies of this SPARC
disease is the restricted availability of preclinical models of high dinical relevance.
Since the desmoplastic stroma has impact on the progression and treatment of 2) These murine stroma markers were not significantly
pancreatic cancer, we investigated the attributes of the murine stroma in patient- affected by therapeutic intervention
derived xenografts that completely replaced the human surrounding tissue within a
few months after primary transplantation. We elucidated the functionality of the
murine tumor microenvironment for growth and therapeutic response in a cohort of 3) PDX are well-defined prediinical toals for testing
well-characterized pancreatic cancer {PDAC) PDX. stroma-targeted treatment strategies

Panel of PDX models of pancreatic cancer

PDX Gemeltabing - 5FU = Diagnosls Mutation Tab.1: Tharapeutic sensitivity to SoC.

Abraxans Oxalipiatin sfatus - no tumaor growin inhibien (TAC = 50%)

+ moderate tumor growih inhibiion

Panc_9699 - + - PT3pNT, G3 KRAS, TPS3, SMADY (TIC 50-25%)
Panc_ 8555 - = - FTIpN, G2 KDR, MET, SRC met;mgm Inhibbttion
Panc_10713 ++ 4 - PT4pN1, G3 KIT, KRAS:
Panc_10%H + + _ FT3pH1, G3 KRAS Tumor sampling: wWithin the
Panc_10853" et iad + PT3ph1, G2 KRAS, TP53. SMADM. KDR PAKANDSTRA project pancreatic cancer
Panc_11056 = - - PT3pN1, G2 KRAS tissue was provided for
Panc_11074 - + + PT3pND, G2 | KRAS. TPS3, SMAD4, KDR. CTNNS1| yengtransplantation of comesponding
Panc 11152 - + = PT3pH1, G3 KRAS, TPE3, KDR, KIT clinics in Hamburg, Germany
Panc_11344 + + PT3pN1, G3 KRAS, TPS3 [cooperation within a frame work of a
Panc_11495 + ++ + PT3pN1, G3 KRAS BMEBF project). Tumor tissues were
Panc 12529° - + pT4pN1, G3 KRAS, TP53 collected under sterile conditions and
Panc_12535" - ++ - PT4pN1, G3 Rall transkocation sent within 24 hours to the laboratories.
*chosen for SOMme anolysis
Methods

Nenotransplantation and passaging: The tumaor samples were cut in small pieces under sterile conditions. One vital piece of the tumar was transplanted suboutaneously into
the flank of mmunodeficient mice. Mice were visited twice weekly and observed for engraftment for a total time period of 4 month. Engrafted tumors were transplanted into
new recipients when a tumor volume of approx. 1cm® was reached in the primary passage.

Therapeutic characterization: After successful engraftiment of the PDX (ususlly starting from passage 3 or 4) a therapeutic study was initizted. 5 mice with advanced
subcutaneous tumars per proup were treated with different drugs relevant for the treatment of pancreatic carcinomas (used in the dinic as standard of c@re (SoC). Tumor
growth inhibition was evaluated in comparison to control {T/C) or according to modified RECIST criteria. Tumors were conserved for stroma analysis 7 days after last
‘treatment_

HEE staining/ i istry: Paraffin embedded tumor material/ xenograft matarial was stained with heamatoxylin and eosin as desoribed. antibodies for staining
of murine Collagen 1 and a-5MA were purchased from Abcam and Covalab, respectively.

TagMan RT-PCR Total xenograft RMA was iselated and processed according to suppliers protocols. Taghdan assay IDs: MmOO4EG332_md [SPARC), Mm01329177_md (FAP).

Mutation analysis: lllumina TruSeq Amplicon Cancer Panel. www_epe-berlin.com

o-5MA- and
cCollagen 1-
positive cell
fractions and
tumor cell ratio

Expression of murine Collagen |, -SMA, FAP and SPARC in a subset of subcutaneous PDX models
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DU o ok 0f specific antibogies against murine FAP and SPARC, Taghian PCR was chasen for the determinstion of both markers




