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Analysis about stemness and pathophysiology of pancreatic cancer stem cells
expressing calreticulin
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Panc-1 Lm, a pancreatic cancer stem-like cell enriched population induced
from the pancreatic cancer cell line Panc-1, has a high proportion of side population showing an
increased ABC transporter activity as a mechanism of drug resistance, and has a sphere-forming
ability. These results implied that Panc-1 Lm has cancer stem cell properties. And, their high
expression of PD-L1, which is an immune checkpoint-related molecule, and reduced expression of HLA
class | molecule could be a mechanism of evasion from the immune surveillance. Moreover,

Calreticulin-positive cells contained in the induced cells had higher sphere-forming ability and
immune escape mechanism by surface antigens.
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FACSAria 111 (BD),

anti-CALR Alexa Fluor 647 (abcam), anti-CD24 FITC (Miltenyi Biotec)
anti-CD44 PE-Vio770 (Miltenyi Biotec), anti-ESA Pacific Blue (BiolLegend)
anti-HLA class | FITC (BD), anti-CD47 PE (BD), anti-CD274 (PD-L1) PE (BiolLegend)

Side population

5% FBS DMEM/F12 1 x 10° cells/mL

5 p g/mL Hoechst 33342



(Sigma-Aldrich Japan) 37° C 30 incubate 2% FBS PBS 1 x 107
cells/mL BD LSRFortessa X-20 cell analyzer (BD Biosciences) Hoechst
33342 375 nm trigon violet laser 450/20 (Hoechst 33342-Blue) 670 LP

(Hoechst 33342-Red) filter
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Sphere Formation assay

NOD-Rag1™" IL2rg™!" double mutant mice (NRG mice)

27G

Pan-1 Lm anti-CALR Alexa Fluor 647 (abcam) 4° C 30 incubate BD FACSAria
111 (BD Biosciences) CALR-high  CALR-low Panc-
1 Panc-1 Lm 96-well ultra-low attachment plates (Corning) 1, 10, 10% cells/100 mL
Sphere 7 Sphere
* Fisher®s exact test Student’s
Welch®s t-test P 0.05
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(198.5 + 24.7 mm* vs 4.3 + 28.5 mm*, P = 0.005)
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