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A H S S BT AR E AN A RIHHEmRNAS & 2 AHR M - [FIREST
HBHNNERIFIRAHDNA (cDNA) HEEFYEMH ~ DU &EE R ARSI ER
HIHI R DN AR 5504  BBSAG REEUR » TEEREROMA I A2 24/ NRE T A S 3k R S 1 56 2 e B
SRS AT e B 1 5 % O B RS A7 TLA R i » R~ E BRT-PCRUGIE AT ALY AR R A Z 2 mRN A
S A TRTAEE (1.0 + 0.1 kg) ZHUAA RIIHIZ mRNAZSRETE S R IMTRET
FafH (1.5 = 0.2 kg) #91.976% » BURNUIAAE K BIHI 32 BRI R & a v RE B A B & el B AR 58
ERSEZAER o BBRH AT ] B S S EZE 4 cDNA EY) > Fffinested PCRJjI% » 380
Hil B NALERAIH R DNAZ R I 1128 bp » Wi HESNpGEM-T Easy#if - BEEX
ISR RO R R R - HAVERDNAEITFIT - WK E el IRE R - FIFIBLAST

(Basic Local Alignment Search Tool ) B DNAMANZ gk iE [L¥ 75 - Sl E il BEHIIANEE
HIHISR Z cDNAFFH BRI LIFE ~ #1385 B v B S SRR AEDLRE Ky 100% - R m] BEAR A HET T BE K D RE 43
M BRERHE 2 BT -

R - LA RAHISR ~ HAERE « BIRESF ~ 5 -

EE

AT RO R3] - AR BRI IR L I B~ 7 s P A e B 2L 7
FEURS > peAES IR 10.1 ~ 7.9826 88H - [AIRFAEAFAE HH A SIREE Sy 1.27 = 0.25 kg » BERESEAILY
m il RESE BE MIR LI R R 2 3RS - oA il A A B L 0 I TG A S8 B BRI B LA A E B R K
FREFFE BRI TR 2O - BRI - RTRESZAF 54 HE AL RS B MR R T B A P L 8 S i Bl S A
R N AFFEALA 5 - HEMDEECH A (AR R e 5 (F555 > 2003) -

(1) TTE R R & A BRI e & 26 13645k -
(2) 1rBbEREZ g H R s T -

(3) BISLHBLAREEGRIEER -

(4) 5@EN/EE > E-mail : fcliu@mail.tlri.gov.tw »
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Shaoqan et al. (1998) SCERTEH » #r2: BE RIS ATFERISHER, > FEALAZAEHIHIZE (myostatin )
mRNARBBEW SH S » ERIINERIIH SRS B85 A FMs AR E - EIIAE R
HIAmRNARB & TR - KMAEEREXEFTENAEZIEA (McPherron and Lee, 1997) - Z&KFf
A G B P2 = SRR AL B & R OGS R il B P SR SE L AR R MERE - (HCRAEEEE (BIK
% > 2000) - McConnell ez al. (1971) $5HFEE 2 8 AZRE 2 B R FI A =R B2 TEAHRE - HEIE R
HFEEER R SRR R 2 JRIA  55 nTREZ LA AR BRI SRR KI5 2 o AR HIHINLIA AR R SR
RIFRBLC J7ik o i LSRG ARz = BRI ARIE- 2 B (Szabo er al., 1998) -
KL ARSI E R BT B AR ER AL RAIH mRNA R ZAHEMY: - FRSEE SRR
LA RN R DN AKER Y LB B T B KIThRE /BT BLFR TR LTS S SR BT H
AR - BRERE R -

MEHERTTIE

L B ENY)

FRBSER FH24/ NRE T 2 2 B AR AT FE 3R 1208 - FRORAEHTAEATFE T - 4 IS B o S S B A
1552 OSH B BREB AT LR i - ZEEUILA 2 MR RS (total RNA) - fEEfTmRNAREL & 53
T« & AR BFERIFE A A 2 o3 i 24/ NREIARE] » REFBRINR 8 32 0 TR BRI IR T i it s A2k
e — 5% (1990) | HEEEEAIR - A8 AR SRAT A0 L e 70 1 o2 1 HRBRUK

