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Figure 6: Nuclear FOXO1 promotes differentiation of Ghrelin cells in primary stomach
culture and in mice. A) Quantification of subcellular localization of GFP staining in FOXO1-
Venus reporter (FoxV) mice stained for GFP (which recognizes Venus reporter) that have been
fed ad libitum (AL) FoxV mice. Nuclear represents colocalization of GFP with DAPI. B)
Representative image showing region with nuclear GFP staining in FoxV stomach after calorie
restriction (CR). C) Gene expression in primary stomach cultures (PSC). Primary stomach cells
were isolated from wild type (wt) mice and mice homozygous for a constitutively active FOXO1

mutant (FoxKR) that localizes to the nucleus. Stomach markers include: neurogenin3 (Neurog3)
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and glucagon (Gluc). D) Representative image (left) with quantification (right) of PSC from
indicated mice stained for Ghrelin. E) Florescent staining for FOXO1 in FoxKR stomach. F) and
G) Quantification of ghrelin+ (panel F) and CCK+ (panel G) cells in control (AL) and FoxKR (KR)
stomach. AL (n=3 mice) bars represent the same values quantified in figure 1 and KR (n=4 mice).
H) Daily food intake measurements for wild type (wt) (n=4) and KR (n=5) mice. Values presented
represent an average 24h intake measured over two consecutive days. )
Immunohistofluorescence of primary stomach cultures (PSC) generated from KR mice cultured
in control media after overnight treatment with vehicle (control) or y-secretase inhibitor DAPT
(10uM). J) Quantification of ghrelin+ cells in PSC from wt and KR mice grown in control or serum-
deprived (SD; 0.1% BSA) media and treated overnight with DAPT. K) Quantification of
chromogranin A+ cells in FoxKR PSC at the indicated conditions. Scale bar is 100um. DAPI
counterstains nuclei. Bar graphs show mean + SD. Each dot represents quantification of a

microscopic field. * P <0.05, ** P <0.01, *** P < 0.001, and **** P < 0.0001.
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