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Post mitotic differentiated cells in the intestine are classified into two groups (absorptive and
secretory) based on their distinct functions and genetic differentiation programs. One type of
absorptive cell (enterocyte) and four types of secretory cells (goblet, Paneth, enteroendocrine

and tuft cells) comprise the small intestinal epithelium.
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Aquaculture Nutrition

N quggqf;q{e_‘_N@J_r.;r'lr;'qr.:. 2011 17; e241-252 doi: 10.1111/j.1365-2095.2010.00757

Development of a rainbow trout intestinal epithelial cell line
and its response to lipopolysaccharide

A. KAWANO!, C. HAIDUK? K. SCHIRMER?®, R. HANNER®, L.E.J. LEE’, B. DIXON!' & N.C.
BOLS!

' Department of Biology, University of Waterloo, Waterloo, Ontario, Canada; > UFZ, Helmholtz Centre for Environmental
Research, Leipzig, Germany; > Eawag—Swiss Federal Institute of Aquatic Science and Technology, Diibendorf, Switzerland;
* Biodiversity Institute of Ontario, University of Guelph, Guelph, Ontario, Canada; °> Department of Biology, Wilfrid Laurier
University, Waterloo, Ontarie, Canada

SEIGHEVAF . a small female rainbow trout
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1. PUd2K, MS 2220k, HUimid, A4 R goK s T3

2. BIHERN Ca2Mg?t-free PBS (DPBS, 150 pg/mL gentamicin) . 2\ [A) 3
7, DPBS/gentamicin solutionif ¥t o

3. MiE iz v BY Imm3 K/N I H LI, JHAN12.5 cm? culture flasks, 5 FE%E
[L15 medium containing 30% FBS and penicillin (100 IU/mL) and streptomycin
(100 ug/mL)], Z ¥R HNI4F78 ssH 23k .

4. 20°CHEHEEIR, BRI IR,

5. 8 Ja, A2 RFEm I b figiE. FHEDTARM 0.1% (w/v) trypsin 4 4H
FOTEAL TR, EFTHIE IR AR (L15 medium with 20% FBS) .
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[l 2.1 BRpEsx

Appearance of RTgutGC cultures at different passage numbers.
Photomicrographs of passage 6 (a), 12 (b) and above 100 (¢) were taken on an
inverted phase contrast microscope. Scale bar indicates 100 um.
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2.3.1 Dispase +collagenase XI

Journal of Cell Science 101, 219-231 (1992) 219
Printed in Great Britain © The Company of Biclogists Limited 1992

The development of a method for the preparation of rat intestinal epithelial
cell primary cultures

G. S. EVANS'* N, FLINT!, A. S. SOMERS', B. EYDEN? and C. S. POTTEN!

'Cancer Research Campaign Department of Epithelial Biology, Paterson Institute for Cancer Research, Christie Hospital and Holr Radium
Institute, Christie Hospital, Withington, Manchester, M20 9BX, UK
2Department of Pathology, Christie Hospiral and Holt Radium Institute, Withington, Manchester M20 9BX, UK

*Author for correspondence

S B -
F.5. (six-day-old Wistar rats) /Mg
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”_‘" 2.3.1 Dispase +collagenase XI

1. six-day-old Wistar rats, HUPMz. AmHIHF, BY2KE2-3 mm. HBSS, #Z¥ES8
Ko

2. BEFEREFEMY, BIE<Immd. 20 mIFER, 25°CHE %425 min.
(0.1 mg/ml dispase and 300 U/ml collagenase in HBSS)

3. BRUE (H48>2 mm) WITI50K, B 2R OE T

4. FE1min, B IEHTURE, ANOMNERIHETRLZH . EEMWIR.

5. &3 LyEW, 110 ml DMEM-S, 200-300 r/min 202 min. 7 Ei&, F20 ml
DMEM-S # 2T HEY -

6. HES5-6/k, HZE LHEWEE, IEEEKEFE (10% FBS-DMEM) .
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Epithelial cells detached as intact units
(villi and small pre-crypt units; Fig. 2A,B)
leaving behind large flaps of circular
muscle (Fig. 2C).