11 HERLRERL R AR 17 i 5 A R (cDNA)
JlAItotal RNAZZEHN 5% » 24K HE TRI zol reagentZEHYRN AGK A HH 3T A & ek 2 A7 B
(Invitrogen Carlsbad, CA, USA) - EIEHHT 1 glAMIATRI zol#% » #EHECs ~ 75%PKE 15 pEEL
FLPPEEDC I DR G S B 0 15 EILAIZ Total RNA » FHY 300 y g total RNA - [ poly (A")
RNA with the FastTrack® MAG mRNA 43 mRNA E#H (Invitrogen Carlsbad ) - 4> Blfli{L %G
poly (A") ZRNA > FHY 5 1poly (A") RNA » #£{7 RT-PCR E4: cDNA #Y) - WA BRZ B f
EEEF SuperScrip™ 11 Reverse Transcriptase 43 H A2 IAEHERE ~ 488 (Invitrogen Carlsbad ) ©

L WLRAERANHZE mRNARBL & 2047 ~ DUAE RIS cDNAEIE LUK 5153 A
ELAICcDN AZREs s i > FlIFfIprimer3 web-based PCR primer predictionfdulbig iz 5| 3%
ks - REILAERIHRE s+ » #ITPCRIGIE300 bpZ JLAA KHIHIZAcDNAE
Yy HE—M251 0 28l EFIES [ 75'-CTGTGATG AGCACTCAACAGAATC-3'HlZH5 |1
5'-TCACACTCTCCAGAGCAGTAA C TG-3' > [EJRFHEHPCRIZJEMEA-F94°C 24538557 B EE DN AR,
HDNA » BEEEIT30I5ER 2R - 43 18L94°C 308 ~ 65°C 3070 ELT72°C 30FE MR- HElT - 53
HNERET—HHE | TE R eI (internal control) » $RFHGAPDH (glyceraldehyde-3-phosphate-
dehydrogenase) ZcDNAFFF| » FIFIAGREKESEETH T [F - B9iE300 bp.Z GAPDH PCREY) - Hi|
TR ERIES [ 75 -ATTGCCCTCAACGACCACT-3H K B5 [ T5'-GAGGCCATGTGGACCATGA-
3'» PCRIZJEMRRMEF94°C 2538 M0R 0 BEEEEDN A - BEEETTI0TBER YN » {45351k 94°C 30
)~ 63°C 30FEA72°C 30FDHETT » HU10 1 Lz PCREY) @ #E1T1.5%BNERE FrEdk » LR b Zied
o G0 Ek o BukEIEE AN 250 HT (Molecular imager VersaDoc System; Bio-rad) i
EENE > LUikEs (PDQuest™ version 7.3.1; Bio-rad ) /iR mmy B S DU E & -
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WA R 3% mRNAZEE - G EUR SREHES N E 7% - FIH Lk ie i et s —
MZ51F  2RlEEIES|F 5'-GGTGTGGCAAGTTGTCT CTCA-3' B EH5[F 5'-ACTTCATG
AGCACCCACAGA-3'» PCRIJEMEFF94°C 247 S Ry /T BEBEIEDN A » B ETT30TRE 2 1Y
g+ fBR 1R 53 F94°C 308 ~ 57°C 30F4EdT72°C 308 « KFEIE 2 PCREY) - FIFIT4 A5 GBS 7R
pGEM-T Easy#k#% (40#1 ; Promega, Madison, WI, USA) - FFIHH42°C R[] a5k T 01

(heat shock) - BEZHBEREAKRGIRE -~ B TRIVKIR 15506 > FERBHRNCRIM 7 ¢ L IPTG
(20%; isopropyl-b-D-thiogalactopyranoside; Sigma,CA.USA) -~ 40 ¢ L X-gal (2%; bromo-4-chloro-
3-indolyl-b -D-galacto-pyranoside; Sigma) Ed 50 pmole/ 1 L ampicillingZ LB agar (Luria - Bertani
agar; Difco, Detroit, MI, USA) - 837 C &G E - i a ik FEOOEEE - HEkES
50 pmole/ L ampicillinf)LBYRfaESE L » 7837 C ME&EESE (140 rpm ) 18/NEF » BY1.5 mlE
AR E R - DIEMQIAprep plasmid (Qiagen Inc.) HHHUVE#EDNA » I dideoxy chain
termination method JE{TIZEEFYES » DLKFHBasic Local Alignment Search Tool (BLAST) i
TRy LEE o NRIFEERNLIN ARG DNAFY LY - QISR EZKEEDNAMAN Version
4.115 multiple sequence alignment » 3T LEE 34T ©

