Ol R ( BRBEE) , 2020, 35 (1) : 33-39 http://xb.ynau.edu.cn

Journal of Yunnan Agricultural University (Natural Science) E-mail: ynauzkxb@foxmail.com

DOI: 10.12101/j.issn.1004-390X(n).201805049

KRN BIELEIE S R ARRDCS BRI 4RARSE (5T

£ E 1,2#’ Eﬁy\?‘-}%{elj#, %é%l’z**, g& Er/g;l,Z’ %‘ﬁ(%S, ﬂ%/ﬁ—k%
ElA, YaM"?, FZAY, kg’
(1. zEf K, mFEMAMAE I RESLRE, o B 650201; 2. mrgRl K% shRlAdiR40E, =/
. 650201; 3. KGOV EAR2EBE, (LY K34 046000; 4. =gV IV ARZEE 25540, = B 650031)

WE: [ HW ] MEEE S (ARRDCS) MIIREMATERE, AT RIS A ER A X, AR BAE
W ARRDCS L) R H ARRDCS B A WANAE . [ 777 ] 40 NCBI FEIEEL YT ARRDCS A
FFH, TEZR BLAST HUXT3RMME EST 751, HLFILRER ARRDCS 3R 4t X KB P51 .t B &
FIREMH WA YRE S LA R ST, FIAHBE TR MGERIMNEARE. [ 4538 ] FERNHERE T R
(BMI) ARRDCS [N 1) cDNA 751 1 045 bp, 35 1014 bp i CDS X, it 337 MEERR, 54 K ABYEPH
PR . WINHIE T #IE44K pEGFP-C1-ARRDC5, ARRDCS & [ EZ i TAMB T, #4340z b b 45
fio [ 458 ] g R it — B % R A VI RE S E S60t

EHBEIR): IR S; S TURE; IRV SC R B EATE

FE S S 8282 CRAFRIRED: A XEHRE: 1004-390X (2020) 01-0033-07

Subcellular Location of ARRDCS Gene in
Banna Mini-pig Inbred Line

WANG Pei'?, WANG Shuyan'?, HUO Jinlong'?, ZHANG Xia"?*, GAO Linging’,
ZHAO Huimin’, HUO Hailong*, ZENG Ribin"?, LI Luogang'’, TENG Xiaohong’

(1. Key Laboratory of Banna Mini-pig Inbred Line of Yunnan Province, Yunnan Agricultural University, Kunming
650201, China; 2. Faculty of Animal Science and Technology, Yunnan Agricultural University, Kunming 650201,
China; 3. Changzhi Vocational and Technical College, Changzhi 046000, China; 4. Teaching Affairs
Department, Yunnan Vocational and Technical College of Agriculture, Kunming 650031, China)

Abstract: [ Purpose] The function of the arrestin domain-containing protein 5 (ARRDCS) was un-
clear up to now. Our previous research indicated that ARRDCS might be associated with the fecund-
ity of boars. The aim of this study was to clone the porcine ARRDCS gene and analyze its subcellular
location. [ Methods ] The ARRDCS5 sequences of allied species of pig were obtained from NCBI and
compared by online BLAST to obtain the expressed sequence tag (EST). Subsequently we used silic-
on cloning strategy to gain the coding sequence and a few flanking sequences of ARRDCS. Then, the
eukaryotic expression vector pEGFP-C1-ARRDC5 was constructed by Digestion-Ligation and trans-
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fected into the swine testicle (ST) cells with liposome, detection of protein expression by

inverted fluorescence microscopy. [ Result] The cDNA length of Banna mini-pig inbred line
(BMI) ARRDCS was 1 045 bp that included an open reading frame of 1 014 bp coding a protein of
337 amino acids. The BMI ARRDCS protein sequence shared high homology with that of cattle and
human. We successfully constructed the expression vector pEGFP-C1-4RRDCS, and the green

fluorescent was mostly limited in the cytoplasm of ST cells, which showed that the gene products of

ARRDCYS in eukaryocytes were mainly located in the cytoplasm. The cell nuclei are also expressed in

some cells. [ Conclusion ] These results will provide a basis for the study of ARRDC5 function in

swine.