The epithelium in these organoid units
remained as polarised intact layers (Fig.
2D), and attached readily to both plastic
and collagen coated dishes within 24-48
hours (Fig. 2E,F).
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2.3.1 Dispase +collagenase XI
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S E 32447 201,23 (7) 111404146
Chinese Journal of Animal Nutrition

doi:10.3969/j. issn. 1006-267x.2011.07.011

AEREZNE & B8 L 4045 49 F0 I 5E BY 72 M

o % R ok W u? BT AR
(L Mol RS E FE T TR, BEZE 625014 ; 2. K8 3R 52410 )| B @ E p i %, fiE2e 325014)

B E: ANRBEAERKRZEE L (SBA) R R3EHhdz & phid L F mi & Hfesh it o) %-m
MIBRTREREFASRPRETROGTREAT N, £24 LR FREREKE2ZSHE b
T2 h G, 5% £ 48 H 444 SBA 0.50.75.100.150.200 pg/mL & DMEM 32 %%, 4% %
BEATDhBRENZHR. 2FEEAW, £SBAWERT, e i b miaidfkig b LE B A
5 (LDH) .57 4 28 (GPT) F A M B F M (P <0.01) , {235 % &“F»e-ﬁ%ﬂﬁﬁ(GOT) &7
TREE(P>0.05) , maA A FUE AW, SRBAALBI0A : 7

4445 B AL R KR S AL LA, a‘%f&‘?w&éﬁmﬁﬂﬂbﬁﬁi‘”g R B, SBA i%iﬁf&%
iﬂjﬂ@&%l.ifiémﬂeﬁ]"ﬂ‘?%{%ﬂ“kﬁ(MTT) OD/E.Za /K42 (P<0.05%P<0.01), 8
FAMEEEmmILt GPT #= GOT F A AZ Kk T RKE (P<0.05 X P<0.01) ; & EFF
1% 4m e s 1 55 5 85 (AKP) 42 Na” , K" ATP 8% /7 (P <0.01) . /3 H,SBA sir Tée &
Mhil LR M ey L BN, R T @iy af BT, e TR Ao, foig 7 mhadl

k. 1REZIN 100 g e R 4E
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Bl 1 SBA X182 518 LK MRS RIS
Fig. 1 Influence of SBA on morphology of carp intestinal epithelial cells (200 x )
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2.3.2 Collagenase [+Hyaluronidase

OPEN @ ACCESS Freely available online =~ PLoS ohe

Normal Mouse Intestinal Epithelial Cells as a Model for
the in vitro Invasion of Trichinella spiralis Infective
Larvae

Hui Jun Ren, Jing Cui*, Zhong Quan Wang, Ruo Dan Liu

Department of Parasitology, Medical College, Zhengzhou University, P. R. China

SEIG B -
RN

(intestinal crypts of fetal mouse small intestine)
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”_‘" 2.3.2 Collagenase I+Hyaluronidase

I

1. Wig17-19°k, HIME-BUE R, BUGR/MakE, U1 D-Hank’s buffer.

2. HBIJIBS 2 1mmKE, collagenase type I (200 U/ml)+Hyaluronidase (100 U/ml)
B, 37°CIHAL30 min.

3. /INOERREFR, 4°C 100 g5 mine DMEM+2%FBS+2% L1 2 B 4E 15 UTIE
B b3, =iR250 gB50, Wékpurified crypt fraction.

4. DMEM7E 23577 2 & PiiEcrypts, TR B0 minf5, KA NGB A1 o F2
BFIRE TR, T4/ NB FEHu ks Ak

aifk

1. 3¥:34E, D-Hank’s bufferfe X, 0.5% trypsin-0.54 mM EDTA 37°CiH {t 2
min, J158EREFRERL IR, B2 R GEE I B 4T 4E 40 i .

2. MRFEIECs, 296l (RRFLIANEIMD , ARAR3IK

3. BREIOMTY KRBT, AN8-9K)E, WMAIRT.

$133
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Cultured mouse primary intestinal epithelial. (A) The single crypts obtained with collagenase-hyaluronidase
dissociation of mouse small intestine. (B) A few cells gradually migrated out around the crypts after 24 h. (C) The
epithelial cell.s.s.tarted to grow rapidly after 48 h. (D) Cells continued to grow until confluence was reached after 9 days.
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2.3.3 EDTA+dispase

GASTROENTEROLOGY 2005;129:1567-1580

Isolation and Characterization of a Putative Intestinal
Stem Cell Fraction From Mouse Jejunum

CHRISTOPHER M. DEKANEY,*'t JOSE M. RODRIGUEZ,* M. COLLEEN GRAUL,* and
SUSAN J. HENNING*'8

*Department of Pediatrics, TMichael E. DeBakey Department of Surgery, and SMolecular and Cellular Biology, Baylor College of Medicine,
Houston, Texas