IV. #fEt o4

B JIEBERRA SAS (1999) FEINELEEETHE 2T > Dl— e e /7
(GLM) HEFTES5 504 » AELAERHE K% 8l E % (Duncan's multiple range test) FLBFRHH V42
(B 2 REEE -
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1. pGEM-T Easy #;#4 -
Fig. 1. The map of pPGEM-T Easy Vector.
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L &R AT LA A e E B L LA ZE RIS mRNARH RARRA M AT

gt S B AE T A R E LA RV mRNARBI R MBI - fREH 424/
IRF P A v A R A (P AR B ER S (1.0 = 0.1 kg) R EM (1.5 £ 0.2 kg) ZWLARES > KL
AR SRR ZEERER N AGAR] > #5450 1 g DA ZRERNAZEAU R - FAIMMLV S ESREEI TR T-
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PCREELIGEINIARE L Z cDNAEEY) > IGA A [ #4E300 bp PCREV.ZWIAERIIHHREGAPDH
Z51TE - ETPCRIZHE » FIFIL.5% BRI R EITEKEFIFAPDQuest ™MiKHS - HEFTHLAA RN
HI5REIGAPDH mRNAFIRE.Z 0T - #ERANGE 283 HiZE B BB R FL LA A R 01
F mRNAFKHE (69 ng/5 1) FNEEEBEFFEMLI7M (35 ng/Sul) - MELAEREShaoqan e
al. (1998) SCERFGHRAHIL o AT AE REUR - WUAA RIIHI SR A KRB B TR B AT HIf  3UR
FEtFAE I AERE B ZAEH -

Myostatin I N
GAPDH

1.8 2.2 1.5 0.8 09 1.1 H,O

2. PR BITEINAA FRAIH FEmRNAE & -

Fig. 2. The amount of myostatin mRNA amplified by Semi-quantitative RT-PCR. The level of myostatin
mRNA in low birth weight (1.0 = 0.1 kg) were higher than those of high birth weight (1.5 =
0.2 kg) ; (top panel, right lanes 1-3 showed myostatin mRNA levels from piglets of the lower birth
weight (top panel, left lanes 4-6 showed myostatin mRNA levels from the higher birth weight piglets,

lane 7 showed negative control ) . Bottom panel showed GAPDH as internal controls.

25

0.0 T
0.0 0.5 1.0 1.5 2.0

The ratio of Myostatin/ GAPDH mRNA abundance

Birth weight of neonatal piglets, kg

3. EEE TR AR E B A A R AU mRNA S BALKE -
Fig. 3. The bar graph between amount myostatin mRNA and birth weight of neonatal piglets by Semi-
quantitative RT-PCR of bar scheme.
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I HABFENAE EHIGISAcDNA TSN ~ #1515 Ar Bl FE R ] o Hu

RSN B D 2RI AR - BT A I - FFIfpoly (A7)
RNA with the FastTrack® MAG mRNA Z>EfmRNAEH » BE1%Hpoly (A") RNA » AFHL 5
w1l poly (A") RNA » #1T RT-PCR #3%] cDNA EY) - FEAE 5|1 > Dlnested PCRELE
1254 bpZ Y)Y (AE4) - WK HZESRpGEM-T Easyd#ifis b - fHRHEE 2 KIS B
% 0 BRERRLB ErEh o R HHVEREDNA - FIRIIRHIES EcoR 1 #1T40Y) - MEFRE%1254 bp
ZcDNA » CHEGMRpPGEM-T Easy#ifs [ (ES5) - SE@ETKBFIIER  EHRTELS T
T7: 5'-GATTTAGGTGACACTATAG-3'8il )t BE5 |7 SP6: 5'-TAATACGACTCACTATA GGG-3' > {5
1254 bp PCREVIZ MIEFFYEF5EEL » Wik E T8 R ERHFIFINCBI (national center for
biotechnology information) #EuLHE b Bl — 411l — BLASTELE 551 » A REUR & A BFE L
AR R I AR 1 52 1128 bp mRNASE 2 BEINCBI #955GENBANKFE LA AL K IR mRNAKL
FEFP5IAHTTF (Accession number: AF019623) o SIAMEFATERINLAY A= RANHI 3 Z mRN AL 751 b
o FSREURE AR SRR EE .2 1128 bpllAE RN ZEmRN AL 75 B LI5S ~ F13%
TaFE ~ A E SRR A A R ZEmRN AU F5100% (& 6) -

