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. ' Control-PE ' Control-EITC o - ] N - Following this, after evaluating a range of technologies including immunomagnetic isolation,

Introduction Results and Discussion complement-mediated lysis and toxin-mediated immunodepletion; It became clear that FACS was the

only technology offering the flexibility to derive cell populations with the required purity (>99%).

The ability of early passage patient-derived tumor xenografts (PDXs) LL ‘ Jk l"/ Classical cell line generation is a time consuming process that favors the development Central to this was the ability to perform multiple rounds of sorting on the same sample to enhance

to recapitulate human tumor biology makes them invaluable tools " | of the fast growing, media-adapted clones. The platform presented here (Figure 1) purity, combined with the ability to track (and troubleshoot) performance throughout purification.

for pre-clinical drug development. Similarly, clinically-annotated 'meHC'PE jH"A'ABC [W6/32] 1 provides an approach to preserve both clonal heterogeneity and the stromal Concerns were initially raised regarding whether multiple rounds of sorting had an adverse effect on

human tumor cell lines of low passage have potential as scalable B o component for any given tumor. Initially, considerable effort was expended cell viability. However, tests showed that cells remained viable after 3 concurrent sorts. One drawback

biosimilar reagents for in vitro study. Here, we describe an { “ _ M ! developing a panel of antibodies capable of differentiating mouse from human cells was that cell recovery often declines by 50% with every round of sorting. In this regard input cell

integrated platform for the purification, expansion, and quality 2 and also distinguishing human fibroblasts from tumors of diverse histological origin number is an important in determining whether cells can be sorted using this approach. A

control of tumor cells and cancer-associated fibroblasts (CAFs) from . mCD3-PE .[hCD9-FITC i@ (Figure 2 and 3)..... representative 2-way 3x sort is shown in Figure 4 and immunocytochemistry of four CAF/tumor pairs is

patient biopsies, surgical resections and mouse PDX models. FIBROBLAST shown in Figure 5. Sorted cells are then returned to culture, expanded and subjected to QC (See
Following enzymatic and mechanical dissociation of solid tumors, A _ Figures 1, 6 and 7) at specific passage intervals.

cells are cultured on Matrigel® in fibroblast conditioned media £ e )

) ) . . . . . DCT
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Figure 1: Workflow for the generation of Preliminary FACS analysis performed using a BD FACscalbur Green = TE77%88 [Fibroblast marker], Red = Phalloidin?>%3, Blue=DAPI 02_5 r;edces-sar(}/ Ot e_r'lveF 'f’h y purite . Ie ero O(gzzl;s :imor ce Eopu d 'O:Sd ro-r:h.a E:;]OS any
purified tumor cultures and CAFs. cytometer and all sorting performed using a FACSAria Il patient-derived material. Furthermore, autologous cultures can be generated within the same

workflow.
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