SO EURE -
B ER. (Adult male C57Bl/6] mice) Z=51
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I"H 2.3.3 EDTA+dispase

1. B2y, PBSHMYE/E, BA: £POEE E.

2. BBEISERIR N 5730 mM EDTAR{Ca2¥Mg2*-free PBSHY, #ii$£20-2570%1, LLF=4:
ke s A 4L E .

3. 500 rpm 2 Cr5 mino

4. F# BiE, W (0.3 U/mL dispase in HBSS) H &, 377410 min, PLBEK
AN

5. INFBSZEZKEL 5%, LAZIEiHAL, 70 pmPER g
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A. Intact mouse jejunum before exposure to 30 mmol/L EDTA.

B. Remaining intestinal tissue after epithelium has been removed by EDTA
treatment. Arrows indicate ghosts left by crypt removal.

C. Representative micrographs of cytospun CD45-negative SP cells.

All 3 panels show H&E staining
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2.3.4 Collagenase (type ?7) + trypsin

Applied Microbiology

Journal of Applied Microbiology ISSN 1364-5072

ORIGINAL ARTICLE

Bacterial viability differentially influences the
immunomodulatory capabilities of potential host-derived
probiotics in the intestinal epithelial cells of Atlantic cod
Gadus morhua

C.C. Lazado' and C.M.A. Caipang'?

1 Aquaculture Genomics Research Unit, Faculty of Biosciences and Aquaculture, University of Nordland, Boda, Norway
2 Disease and Pathogen Transmission Research Group, Institute of Marine Research, Bergen, Norway

SLIGEN A -
KPGPEESf (Atlantic cod 300-400 g)
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“_‘" 2.3.4 Collagenase (type ?) + trypsin

1. Ylrk24 h, MS 222, HipiE, EIRNEY, o9y Ailln. .
WA ER (rectum) .

2. AIHTAPBS (F5P/S) ¥E2k, ANEP/SHIPBSHE3 X, BIJY1-2 mm2.

3. FH—RIHA: PBSE500 uLl 0.25% KR EG =% 1H 410 min, 100 umid g, &
JE R FIZ DU INL-1555 772, (FP/S, 10% FBS)

4. B RWHAL: RIRHLIE, F0.25%EREEL (L-158598%m, &P/S.
FBS) , 28/%ZE#%30 min. 100 umidjE, UKL,

5. PRESTHACPT RS 45 JF

HpEE: T

¢19¢ -
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2.3.5 Trypsin-EDTA

Aquacult Int (2008) 16:591-600
DOI 10.1007/s10499-008-9170-1

Investigation of the cytotoxicity of apidaecin on intestinal
epithelial cells of tilapia (Oreochromis niloticus) in vitro

Xuxia Zhou - Yanbo Wang - Yuanjiang Pan - Weifen Li

SEIGBUR -
% 4e 1 (Tilapia 7.38 £0.92 g)
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= o U Bk

. MS 222K, 75% RS EEERAA R KT

Wik, HgiE, Ca2”Mg?t-free PBS (penicillin and streptomycin (200 pg/ml,
respectively), gentamicin (400 ug/ml), and Fungizone (250 pg/ml)) P2k, &:X10
min.

5 mIVEARE % 1H 20 min, 0.05% trypsin-0.02% EDTA¥ T Ca2*/Mg2*-free PBS.
M H A0 =, 100 pm JE BRI JE B2 1B (£510% FBSHIPBS)
RIRHIEAHL, FOOHM20 min, FFdJEFIZ IR .

N EIF IR B 010 min, 2% FBSHIPBSYEM UK, B0 GHEE. B[H? ) .
FL-15857% % (&2 mmol/l L-glutamine, 5% FBS, 100 pg/ml penicillin and

streptomycin and 200 pg/ml gentamicin) H =40,
28/ CO5 74855 9%, 24 hJaPBSHR2(K, K ARNGBEGHM, 55755 R B 1
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Effect of apidaecin on primary intestinal epithelial cells morphology (400%).
Cells were treated with apidaecin; the concentrations were 0.0 ug/ml (a), 10.0 pg/ml (b), 20.0 pn
g/ml (c), and 30.0 pg/ml (d).
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Bl FE
- AR S 3
236 RIFEE [ . IVERESIBHR
w224 51 LB EHE REFER Vol.22, No.1
201341 A JOURNAL OF SHANGHAI OCEAN UNIVERSITY Jan., 2013

