Supplementary figure 1: IEC-subset specific gene expression in the
ileal and colonic epithelium.
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Supplementary figure 2: Intestinal crypt density and goblet cell
numbers are DDX5-independent.
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Supplementary figure 3: Tuft cell gating strategy.
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Supplementary figure 4. DDX5 dependency of IEC subset defining
genes in the small intestinal ISC and secretory lineage progenitors.
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Supplementary figure 5. DDX5 is not involved in intestinal organoid
survival and growth.
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Supplementary figure 6. Similar type 2 cytokines and trichomonas
levels in WT'EC and DDX54/EC mice.
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Supplementary figure 7. IL-13 driven tuft cell hyperplasia is DDX5-
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Supplementary figure 8: Restoring CDC42 protein levels in

DDX52IEC small intestinal organoids.
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Supplementary figure 9: Transient inhibition of CDC42 activity did
not alter wildtype intestinal organoid viability, growth, or
response to IL-13 stimulation.

A.

DMSO

ML141

% viable S| organoid

DMSO 24hr = |D] -
ns
ML141 24hr - |-D -
DMSO 72hr = I -
ns
ML141 72hr = . -
T T 1
0 50 100 150
0.0025 —
o
£ 0.0020
3
< 0.0015—
Seed  *ML141 bt
Days: 0 1 2 3 GNJ 0.0010 =
L—L 1 Iy harvest =
£ 0.0005 -
[e]
pd
0.0000 =
ML141:
WT crypts £ 1L-13
seeded + ML141
Days: 0 1 2 3 4 5
I_I_I_I_I_I_)harvest

WT small intestine organoids

Live organoid size (um?)

DMSO 24hr — |—|I|—| -
ns
ML141 24hr = |_| "_| - Kk kk
ouso72nro  —{T— - Hookokk
ns
ML141 72hr = |—D]—| -
T T T T 1
102 103 10* 10° 105 107 108
Kif4 Lyz1 Lgrs
T 0015 T 0.020
) )
5 5
0.015 -
9 00104 o e
2 L
3 T 0.010-
N N
T 0.005— ©
£ £ 0.005-
o o
pa pa
0.000 - 0.000 -
-+ ML141: - + ML141: - +

WT colon organoids

% Siglec-F*CD24*

Vehicle IL-13 Vehicle IL-13
A
r 239 5.14 8.40 87
S o 6=
4 §
1 : 5
z > 44
e i 5 B <2
0.56 1.50 3.77 525 | %,
u-
3 - 0
> ML141: - +

V e

SI

-+
Colon



Supplementary figure 10: DDX5 promotes both type 1 and type 2
tuft cell programs in the small intestine.
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Supplementary figure 11: DDX5-dependent and -independent
genes among small intestinal IEC lineages.
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Supplementary figure 12: DDX5-dependent viral and bacterial
populations in the murine intestine.
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Supplementary figure 13: DDX5-dependent programs in colonic

tumors.
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