«— 1254 bp

4. i fInested PCRYFIEAEFN A4 RINHIZRZ cDNA -

Fig. 4. Cloning the full length cDNA of myostatin with nested PCR.
Lane 1 represented 100 bp DNA marker.
Lane 2-3 represented 1254 bp of myostatin cDNA.

1 2 3 4

«— 1254 bp

5. DA HINRERR T LA RHIHIZE 1254 bp cDNAKS & HAPGEM-T Easy i -

Fig. 5. Identification of myostatin 1254 bp cDNA ligated into pPGEM-T Easy Vector by restriction enzyme
digestion.
Lane 1 represents 100 bp DNA marker.
Lane 2-4 represent plasmid DNA ligated 1254 bp myostatin cDNA fragment cut by EcoR 1 restriction

enzyme.
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Yorkshire mypostatin mBHA
Duroc myostain mBMHNA
Meishan myostatin mBENA
TLEI myostatin mBMNA
Consensus

YTorkshire myostatin mRNA
Duroc myostain mBHA
Meishan myostatin mBRNA
TLRI myostatin mBRMNA
Consensus

Yorkshire mpostatin mBMNA
Duroc myostain mBMHNA
Mei=shan mpostatin mBNA
TLEREI myostatin mBHA
Consensus

Yorkshire mypostatin mBMNA
Duroc myostain mBHA
Mei=zhan myostatin mBEHNA
TLEI myostatin mBMNA
Consensus

Yorkshire mypostatin mBHA
Duroc myostain mBHA
Meishan myostatin mBRNA
TLEI myostatin mBMNA
Consensus

Yorkshire myostatin mBHNA
Duroc myostain mBMHNA
Meishan myostatin mBENA
TLEI myostatin mBMNA
Consensus

Yorkshire myostatin mBHA
Duroc myostain mBHA
Meiszshan myostatin mBENA
TLRI myostatin mRNA
Consensus

Yorkshire mpostatin mBMNA
Duroc myostain mBHNA
Me=i=zshan myostatin mBENA
TLRI myostatin mRMNA
Consensus

Yorkshire mypostatin mBMNA
Duroc myostain mBHA
Mei=zhan myostatin mBEHNA
TLEI myostatin mBMNA
Consensus

Yorkshire mypostatin mBHA
Duroc myostain mBHA
Meishan myostatin mRNA
TLRI mypostatin mRNA
Consensus

Yorkshire mypostatin mBHA
Duroc myostain mBHA
Meishan myostatin mRNA
TLRI myostatin mRMHNA
Consensus

Yorkshire mypostatin mRHNA
Duroc myostain mBMHNA
Meishan myostatin mBEHA
TLEI mypostatin mBMHNA
Consensus

Yorkshire mpostatin mBRHA
Durozc myostain mBMNA

ggaagaaataggasacaaggaggaagattgtatbtgatttta

..... ATGCAAARRCTGCAARATCTATGTTTATATTTACCT
..... ATGCAARARRACTGCARATCTATGTTTATATTTACCT
..... ATGCARRRACTGCARAATCTATGTTTATATTTACCT
aaatcATGCARA AR CTGCARATCTATGTTTATATTTACCT

atgcaaaaactbgcaaatctatgtbbatatbttacct

GITTATGCTGATTGTTGC TG TCCCGTGGATCTGAATGAS
GITTATGCTGATTIGTTGC TG TCCCGTGEATCTGARATGAG
GCITTATGCTGATTGT TGO TG TCCCGTGGATCTGAATGAS
GITTATGCTGATTGTTGCTGETCCCGTGEATCTGARTGAG

