BMEBERR 2013,44(3) .351-357

Acta Veterinaria et Zootechnica Sinica

¥ Prox1 Z [FE B3 &4 E (0 70 1L 20 B E 5L B 7 32

Eua.k %R .HBHEF. BHEF
(e b K2 A dr Bl 22 B R 22 B, RIL 430070)

W E: AWM Proxl JEH (sProxD) W SERE b X8 Proxl B[R BEAT Ye 4 4 5 2 43 7, IF i i EGFP @i 5 & 1
R % B 7y AT A0 K B A . AT AR Proxl B 4% X 7255 i ESTs 4B JE P TR R G
W45 EST #4717 5 BHHEIF BT 51 X 38 Proxl SR 4t K AT 5o b o 85T Xk A B AR Bl Proxl B[ 55
ZAWNEFIRH LRI Y G Proxl FFE SN S F R YE A BG4 N & FIp ksl . A -
BB A 400 L 6 S 22 P AR (IMpRED X 8 Proacl HE R BEAT Y (iR 2 A . MR35 T KAF M58 Proxl B[N gt X5 5, #4)
3 Proxl JER IR A % 6 98 6 2 15 84k EGFP-Prox1, Jf %% Je 4% ¥ PKI15 41 Ml . 12 h J5 {8 & ¢ Ot W 3B WL 4%
Prox1 HEHTENL A0 I A E 7. S5 R KB Proxl FEFEN TR 9 SR OKIKER 26 X, 5iric SW1651 %% %
B MBS Proxl S5 ¥ L 35 2 pEGFP -N1- Prox1. @4 2 1 EGFP-Prox1 & i T PK15 4 j ) 4 fe g% v .
KB : M5 Proxl; Y B E A7 5 G098 Rl G 8 2 3k A 5 W A0 e £

B 4% E:S828;5813. 3 AR &R A XEHS: 0366-6964(2013)03-0351-07

Study on Chromosomal and Subcellular Localization for Porcine Prox1 Gene
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Abstract: Full length coding sequence of porcine Proxl gene was cloned from liver cDNA. Then
the chromosomal and subcellular localization of sProxl were investigated. In this study, Blast
searches was employed to obtain homologous porcine ESTs in the porcine EST databases with the
Prox1 gene sequence of human and mouse, primers were designed and the mRNA sequence of
Proxl gene was amplified by RT-PCR. Blasted the intron2 sequence of Proxl between human,
mice and other kinds of species, a pair of primers was designed for the partly cloning of porcine
Proxl intron2. Chromosome localization of Proxl was detected by IMpRH (INRA-Minnesota
porcine radiation hybrid panel). pEGFP-NI1-Proxl was constructed and PK15 cells were trans-
fected with the plasmid. The subcellular localization of Proxl protein observed by inverted fluo-
rescence microscope after 12 h. The complete Proxl c¢cDNA sequence and the intron2 partial
sequence was cloned (GenBank Accession NO. EF486324,EF571585). sProx] gene was physically
mapped on porcine chromosome 9q26 and closely linked to marker SW1651, and recombinant plasmid
pEGFP-N1-Prox1 was constructed and EGFP-Prox1 was expressed in the nucleus of PK15 cells.
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Table 1 Primers used for cloning, mapping and expression vector constructing of porcine Prox1 gene

GIE/EA S 5195 (5'-3") BRI/ /bp BAGREE/ C i
Primer Primer sequence Fragment size Annealing temperature Usage
P1 ATGCCTGACCATGACAGCACAG
) 2 214 58 CDS g [
P2 TTCTACTCATGAAGCAGCTCTTGTAGG
P3 TCAAGTGATTGGGTGACAATCCTTC
1058 59 W& T ek
P4 TCTCCACGTGCATCTTCATTTCTG
P5 TGAGTAAGGACCTCGAATGGCG . .
7 329 59 Be R sE
P6 TCAAGTGATTGGGTGACAATCCTTC
pP7 CCGGAATTCGCCACCATGCCTGACCATGACAGCACA 2 213 - FikE K
o
P8 GCGGGATCCCCCTCATGAAGCAGCTCTTGTAGGC iy 7
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Fig. 1 PCR amplification results of Prox1 gene cDNA
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Fig. 2 PCR amplification results of Prox1 intron

¥ pMDI18-T-Prox1 #47 # # PCR,PCR "3 F
BER/NZ SR 1000 bp (& 3) 5 3 H k47 g U1 % 2 (&
4,43 ) FH BRI PE N YIS Hind AN BamH THEAT P
YI%E, A K& Hind (Il . BamH TXUHEG ] % &, 45 - B
AR YIAE 3.7 kb 22 A7 A B %Al AU D) B AR
L 1A 2.6 kb Ze A7 Ab A5 WY 8 251 . 5 U 45 RAHAT

M 1
bp

2000

1000
750

500

250

100

M. DNA # X 43 F i & #5 £ DL2000 DNA marker; 1.
Proxl N&+F

M. DL2000 DNA marker;1. Proxl intron

E 3 pMDI8-T-Proxl H & PCR #& il &5 R

Fig. 3 Results of pMDI18-T- Prox1 bacteria PCR

M. DNA #X}5 7 i bn E 1 kb DNA ladder; 1. Hind
Il + BamH 1 WEFYI =9 ;2. BamH 1 PEFYI=Y);3.
Hind T 2] 7% 4. pMDI18-T- Prox1 Jfi ki

M. 1 kb DNA ladder;1. Product digested by Hind [[ +
BamH | ; 2. Product digested by BamH [ ; 3. Product
digested by Hind [l ;4. pMD18-T- Proxl plasmid

4 pMDI18-T-Proxl B S EL R

Fig. 4 Enzyme digestion results of pMD18-T-Prox1
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Fig. 5 Chromosome map of Prox1
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In vitro cultured bovine endometrial cells and immunofluorescent staining

(7 W PR 24 2 8
2013 4E 3 4 20 H