YERHS: 1674 —-5566 (2013) 01 -0033 =09

EaEMRE LERARNTESRAES

seEH, st L, EEF, KA, F O, I &, #FED,
EmE
(L. SFMIKY B ALIR R 215123; 2. JERE RIFIIAT RGE 7 LEHEATA S, LR 100069)

SEIREH
8 0 7K R ( 22,0 £ 5.0)
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“_‘" 236 RFEE 1 . IVEXGIBHR

1. A ESIm e mel (Hoot, &5, KEE, F. itk gE
7 5 AR P 1R 0 40 P A 2R ) se R Be & rRRE: TR, 201010585756[P]. 2011-05-
25. ) wmfbiAFR 2 . EEWE. 4R, AERBIESE.

2. BRI, HEaiKEARER 2 Ik, EEEREESE, EE 75% LiEHF
R 5~ 10s. #F LIES Bis, W Eb B, XBRBRE, FHiES
#3( 10 mL) W HX D-Hanks JE VP B N 3 ~ 4 IR,
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”_‘" 236 RFEE 1 . IVEXGIBHR

3. 3FPIrETTE:

PUBETETE AT K i B BT i 1 mm3 K/NHUZHZR R, D-Hanks V8 We il Zid e e 4 1

Jon BE RN T AT R M BURN e (8 B TE AL I T 51 5, 068 D-Hanks ¥ R0 B8 iz TE AL I 11 )
o B i A5k P I T A 2R 3L 355 T i

HUBHE HUTHE AL o iy BORNF2 i TE AL B T 5 4h . F D-Hanks {8 ¥eUB vEipE R R 5, i
AR, FTEE S —im s s iR =, i B e BRI IR R IR R Z
AR EWE _EJR 2RI RN E 7 .

4. Y AL B FORG B 235 NS 25060 ( S0mL) H, IR SN [ . IVERS EALTR,
28 °C Ry HA 30 min J5,  #% VOHEWR) @ VOIRAFIE) =19 1 BJEEEISZETIA
FBS £ 1bydtl, IR E (10 mL) X EWHT 5min f5, & 1 min, WE EIE400
VR B 2 B TR A

5.0

£95%
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mﬂ 23.6RER 1. IVEESHEUR

@ 2 Daaieh | e 5 a0 i b E sl mr R KA A R AR
S o B T AR J3E 1 25 i 3R i 20 L B 5 9 )k B A (R 1% TR S AN A
CO, VR EEL A~ i A I35 ¥ BE K 2 e ok e 58 T 2 AR ZE AR, JF L
WL 5% i Jo5 A T G R 2 Y ZE K AR S RN SR R 3 v 4 i TR S T 4%
#2 MTT F@J&&*ﬁ?&@ﬁfﬁﬁ%%ﬁﬁ?ﬂﬂﬂﬂij?%xﬁ% %%EED% K

CO, . 15% Ha 25 I 3 B Rk FE R 2 x 10° (/\f?ﬂ)%#?ﬂﬂ:ﬁ;lﬁ
£ G AR TE AL T b R A 0 ; 2 i 3% 5 ok FE A A sh ) SR AR R TE R R b 2
fH A AL, R R OE R B B S Giemsa Je ik M 45 & -
MTT #5Uli% « AKP BEigi& /7 J LDH/MTT OD {8 7] 2 G vF- 0 48 Hi 55 77 24
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200 X

1. RepfLE, 5724 h )5,
2. sfkfiE, B5FE 24 h G
3. MUMETRETHALTE, AN

4. BB IEATE, ek iR
o, [

5. PUMGEIHCE YR, iR
21 i 4]

6. PURBTREEALTE, 5% 24 h,
TIAMTT 2 h J5, FAr4EgnA
K

7. 200 r /min #EE L)
8. 400 r /min #%H E0h:;
9. 600 r /min FEHE L)

10. 800 r /min ¥ B L),
1. IhN 0% e B AG2F ILid
¥7% 48 h )5

12. %0 15% WKE RS ILTE,
B3 24 h )5,
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®3/E F 1M woAK W b 20084 1H
Vol3g Noj Freshwater Fisheries Jan 2008

37518 4R R R 15 R 5 AR SR

x#E' 0, 2Xx2°% BEmx'

(L. 3L xF shipAFEFE, /M 310029 2 rkF @F %, M 310029
3. LB KARFAFFR, LE  200090)

FE. it T @R (Camssis aurawy g fa figill E MM R R FAE SR 88 ASHNER BREE
FEE1 . EDIARI R 3 (g VA sy D-Hank sig i fb 8 3 40 8 0 83 i ol LR E K E i g B E; S
HyAEE, RAFMFE (BS, REAKETF (EGE), BE Er DVMEMEHHGE 787 HREREEEARS
AT dE g M RE R F] () 2= ot — B aliqk, SR 12 dE T LAME Bl Ak i Bl b R 4 .

