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Figure 2. ASC response to hypoxia and altered levels of
soluble factors in conditioned media (CM) after
incubation in hypoxia (1% O2) compared to normoxia
(21% 0O2). Representative Western blot of hypoxia-

L HIFg - inducible factor 1a (HIF-1a) in ASC lysate after 48 h of
& 151 . . . .
2 incubation in normoxia or hypoxia (A). Colony number
3 1o comparing cells incubated for 48 h in normoxia or
b hypoxia prior to colony-forming unit fibroblast assay
- - y-Tubulin 5 5 (CFU-F) (n=5) (B). Levels of soluble factors in 1% O2
ol CM compared to 21% O2 CM in ASCs from six
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different donors (n=6) (C). Distribution of vascular
endothelial growth factor A (VEGF-A) increase in 1%
02 CM compared to 21% O2 CM (D).



Figure 3. Exposing human islets to CM from ASCs
1000 = = incubated in hypoxia (1% O2 CM) significantly
LU . ’_‘ I_I improves function and reduces apoptosis after culture
o0 I_‘ and protects against cytokine-induced apoptosis. Human
n g islets were cultured for 48 h in a 1:1 mixture of
= e supple mented Connaught Medical Research

s £ B 2 b o o Control _ 21% 02 CM 1% 0z GM Laboratories (CMRL) media and either unconditioned

oM - minimum essential media (MEM) a (Control), 21% O2
CM, or 1% O2 CM. Insulin release in low (-) and high
(+) glucose (A) and calculated stimulation index (n=9)
(B). Apoptosis measured by Cell Death ELISA after 48 h
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Eg 10 %f of culture (n=10) (C). Cell Death ELISA after 24 h of

g5 gg culture in control media, 21% 02 CM, or 1% 02 CM

b 33 with or without a mixture of cytokines (TNF-a, IL-1b,
- S . and IFN-g) (n=6) (D). Caspase 3/7 activation in lysates

ol o o e - 21%0, 1%0, of islets incubated for 24 h with a mixture of cytokines
. (n=6) (E).
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Figure 5. Hypoxic preconditioning potentiates
antidiabetic effect of ASCs in mouse streptozotocin
(STZ)-induced insulitis model. Balb/c recombination
activating gene 1-deficient (Rag 1-/-)immunodeficient
mice were intravenously injected with STZ (50 mg/kg)
for 4 consecutive days. One day after the last STZ
injection, mice received an intravenous injection with
either 0.2 ml of PBS (PBS) (n=10 mice), 0.8"106
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o nonpreconditioned ASCs (ASC) (n=8 mice), or
c D - 0.8'106ASCs preconditioned for 48 h in 1% 02 (PC-
- 20 T ® ot Q?;i\sc ASC) (n=7 mice). Random glucose measured weekly
g 2 (A). Fasting glucose measured on days 13—16 (B) and
E’% b % Ry 21-23 after ASC injection (C). Oral glucose tolerance
% H " - P test performed on days 13—16 after ASC injection (D)
5 3 ¥ with an area under the curve (AUC) analysis (E).
o« ; & ' ' . . . Protein adjusted insulin content of pancreas after harvest
FBS ASC  PCASC ° o on days 21-23 after ASC injection was analyzed by
insulin ELISA (F).
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