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Figure S1. siRNA knockdown screening system for regulators of NKX6.1 expression
in pancreatic endoderm.

(A) Representative flow cytometer plots showing the transfection efficiency of BLOCK-
iT Alexa Fluor red fluorescent control into pancreatic endoderm cells. (B)
Immunofluorescence images of pancreatic endoderm cells transfected with various
concentrations of siPDX1 for PDX1. Scale bars, 100 um. (C) Scatterplot distribution of
NKX6.1" cell percentage per well with or without PDX1 siRNA. **p < 0.01, two-tailed
Student's t-test.
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Figure S2. Reproducibility of siRNA screening for regulators of NKX6.1 expression
in pancreatic endoderm.

(A) Representative flow cytometry dot plots and percentages of PDXI1'NKX6.1°,
PDX1"NKX6.1", PDX1'NKX6.1" and PDX1"NKX6.1" cells upon knockdown of PDX1,
HHEX or FOXS1. (B) Percentage of PDX1" cells (left panel) and total cell number (right
panel) upon knockdown of PDXI, HHEX or RUNX3 as evaluated by immunostaining
image analysis. The data from four independent experiments are presented as the mean +
SD (n=4). **p < 0.01 by one-way ANOVA with Dunnett’s test for comparison with no
siRNA.
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Figure S3. Verification of HHEX in pancreatic endoderm differentiation.

(A) HHEX expression during differentiation from posterior foregut to pancreatic
endoderm using modified Stage 4 medium without EGF, nicotinamide or TPB. (B)
Heatmaps representing normalized Z-scores of hepatobiliary, duodenum and definitive
endoderm markers in posterior foregut (PF) and pancreatic endoderm (PE) with or
without HHEX knockdown. (C) Percentage of NKX6.1" cells Stage 4 upon the addition
of Sonic Hedgehog (SHH) and/or KAAD-Cyclopamine. The data from four independent
experiments are presented as the mean + SD (n=4). *p < 0.05 by one-way ANOVA with
Tukey’s test.



Full unedited membrane view for Figure 2B

X3IHH!S
|oJiuoQlIs
VNY!S ON
JSsd!

HHEX

X3IHHIS
[oJjuoDIs
VNY!S ON
OSd!

HHEX

X3HHIS

[ou0DIS

VNYIS ON
osdl

X3HHIS

|oJjuoDIs

VNUY!S ON
OSd!

-
NKX6.1

1’

L
xaHHs B
lonquodis P
vNaisoN I

JSd!
- 8 ’ .

)

X3IHH!S

|oJjuoDIs

VNYIS ON
0Sd!

I by

X3IHHIS ’

[03UO0DIS !

VNH!IS ON }
JSd!

PDX1

X3HH!s

[ouoIs

VNY!S ON
osd!

NKX6.1

X3HHIS
|oJjuo)Is
VNYIS ON
OSd!

PDX1

/ GAPDH




