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Supplementaey Figure 1: NIrp67 animals showed equivalent donor T cell expansions in liver
and Gl tract to B6 WT animals as well as GVHD histopathological score.

B6 WT and Nirp67- animals received 11Gy on day -1 and were transplanted with 3.0x10% CD90.2*
splenic T cells along with 5x108 TCD-BM from either syngeneic B6 or allogeneic MHC mismatched
BALB/c donors. (a-b) Donor T cell expansion in liver on day 14, and in small intestine on day 21 after
BMT. (c) The absolute numbers of donor derived CD4*CD25*Foxp3*T cells in spleen on day 7 and 21
after BMT. (d) The absolute numbers of donor derived CD4* IFN-y* and CD8* IFN-y* T cells in spleen
on day 7 after BMT BMT. (e-g) GVHD histopathological score in liver (e), lung (f) and skin (g) at
different time point after BMT. (h-x) B6 WT and NIrp67- animals were received 11Gy on day -1 and
were transplanted with 3.0x108 CD90.2* splenic T cells along with 5x108 TCD-BM from either
syngeneic B6 or allogeneic C3H.sw donors. (h) Survival of C3H.sw->B6 model (B6—B6:n=5,
C3H.sw—B6:n=10, C3H.sw—B6 NIrp67/:n=13). GVHD histopathological score in large intestine (i),
small intestine (j) liver (k), lung (I) and skin (m) at different time point after BMT(n=5, each group). (n)
Donor T cell expansion in the spleen on day 7 and 21 after BMT. (0) donor T cell expansion in liver on
day 21 and (p) in small intestine on day 21 after BMT. (q) the absolute numbers of donor derived
CD4*CD25*Foxp3*T cells in spleen on day 7 and 21 after BMT. (r) CD69* expression on donor CD4*
and CD8* T cells in the spleen on day 7 after allo-BMT. (s) the absolute numbers of donor derived
CDA4* IFN-y* and CD8* IFN-y* T cells in spleen on day 7 after BMT (n-s;B6—B6:n=4,
C3H.sw—B6:n=5, C3H.sw—B6 NIrp67:n=4). Serum IFN-y (t), TNF-a (u), IL-17A (v), IL-18 (w) and IL-
1B (x) levels on day 7 and 21 after allo-BMT (t-x;C3H.sw—B6:n=5, C3H.sw—B6 NIrp67:n=5). Data
are analyzed in allo-B6 WT vs allo- NIrp6”- animals with (a-d, n-x), (e-g, i-m) two-tailed Mann-Whitney
U test, (h) Wilcoxon test (see Supplementary Table for exact P values). The bar shows the mean +
SEM. The representative data are from at least two independent experiments.
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Supplementary Figure 2: Nlrp67- animals showed similar expansion of donor derived
myeloid cells with B6 WT animals in minor mismatch model.
Isolated spleens and intraepithelial lymphocytes from recipients were stained to test the
expansion of donor derived myeloid cells on day 21 after BMT. The absolute numbers of (a)
total CD11b* cells, (b) CD11b*Ly6C*Ly6G™ cells, (c) CD11b*Ly6C*Ly6G" cells, (d) CD11b*Ly6C:
Ly6G* cells, and (e) CD11b*Ly6CLy6G- cells are shown (B6—B6:n=4, C3H.sw—B6:n=5,
C3H.sw—B6 NIrp67/:n=4). Data are analyzed in allo-B6 WT vs allo- NIrp67- animals with (a-e)
two-tailed unpaired t-test (see Supplementary Table for exact P values). The bar shows the
mean + SEM. The representative data are from at least two independent experiments.
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Supplementary Figure 3: Absence of NLRP6 on host non-hematopoietic cells showed
equivalent apoptotic related genes to B6-WT animals

(a) Left; IL-18 and IL-1pB levels in serum at day 1, 3 and 7 after allo-BMT. Right; IL-18 and IL-1p gene
expression levels in epithelial cells from colon and ileum at day 1, 3 and 7 after BMT(n=4, each
group). (b)The expression of BCI-2, BCL-XL, BIM, BAX and BAK in the large intestinal epithelial cells
was measured by quantitative RT-PCR at day 7 after BMT(n=5, each group). (c) The expression of
DAPK1, P21, P53, and PUMA in the small intestinal epithelial cells was measured by quantitative RT-
PCR at day 7 after allo-BMT(n=5, each group). Data are analyzed in allo-B6 WT vs allo- Nlrp6--
animals with (a gene expression, b, c¢) two-tailed Mann-Whitney U test, (a protein,) two-tailed unpaired
t-test (see Supplementary Table for exact P values). *p<0.05. The bar shows the mean + SEM. The
representative data are from at least two independent experiments.



Supplementary Figure 4

a
Small Intestine (%] XBP-1
. (0]
XBP-1 Aquapolin-3
gz A 1004
§ .0ty #2inP1) g Qe EIinPl) . - . o
? A a0 schots
f A | ]
] '." L]
- ¥ -'f'ﬁ 604
o/ \ | 404
_/J |\
T TR )
XBP-1 Aquapolin-3 0 T I T L
FITC FITC Small Intestine Large Intestine
Large mtestine B (%] Aquapolin-3
g S (P2inPY) o Sa P2inPY) 100
™ ... A‘A
¥ 604 -l-
. j: ' T 1
ia i 01| mgm :!:_ J_ :
t;a,,ﬁ- 40 4 n
L i .
i 0
XBP-1 Aquapolin-3 0 . . . i
FITC FiTC Small Intestine Large Intestine
— lIsotype CTL — B6-WT — NLRP6™"-
HB6 WT AB6 NLRP6™
0,
¢ _ [l MUC-1
Small Intestine 100+
. MUC-1 NI_MUC-Z a04 . ‘i
§ Gate @21 ] _U.l‘l‘l' P1inp1)
- 1 - [ ]
{ 4 604 T
| ] 404 T J_
1% 1% i . o (L s
I} 1 n
2 el el '
o A B P B e e e e ] - T '

