SUPPLEMENTAL FIGURES

Species Gene Forward primer (5’-3’) Reverse primer (5’-3’)

Mouse (used Hprt1 TGGATACAGGCCAGACTTTGTT CAGATTCAACTTGCGCTCATC

for SYBR Gapdh TGTGTCCGTCGTGGATCTGA TTGCTGTTGAAGTCGCAGGAG

green Muc2 ATGCCCACCTCCTCAAAGAC GTAGTTTCCGTTGGAACAGTGAA

amplification) [yz1 GAGACCGAAGCACCGACTATG CGGTTTTGACATTGTGTTCGC
Dil1 TGGCGCAGGCATCGA GGCGGCTGATGAGTCTTTCT
Dil4 TGTCTCCACGCCGGTATTG AGGTCGTCTCCCGGTGTGT
Reg3g ATGCTTCCCCGTATAACCATCA ACTTCACCTTGCACCTGAGAA
Atoht AGATCTACATCAACGCTCTGTC ACTGGCCTCATCAGAGTCACTG
Fut2 ACCTCCAGCAACGAATAGTGA GCCGATGGAATTGATCGTGAA
Tff3 TTGCTGGGTCCTCTGGGATAG  TACACTGCTCCGATGTGACAG

Mouse (used Gene Probe identifier Source

for TAQ [I22 MmO01226722 ThermoFisher

polymerase  Gapdh Mm99999915

amplification)

Supplementary table 1.
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Supplemental figure 1. ILC3 gating strategy, FACS purification of epithelial cells from
co-cultures and RNA sequencing quality control.



A B (o Muc2
-~ R -~
87 mm Invivo SIO _ PAN GOB g 60 g 40
= sio F
Ees ; | b . oy Ry T
2 ; " » - po ~ 30
24 =~ 88, 4 g« S
a ~ % . ! ) o
& J - 5 i ) Q 20
- o g, » . c c
5 2 ¥ ey & @ 20 ]
2 ay © . G
0 - 3T T ke
Paneth  Goblet & T 2
SIO PAN GOB SIO PAN GOB
D E
1 i ILC3" SIO co-culture
i CD45+ EpCAM- 1 ILC3 N Ly Ly ILC3 + SIO
S 'y 12 ="' 99.0 £ |
§ i § i s | NKp46°ILC3
3 :
e .l = 2 MO £ ; (Lc3) ILC3* GOB co-culture
8 i oy 5 . 2 * (i @ ILC3 + GOB
od g p46 FMO — —
R Eiii -, v
,+] Organoidonly “gz3 z 2%
EpCAM (APC Cyanine?) RORY! (GFP) RORVI(GFP) ILC3* SIO co-culture .
L —» lLcar4sio
NKp46* ILC3
(ILAcs’)' « ILC3* GOB co-culture
SV — — ILC3’;+*905
S
F ILC3 G
; I 2 v
2000 1 o] ILe3 @ 1 ENvs .
o i 1 . ] e | 347 *1
1500 i ¢|LC3 + SIO o] _ | mwi7+ucs é u’q - 71L22+ ILC3
- | i P 3o 284 &1 @ o | %2
5 © | —2 7|ILC3 + GOB s 2 g 1 | <.y
S 1000 3 i v . 2 ] 2 &1 FNyFMO §
O { °« «ILC3* + SIO g < .1 ik K ’ 4
i H £ 7 FMO €3 j
so{ © ~£- <y vILC3*+GOB 34 z ¥
i ® ML h =" ] IL22 FMO
0 ' 1 ' S — e e e e e ey e
FSC-A RORyt (BV786) RORyt (BV786) RORyt (BV786)
H K
SIO only A
= ! IECO
FACS i
— | J
GOB only
P ¢ ) 0.1 800 A
= T 600 .
SIO + ILC3 E.
= . 0.01 400- =B
FACS 5 A = -
LN 8 = 200 i
GOB + ILC3 i
&= = 0.001 0 T —— T
o «ILC3 + SIO *ILC3 + SIO vILC3 + GOB
"ILC3+GOB *ILC3+TWSIO vILC3 + TW GOB

Supplemental figure 2. Goblet and Paneth cell enriched SIO and ILC3 co-culture.
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Supplemental figure 3. Investigation of the Notch pathway in GOB-ILC3 co-cultures.
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Supplemental figure 4. Enrichment of DLL1 in human small intestinal goblet cells.
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