Fiia), &) (Camsusauraws, fgig b i R

FRESHES. Q72 YRkARIREE, A XEHS: 1000-6907-(2008)01-0067-03

SEISEK . AK 4 ~ 6. cm, AE 10 ~ 12 g £ 4 K& R4
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G

I WEFETEVARB(FER - BER . KRER) MKET , 20k .
SLEEFT B , TINTO0 % LEHJHF 1 min .

2. fEEWEPEH T BE SR R, AT EE | ] D-Hanks % ( H A
EHEER20 JJIU//L . 8% % 200 mg /LAIR KE R 2047 U/L) Mesir , i
ZR

3. KlpEEsimE IMANSBERIEEER [ 02 g/L . EDTA 0.02%51 iR JE & Al IV
0.2 o/L ] D-Hank s ¥ , 28 °C/KI&H#23% 144K 20 min -

4. W REWITHEBDEE T HIKEN R 4IEE] , In\ DMEM® 5%/ 4 i
JEZAETEAL , 1000 r/min 5.0 5 min, 3 _EIEW , IO & Hi4 R K DMEMiI1541
P B
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Aty

1 RSB T 24 LR, S5 oe U A TR A DR IS, BEALEEMIR N 1
X104 /mL , FEFEMEA R 1 mL (& FBS 5%. #&AKKF0.01 mg/L (EGF) .
JREZR 200 U/L . HEHZER 101U/ . 555 100 mg/LAIK KE 2 10 71 U/L) .

2. B 28°C, 5% CO,JEFEFREFR o 1557 90 mino IS 5 [F] R MG BE A 40 i 56 N
W RS FEAR AR B 5F o BF 48 h BEHRBEFFM — IR, 12 dAE A FEAHHTH R EE

3. BB FER S 2B 55, NN/ 4 D-Hanks¥R , 12 B M )5 72 25, IO, 25%
[ i 2 B VRO AL, WRET 70 B P R B85 IR AR5 7
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( inverted Phase mic1oscPex 400))
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3.2 FBS
Chinese Journal of Animal Nutrition

ﬁgﬁ: 2% FBS doi:10. 3968 /j. issn. 1006-267x. 2011.07.011
KEEE Z X 43 f §7 18 b 57 4 B 45 #9 F0 Th 8E B9 52 i

oot o= &Y ox &8 gl B4R AT
L. P KT P2 TR BT 5 625014 2. 3890 5% otk U | R B T 900 8 ¢ 325014)

5 O38% W1 Wk ¥ Ak 20084 1H
Vol3g Noj Freshwater Fisheries Jan 2008

Wi 5% FBS SR _E BRI RIS 5 A O T 5

s, 2xE% gux'
(1. kg st A 50, AN 310029 2 SHr kg @5, M 310029
3 EEKARFAGFER, LA 200090)
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Tab.4 Effects of different concentrations of serum

on proliferation of IECs in primary culture
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64 MiE WK EE /% FEAEL L MTT OD 1
0 12 0.283 +0.073"
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10 12 0.509 +0. 161"
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20 12 0.677 +0.119¢
o*%%
¢36s - - : S8R sal
ErgiasE EEkE



Hﬁg: 20% FBS Development of a rainbow trout intestinal epithelial cell line

500
2 400~
T
3 300+
Q
e
£ 200+
8
o

—8-- FBS
—A— 10% FBS
- 20% FBS
—&— 10% dFBS

Aquaculture Nutrition 2011 17; e241-e252 doi: 10.1111/].1365-2095.2010.00757 x

and its response to lipopolysaccharide

A. KAWANO!', C. HAIDUK?, K. SCHIRMER®, R. HANNER®, L.E.J. LEE®, B. DIXON' & N.C.
BOLS'

' Department of Biology, University of Waterloo, Waterloo, Ontario, Canada; > UFZ, Helmholtz Centre for Environmental
Research, Leipzig, Germany; * Eawag-Swiss Federal Institute of Aquatic Science and Technology, Ditbendorf, Switzerland:
4 Biodiversity Institute of Ontario, University of Guelph, Guelph, Ontario, Canada; ° Department of Biology, Wilfrid Laurier
University, Waterloo, Ontario, Canada