MUEAA [Ty

MUC-1FITC MUC-2 FITC

Large Intestine

Gae. (P2inPT)

a3
8 Gig. [P2in PY)

— Isotype CTL
H B6-WT

CD45

Small Intestine Large Intestine

[%6] MUC-2
80
60 - A
T T
Ll
204 ﬁ R . "
0 . | . | T T

Small Intestine Large Intestine

B6-WT — NLRP6™"
A NLRP67

CcD31

L

Pulse width

L

Paneth Cell
(CD44+ CD24med C166-)

Relative Expression

S5C.

Stem cell
| (CDa4* CD24" CD166 ™ GRP787/")

W

GRP78

Small Intestine
XBP-1

Aguapolin-3 [%]

& 08 i R e
2 | s0d * i
60 " i
404
T r 204 .
XBP-1 Aquapolin-3 01— T T T T T
FITC FITC Small Intestine Large Intestine
Large I;ltestine . [%] Aquapolin-3
g Gate (F2inP1) g Gate P2inP1) 1001
W .t N :.. [ 1] +
¥ 80 1
Ea I, 604 * e - u at
x “ |
404
e.l e.l am ‘A
204
Aquapolin-3 ol . . . . .
FITC Small Intestine Large Intestine
— Isotype CTL — B6-WT — NLRP6™"
® B6->B6 M BALB/c>B6 A BALB/c>B6 NLRP6™
d . %] MUC-1
Small Intestine 100-
MUC-1 MUC-2
w3 A3 804 »
.§' Gae (P2in P1) g Gale. 2 inP1) .
o &
50 . A
404
- i
» " »
a4 = ] i
olle® I% m * ﬁ

MUC-1FITC MUC-2FITC

Large Intestine

A3
Gae. (P2 P1)

2

MUC-1FITC  MUC-2 FITC

Small Intestine Large Intestine

[%] MUC-2

801

o .

40 " D

Y

0 '-.:' “‘.1 E;-l D 'é ‘.A

Small Intestine Large Intestine

— lIsotype CTL — B6-WT — NLRP67
® B6>B6 M BALB/c>B6 A BALB/c>B6 NLRP6™
f
NIrp6
20 Lors . 10000
A g .
15 g 10000
- o 10000
1.0 u% s .
05 g 2 .
T 1
T
o0 o] ) & o Epithelial celPaneth Cell Stem cell
‘e\‘o" §<"° & @‘\é‘ “boé-“aé' ﬁ’b\u*”
R & 2
& @ vﬁieeq\{sg\oQ ‘@a gb



Supplementary Figure 4: The expression of homeostatic related proteinsin the small intestine
epithelial cells after allo-BMT.

(a) Expression of XBP-1 and AQP-3 in the small intestine and large intestinal epithelium (CD326*
cells) in naive B6 WT and NIrp67- animals. (left) Representative histogram data. (right) Representative
data (n=6 per group). (b) Expression of XBP-1 and AQP-3 in the small intestine and large intestinal
epithelium (CD326* cells) in transplanted B6 WT and NlIrp6”- animals at day 7 after BMT. (left)
Representative histogram data. (right) Representative data. (B6—B6:n=6, BALB/c—B6:n=5,
BALB/c—B6 NIrp67/:n=6). (c) Expression of MUC-1 and MUC-2 in the small and large intestinal
epithelium (CD326* cells) in naive B6 WT and Nlirp6”- animals (n=6 per group). (left) Representative
histogram data. (right) Representative data (B6—B6:n=6, BALB/c—B6:n=5, BALB/c—B6 NIrp67
:n=6). (d) Expression of MUC-1, and MUC-2 in the small and large intestinal epithelium (CD326*
cells) in transplanted B6 WT and NIrp6”- animals at day 7 after BMT. (left) Representative histogram
data. (right) Representative data. (B6—B6:n=6, BALB/c—B6:n=5, BALB/c—B6 NIrp67:n=6). (e) Cell
sorting strategy for sequentially gating single cells, live cells, CD44* cells and cells with different
CD24, CD166 and GRP78 expression (left). gRT-PCR analysis of Lgr5 expression in sorted cells from
B6 WT at day 0 and 7 after BMT (right; n=3 per group). (f) gRT-PCR analysis of NIrp6 expression in
sorted cells from naive B6 WT. (right; n=3 per group). Representative data from two experiments. (a-
d) two-tailed unpaired t-test, (e) two-tailed Mann-Whitney U test, (e, f) Kruskal-Wallis test with Dunn’s

multiple comparisons test (see Supplementary Table for exact P values). The bar shows the mean %
SEM. *p<0.05. The representative data are from at least two independent experiments.
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Supplementary Figure 5: Absence of NLRP6 on host intestinal epithelial showed equivalent
apoptosis after irradiation.

(a) The representative images of TUNEL-positive cells in the large intestine on day 7 after allo-BMT
(scale bar, 200 um). (b) The TUNEL-positive cell numbers in intestinal epithelial cells after BMT (n=7

per group). (b) two-tailed unpaired t test. The bar shows the mean £ SEM. The representative data
are from at least two independent experiments.
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