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Figure S1. Recombination rates of LSL-Kras+/G12D allele. A. Percentage of LSL-Kras+/G12D 
alleles showing recombination, in tdTomato+ cells isolated by FACS from pancreata of 3 Ptf1a-

CreER+/–; LSL-Kras+/G12D; LSL-tdTomato+/– mice (dots) 5 days following tamoxifen treatment, as 
assessed by semi-quantitative PCR conducted on genomic DNA, comparing the ratio of 
recombined to non-recombined flox alleles. B. Representative images (low magnification – top, 
high magnification – middle and bottom) of PanIN tissues stained with an antibody against 
tdTomato, showing tdTomato expression in lesion cells and in surrounding acinar cells. Size 

markers = 50µm. 
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Figure S3. Isolation and profiling of the tdTomato+ SA-βGalhigh population. A. Sorting 
procedure for the isolation of senescent and non-senescent PanIN cells, shown on a 
representative FACS of cells from triple-transgenic Ptf1a-CreER+/–; LSL-Kras+/G12D; LSL-

tdTomato+/– mice 3 months after Kras activation. Following FSC and SSC gating to eliminate cell 
doublets, cells were gated to exclude CD45+ (hematopoietic) and CD31+ (endothelial) fractions; 
tdTomato+ SA-βGal– cells (red, top left), and tdTomato+ SA-βGalhigh (green, top right) were gated 
for isolation as indicated. B. Additional gene sets upregulated (left) and downregulated (right) in 
SA-βGal+ versus SA-βGal– PanIN cells isolated from Kras-activated mice 3 months after 
tamoxifen treatment. Values indicate –log10 of Adj P value as determined by Ingenuity Pathway 
Analysis. C. Gene set enrichment analysis (GSEA) of expression profiles of SA-βGal+ versus SA-
βGal– PanIN cells indicating enrichment for inflammatory (top) and senescent cell (bottom) gene 
sets. 
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Figure S5. Bcl2-family protein inhibition by ABT-737 does not induce apoptosis in stromal 
cells. Pdx1-Cre+/–;LSL-Kras+/G12D mice were treated by caerulein at 2.5 months of age, followed 
by treatment with ABT-737 two weeks subsequently, and analyzed two days later.  A. Co-staining 
of pancreas sections from vehicle and ABT-737 treated mice for CC3 (red), and the fibroblast 
marker vimentin (green), showing no overlap in expression, with CC3 stain detected only within 
PanIN epithelial ductal structures. B. Co-staining of pancreas sections from vehicle and ABT-737 
treated mice for CC3 (red), the macrophage marker F4/80 (green) showing no overlap in 
expression.  
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Figure S6. Bcl2-family protein inhibition by ABT-737 increases the percentage of Ki67+ 
cells in PanINs. Pdx1-Cre+/–;LSL-Kras+/G12D mice were treated by caerulein at 2.5 months of age, 
followed by treatment with ABT-737 two weeks subsequently, and analyzed two days later.  A. 
Representative images of pancreas sections from vehicle or ABT-737 treated mice stained for 
Ki67 (brown). B. Percentage of Ki67+ cells in PanINs from same mice. *, P < 0.05, **, P < 0.005, 
t-test. 
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Figure S7. Bcl2-family protein inhibition by ABT-737 does not eliminate Dclk1+ cells. Pdx1-

Cre+/–;LSL-Kras+/G12D mice were treated by caerulein at 2.5 months of age, followed by treatment 
with ABT-737 two weeks subsequently, and analyzed two days later.  A. Representative staining 
for Dclk1 in pancreas sections from vehicle and ABT-737 treated mice. B. Percentage of Dclk1+ 
cells in PanINs from same mice. *, P < 0.05, **, P < 0.005, t-test. 
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Figure S8. High grade PanINs and pancreatic carcinoma in Pdx1-Cre+/–;LSL-Kras+/G12D 
mice. Representative images of PanIN2 and PanIN3 lesions (panel A) and pancreatic ductal 
carcinoma (PDAC, panel B) observed in caerulein-treated Pdx1-Cre+/–;LSL-Kras+/G12D mice at 9 

months of age. Lesions are from mice that did not receive ABT-737. Size marker = 200µm. 

 

 

A B
PDACPanINs 2+3

BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s) Gut

 doi: 10.1136/gutjnl-2020-321112–12.:10 2021;Gut, et al. Kolodkin-Gal D


