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Supplementary	Figure	1.	Cytokine	profile	of	T	helper	cells.	Naïve	CD4+ T	cells	were	differentiated	into	T	helper	cells	
according	to	the	protocol	described	in	the	methods	section	and	control	cytokines	(IFNγ,	IL-5,	IL-9,	and	IL-17A	for	Th1,	
Th2,	Th9	and	Th17	cells,	respectively)	were	measured	on	day	4	after	differentiation	by	bead-based	Luminex technology.	
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Supplementary	Figure	2.	Induced	Foxo1	Expression	in	Th9	Cells	(Full	Western	blots	corresponding	to	the	data	shown	
in	Figure	1A,	C,	E,	respectively).
(A)	Foxo1	expression	comparison	in	T	helper	cells.	Naïve	CD4+ T	cells	were	polarized	under	Th1,	Th2,	Th9,	or	Th17	cell	
conditions	for	4	days	and	Foxo1	expression	was	measured	by	Western	blot.	(B)	Temporal	Foxo1	expression	in	Th9	cells
differentiated	for	0-3	days.	(C)	Induced	Foxo1	expression	in	naïve	T	cells	treated	under	IL-4	+	TGF-b1	(Th9)	or	with	IL-4	or	
TGF-b1	alone for	4	days.	Foxo1	expression	was	measured	by	Western	blot.	b-actin	was	used	as	loading	control.
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Supplementary	Figure	3.	Quantification	of	Foxo1	Protein	Expression	in	T	Helper	Cells. A,	B,	C,	The	intensities	of	the	
bands	corresponding	to	the	culture	conditions	described	in	Figure	1A,	C,	E,	respectively	(average	of	two	independent	
experiments)	were calculated	using	ImageJ	software.	Data	shown	are	normalized	against	b-actin	levels	for	each	
condition.	

Th1 Th2 Th9
Th1

7
0.0

0.5

1.0

1.5
Fo

xo
1/
β-

ac
tin

Day
 0

Day
 1

Day
 2

Day
 3

0.0

0.2

0.4

0.6

0.8

1.0

Fo
xo

1/
β-

ac
tin

-
IL-

4

TGFβ
1

IL-
4 +

 TGFβ
1

0.0

0.2

0.4

0.6

0.8

1.0

Fo
xo

1/
β-

ac
tin


