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LIF on Induced Mesenchymal-epithial Conversion
in Mouse Metanephros
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Abstract: Objective To investigate the biological characteristic in mesenchymal-epithial conversion. Methods

We isolated the metanephric mesenchyme cells from E11.5 embryo without Ureteric Bud and identified it with Pax-2 stai-
ning. Results The isolated metanephric mesenchyme cells developed from a disorganised array into small chains with
continuous basement membranes in the presence of Leukemia inhibitory factor (LIF). And RT-PCR results showed the ex-

pression of the marker protein of epithelial cell,such as E-cadherin, Collagen IV, and podocalyxin were also affected.
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Conclusion LIF induced mesenchymal-epithial conversion in mouse metanephros.
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1.1 #F#

Balb/c /™R (18 B 40 2 o 5 i SR s WA FR A
H)) s RETLEPUIA Pax2 (1:250, Abcam) , laminin o5
(1: 250, Abcam ) , anti-rabbit FITC (1: 250, Santa Cruz) ;
DMEM-LG £5##3 ( Gibeo ) ; 4= ML FBS ( Gibeo) ; i
fiff (Amersco) ; AU A K (transforming growth factor
alpha, TGF-at) (10 ng/mL, Boehringer Mannheim ) , i.4F
440 B A= K A F (fibroblast growth factor, FGF 2)

E1 48R

BEZERALABIREE  AGEL, HEG
PEFT 5 AR LR 1 18] 8 B 240 M (MM A2 T IR R RIS 173 A, BV DR 28 ) 35 R A 4k

1.2.2 EREAR @SR oS K
%%‘E’JF'%‘QH,A?E&J?@@/E{&'#(DMEM + 10%
FBS + 0.2% )5l + 50 TU/mL DNase) 37 CHHE
15 min 547 B HZLLL 0. 25% R/ 0.02% EDTA
(1:1) FiRWEABALHIE K A 10% FBS (1)
DMEM,1 000 r/min &.0> 5 min; 3 L3, % 10% FBS
() DMEM HHEA2: AL, 4N L 25 5 x 10"/ em® | i
A 37 C % 5% CO, MARERR SR R G 9%, 2
S A AR K il T TGF-a (10 ng/ml) | FGF 2
(50 ng/mL) F1 LIF (10 units/mL) , LA 5 )5 B 18] 55
JRANA A LI B R 2

1.2.3 F""lﬂ}i}ﬁém}i@%%i W fidt 500 53 B Y
Ji B 1) 72 o 2H 2R B A U ' TR 7 Jo 4 L ) 38 R ik
15 4% %%Eﬁ%lm 20 min; PBST (0.2% ¥ Triton
X-100) 4bHH 10 min, 3 ARG E BT ; % 1% BSA 1Y
PBS 4] 15 min; I A—$T Pax2 (1:250, Abcam) 5%,

(50 ng/mL, Boehringer Mannheim ) F1 [ [ 410 il K -+
LIF (10 units/mL, Chemicon ) ; RNeasy Mini Kit ( Qia-
gen) ; Supercript Il RNase H-Reverse Transcriptase (In-
vitrogen) ;5|4 (Invitrogen ) ; VECTASHIELD Fluorescent
Mounting Media( Vector Laboratories ) .

1.2 Fik

1.2.1 BRMAR@LG S BEAER W15
K Balb/c HER (LARBLARE Y H N52420.5 K),
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AR FE /NI A 1) B T T AR A Y
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BB D5 R ) ST I 5 B WA 1) BT T R AR AR, A IR R R T

laminin o5 (1:250, Abcam) 4°C %5 i3 % ; PBS ¥k 3
W, AEER S ming IIA G EFRICH) 3T anti-rabbit
FITC(1:250, Santa Cruz) Z= il F#EYEHEH 1 h; PBS
YE 3 W, B 5 min; B %O WK B O R
( VECTASHIELD ) [ % , %' it it T Wige

1.2.4 RT-PCR 5 #7 RNeasy Mini Kit 255 &4 e
A3 BRI BRUR B 0] FE AN RNA (D50 S
T 34366 (Nanodrop ) R RNA f4 3 Ji5 il

5t ; Supercript I RNase H-Reverse Transcriptase 5

A% cDNA (500ngRNA BN, BIFFFIANT
Wil forward :5-GGAAGTGATTCGAAATGATGTG,
reverse : 5-ATGGTTGGGGAACTGCGCCG;
Wnt4 forward : 5-GTGACCGGACAGTGCACGGG,
reverse :5-GGTACAGCACGCCAGCACGT;
Pax2 forward ;5-GTGGTGAGGCAGCGCATCGT,

reverse ;: 5-ATGCCCTCGGCTAGCAGCCT;

Collagen IV forward : 5-GTGGTGAGGCAGCGCATCGT,
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reverse :5-ATGCCCTCGGCTAGCAGCCT;

E-cadherin forward : 5-GGAAGTGATTCGAAATGATGTG,
reverse ; 5-TCAGAACCACTCCCCTCATAG;;
Laminina5 forward : 5-GACTGGCGCTGGTAGGCGAG,

reverse ; 5-CAGCGCTCCGTGCCATCGAT;
forward : 5-CAAGGGAGCGCCTGGTGTCG,
reverse :5-AATGCCTGGTGGTCCCGGGT;

Podocalyxin

2 &% R

2.1 MREBEERARNSBENERE

A 18] 58 5 40 B AR iC FE I Pax-2 LA, X
fifil o AR RIS AT R O, e A A b
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22, B VOGBIMBIRE E12.5 IR P S 1 ) S L4, S ik
Fifk Pax2 Yefn, | ik BHE

FGF2/TGF-a

48h 48 h

FGF2/TGF-at+LIF
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LI/ INVEECE B/ INsRES ) (13C,3F)
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