Keywords: ARRDCS; gene cloning; Banna mini-pig inbred line; vector construction; subcellular loc-
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E: M. DL 2000 7> T-4#5iE; 1. ARRDCS PCR 74
Note: M. DL 2 000 Marker; 1. ARRDCS5 PCR product.
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Fig. 1 The result of ARRDCS gene amplification TR EME B ik 85.7% T 82% (Ig[ 2),

Yo 20 S 40 e 60 e 80 S
BML: MSVVKSIELVLP KDAVYLAGSS|I KGQVVLTLNSTLVDPIVKVELVGRGY VEWNEE[BGASRDYSRBVICNNKADY VHIEEEN
CATTLE: /KSIELVLP KDAVYLAJSl [§GQVVLTLNSTLVDPIVKVELVGRGY VEWNEETGASRD Y SRVICNNKADY VHEEES
YISO BN ¥de g SV VKSIELVLP DRI YL AG 88 KGQVILTLNSTLV DPIVKVELVGRGY VEWJEEGA SEDYSRNVICNNKADY VHIEEEN

MSVVKSIELVLPkDa6YLAGssIkGQV6LTLNSTLVDPIVKVELVGRGY VEWnEE{GASIDYSR VICNNKADYVH

100 S 120 S 140 S 160 % 180
)V TK TFPVEDNWLSAGSHTFDFHFNLPPRLPSTFTSKI/@HVFYFVQASCMGREHILAKKRMYLLIQGTSS DAENESI 165
[ONUVOEHN K TK TFPVEDNWISAGSHTFDFHFNLPPRLPSTFTSK IGNIFYFVQASCMGREHILAKKKIYLMVQGTS SUFHYERSIMONPLFVEAE KKV SIEERI
518\ YINNK TK TFPVEDNWLSAGSHTFDFHFNLPPRLPSTFTSKGHVFYFVQASCMGREHILAKKRMYLLVQGTSINNFHIEWPIHONPLFVEAE [k v SEEEES

KTKTFPVEDNWLSAGSHTFDFHFNLPPRLPSTFTSKigh6FYFVQASCMGREHILAKK46YL66QGTS FH E p QnPLFVEAEKK6S
2 200 4 220 A 240 S 260
BMI: PGEKMIFTTEINNQTSKCIRTVIFALYAHV QYEGFTPMAERRSKV DSSFLLR()FANT . 255
PRRIT - N C B QG TICLOIQMEKNTF BPGERIFTTEINNQTSKCIKTVIFALYAHY [YEGFTP SAERRSRVDSSELLRQEANT [T : 256
HUMAN: QGT\"CLQIQI\'IERNTFTP(,}EKV\’FTTEINNQTSK(‘IKT\"\"FALY.‘—\IIIQYE(}FTP\’T 269
YNCCsQGT6CLQIQME4NTFtPGE4v6FTTE[NNQTSKCI4TV6FALYAH6qYEGFTP AERRS46DSSELLRQEANT 6T FNTTK6VS
280 s 340 *

BMI: 'FARENM / ‘ < BAL-- sERALENIRKIENGSSDLNARTNTY : 337

CATTLE: / 'ELVSTV WTLTSVKAKVPITTINPV DSNOYVVNEISeytiAld 1 p VS p » M— - - 332

HUMAN: - SGmHIR ELVTTVHLPWSLTSLKAKVPIITSAYVDSINSSECOLNENeV L p ViNp D Sm— HON- ¢ 342

TFhLPp6LSVSg g qD EIMnT YEL63T6HLPW3LTS6KAKVPIIITSapVDs

cle avLPvsPD qqN

BT RIZEIR Arrestin-N RSFEEFGIR, BUFRIZFEIR Arrestin-C 53,
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Fig. 2 Alignment of the amino acids sequences of BMI ARRDCS5 and those of cattle and human
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a) pEASY-T5-ZERO-ARRDCS

b) pEGFP-C1-4RRDCS5

. M.DL2000; 1 fl4. fifi PCR; 2. pEASY-TS5-ZERO-ARRDCS Jitki; 3. Xho 1 . EcoR 1 XUH§Y] pEASY-T5-ZERO-ARRDCS 7=4)); 5. pEGFP-
C1-ARRDCS J§iki; 6. Xho 1. EcoR 1 U] pEGFP-C1-ARRDCS 74

Note: M. Marker-DL 2 000; 1 and 4. products for ARRDCS5 plasmid PCR; 2. pEASY-T5-ZERO-ARRDCS plasmid; 3. The double-enzyme digestion product
of pEASY-T5-ZERO-ARRDC5 by Xho 1 and EcoR 1; 5. pEGFP-C1-4RRDCS plasmid; 6. the double-enzyme digestion product of pEGFP-C1-4RRDCS
by Xho 1 and EcoR 1.

3 pEASY-T5-ZERO-ARRDCS (a) 1 pEGFP-C1-ARRDC5 (b) EEFRHRIHILE

Fig. 3 Identification of the pPEASY-T5-ZERO-ARRDCS (a) and pEGFP-C1-4ARRDCS (b) recombinant plasmids
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Fig. 5 The subcellular location of ARRDCS protein in ST cells
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