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W HI% ﬂ:a— = E?m ﬂﬂ ﬂ’a‘ B J:&m Hﬂ Five days af_ter cell seeding, the cells were cultu_red on cell culture inserts, and Raji _cells _(Iymphqblast like cells) were co-cultured on the basal su_Jle of the

cell culture inserts. On day 10, fluorescent particles (0.2 um) were added to the apical side and incubated for 2h. The number of fluorescent particles

______________________________ | passed through to the basal side was counted by flow cytometry.
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% Caco-2 or hiSIEC were incubated with medium alone or medium containing 50 pg/mL Pam3CSK4 or 100 ng/mL LPS for
2 1&%? ’mﬁ a) ﬂ%% I:&‘l‘ly 24 h. Supernatants were assayed for IL-8 secretion. Data are expressed as relative production as compared with control.
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Various gene expressions of hiSIEC were measured by RT-PCR and compared to adult small intestine and Caco-2. (Y-axis: relative mMRNA expression) HE_ ﬂﬁ E&ﬁﬁw a) %;E t Ff\%
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- (100 ng/mL TNFa, 50 ng/mL IFNy) were added to
Each cells were incubated with 5 uM midazolam for 2h at 37 °C. CYP3A4 in hiSIEC was measured with manufacturer’s assay medium. 200 the basal side of the cell culture insert and short-
Human Enterocytes (purchased from In Vitro ADMET Laboratories, Inc.) were used as primary small intestinal cells. Basalfl : . chain fatty acids to the apical side. The gene
10 uM digoxin was used as a substrate . Additionally, HBSS containing 10 mM HEPES (pH 7.4) was used as a transport buffer. After the preincubation, TNF IFI(I A SCFAs - - 01 1 mm expressions and TEER values were evaluated 24
the transport buffer containing the substrate was added to the apical or basal chambers, and the cells were incubated at 37°C for 60 min. a-+ y & TNFa+IFNy -  + hours after addition. *p < 0.05, **p < 0.01.

E FIIEERE LR & RFDCYPIALEEZRL 7=, ccr_z*s  cozs ~ oxeLt ™
F7-CYP3A4EFEE LP-gpiBEEICOWVWT, Ay FRITHEHIFREL TWS Z ARSI, \ 45 = >

18

6
c 5 = 2 - c * | c
0 2 ** o 4 o 16
> w 2 35 2 14 —1
4 1] | QO
: I 5 15 S 3 S 12
= . o T (o8
BB E AR L LT DR ;- M :
= i ST1EA e g : e 2 g
© © @ 15 L T 6
Villin 1 / DAPI - £ m ¢ ! ‘
f ‘ 250 0 0 0 0o I

Villin 1+
| 92.5%

E_ﬁﬁﬂﬁﬂﬁ@@w“hﬂ L— U ?[ﬂﬁu é nt—o

5. BPOE & DILIER
B |

BEPIME ()
|

150

5

100 -

1[]1 1[]2 103 104 10

Villin - Alexa Fluor 488

Eleven days after cell seeding, the cells were cultured on cell culture
inserts, and Bacteroides fragilis were co-cultured on the apical side of
the cell culture inserts in the co-culture device. After 48h co-culture,
the gene expressions of hiSIEC were evaluated.

Cells were stained with villin 1. Ratio of villin 1 positive cells was determind with FACS analysis. Transmission electron microscopy images of microvilli.
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*R2scores were determined exclude CYP3A4 substrates
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