Figure 2 Growth curves for RTgutGC grown in different L15 media
compositions. Cultures were initiated at approximately 5.0 x 10?
cells well™" in 12-well tissue culture plates at room temperature. The
next day, cell number was determined with a Coulter counter for
three wells (starting count) and cells were grown in L15 alone, 10%
fetal bovine serum (FBS), 20% FBS or 10% dFBS. Subsequent cell
counts were made every 3 days over a 15-days period and expressed

as a percentage of the starting count.
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Figure 4 Glutamine depletion suppresses cell proliferation of cultured intestinal
epithelial cells. A: IECG6 rat intestinal epithelial cells were treated with media containing
different amounts of glutamine (0, 0.4 and 4 mmol/L); Cell morphology and cell number were
observed at the indicated time points (B: 24 h, C: 48 h).
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Figure 3 Examination of RTgutGC cultures for B-galactosidase activity. A histochemical stain for B-galactosidase activity was applied over-
night to cultures of RTgutGC. Photomicrographs are shown for fixed (a) and stained (b) cells. Cells showing blue staining were found in a small

percentage of RTgutGC cultures, with some indicated by arrows. Scale bar indicates 100 pm.
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& Figure 4 Examination of RTgutGC cultures for alkaline phosphatase activity at varying cell densities. A histochemical stain for AP activity was
~ applied for 2.5 h to cultures for RTgutGC. The top row shows RTgutGC seeded at varying densities prior to detecting AP activity. The bottom
~ row shows RTgutGC seeded at varying densities after AP staining. Scale bar indicates 100 pm.
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Indirect immunodetection of intestinal cell
markers in PCDE 6 days after plating.

A, sucrase-isomaltase (& HH -7 52 28 )
B, aminopeptidase N (ZAKEEN)

C, lactase-phlorizin hydrolase (FLAHEfF-HR {7
NS

D, MIM-1/39 antigen (crypt-cell marker)

EXPERIMENTAL CELL RESEARCH 245, 34-42 (1998)
ARTICLE NO. EX984221

Primary Cultures of Fully Differentiated and Pure Human
Intestinal Epithelial Cells

Nathalie Perreault and Jean-Francois Beaulieu®

Centre de Recherche en Biologie du Développement des Epitheliums et Thématique de Physiopathologie Digestive du Centre
de Recherche Clinigue du CUSE, Département of d'Anatomie et de Biologie Cellulaire, Faculté de Médecine,
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Electron microscopy analysis of the ultrastructural

characteristics of primary cultures of differentiated enterocytes
(PCDE) 6 days after plating.

PCDE cultures are mainly composed of absorptive and goblet
cells (A) displaying ultrastructural characteristics typical of their
in vivo counterpart, the villus epithelium. Note in particular the
presence of mucus granules (g) in goblet cells and the presence
of a well-organized brush border (bb) at the luminal domain of
absorptive cells. At higher agnification, the fine structural
organization of the brush border (B, C) including microvilli
(mv), terminal web (tw), and glycocalyx (gx) as well as
junctional complexes (D) including the tight junction (tj), zonula
adherens (za), and desmosome (d) appear normal.
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Normal Mouse Intestinal Epithelial Cells as a Model for
the Jin vitro Invasion of Trichinella spiralis Infective
Larvae

Hui Jun Ren, Jing Cui*, Zhong Quan Wang, Ruo Dan Liu
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Morphological characteristic and Immunofluorescence staining of fetal mouse IECs. (A) The IECs
formed a tightly packed monolayer with typical cobblestone morphology (passage 8). (B) HE staining
of IECs. (C) Immunofluorescence staining of IEC cytokeratins, cytokeratin 18 was clearly detected in
the cytoplasm of IECs with a green color. (D) No green fluorescence in the cytoplasm of IECs was
found and only the nucleus was stained red with propidium iodide (PI) in the negative controls.
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4.3 HAEE M marker

Indirect immunofluorescence of tissue-
specific cell markers in PCDE 6 days after
plating.

A. keratin 18 (fAEHI1S8, Ik E

&y

B. intestinal mucins (AL EE H,
MR L B2 48 )

C. vimentin (JZEEH, [A] A
ZH )

D. ZO-1 (E#i#ER)
E. desmosomal components (Hffi

R
F. E-cadherin CHiPIZEED) .
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