gtttatgotgattgbtgobtggtocoogtggatoctgaatgag

ARG A ARRRAGEARAATCTEEARRARGAGHEECTET

AR CAGCGAGCARARACEARARATGTGEARRAAGAGLGEITET

Aacagogagaaaaggassatgbggasssaagaggggctgt

GCTAATGCATGTATGTGGAGACARARCACTARRTCTTCARG
GTARATGCATGTATGTGEAGACARAACACTARATCTTCARG
AR TG ATGTATGTGEAGACARARCACTARATCTTCARG
GTAATGCATGTATGTGEAGACARARCACTARATCTTCARG
gtaatgocatgtatgbggagacaasacactaaatocttocaag

AT ARG AT AR AR TTCAARTCCTCAGTAARANCTTCOGT
ACTAGAAGCCATAARRATTCAAATCCTCAGTAAACTTCGT
AT ARG CATAARAR TTCAARTCCTCAGTAARARCTTOGT
ACTAGAAGCCATAARA A TTCAARRATCCTCAGTAARMCTTCOGE
actagaagocatasaaatbtocaaatocobcagbaaacttogo

CTeGEARAC ARG TCC TAACATTAGCAARGATGCTATARGAC
CTeGARAC ARG TCC TAACATTAGCAAAGATGCTATARGAC
CT AR A ARG T TAACATTAGCAAAGA TGO TATARGAC
CTeEAR A ARG T TAACATTAGCAARGA TGO TATARGAC

Cctggaaacagotooctaacattagoaaagatgotataagac

ARCTTTTGCCCARRGE TCC TCCAC TG EARCTEATT R
ARCTTTT GO ARRGC T T CAC TG EARC TEATT R
ARCTTTT GO ARG TCC TOCAC TG EARCTEGATT R
ARCTTTTGCCCARAGC TCCTCCACTCOGEEARCTGATTGRA
aactbtbtbtgoccaaagotoobocactoogggaactgattga

TCAGTACGATGTCCAGAGAGAT GACAGCAGTGATGECTCC
TCAGTACGATGTCCAGAGAGATGACAGCAGTGATHECTCOC
TCAGTACGATGTCCAGAGAGATGACAGCAGTGATHZECTOC
TCAGTACGATGTCCAGAGAGATGACAGCAGTGATHECTOC
tcagtacgatgboccagagagatgacagocagbgatggotoo

TTEEARGATEATGATTATCACGC TACGACGEARACGATCR
TTGEARAGATGATGATTATCACGC TACGACGGARACGATCR

Z00

75
75
75
Z40

115
115
115
ZEB0D

155
155
155
220

155
185
155
260

225
225
235
400

275
275
275
440

215
215
215
480

255
255



Meishan myostatin mBHA
TLRI myostatin mBRHNA
Consensus

Yorkshire myostatin mBHNA
Durozc myostain mBMNA
Meishan myostatin mBEHA
TLRI myostatin mBRHNA
Consensus

Yorkshire mypostatin mBRHA
Duroc myostain mBHNA
Meishan myostatin mBMNA
TLRI myostatin mBMNA
Consensus

YTorkshire myostatin mBHNA
Duroc myostain mBMHNA
Meishan myostatin mBMNA
TLRI myostatin mBHNA
Consensus

Yorkshire mypostatin mRHNA
Luroc myostain mBHNA
Meishan myostatin mBMNA
TLRI myostatin mBMNA
Consensus

YTorkshire myostatin mBHNA
Luroc myostain mBMHNA
Meishan myostatin mBMNA
TLRI myostatin mBNA
Consensus

YTorkshire mypostatin mBMNA
Duroc myostain mBHA
Meishan myostatin mBMNA
TLRLI myostatin mBMNA
Consensus

Yorkshire mypostatin mBRHNA
Luroc myostain mBMHNA
Meishan myostatin mBMNA
TLRI myostatin mBNA
Consensus

YTorkshire myostatin mBMNA
Duroc myostain mBHNA
Meishan myostatin mBMNA
TLRI myostatin mBNA
Consensus

Yorkshire mypostatin mBHNA
Luroc myostain mBHNA
Meishan myostatin mBHNA
TLERI myostatin mBRMNA
Consensus

Duroc myostain mBMNA
Meishan myostatin mRMNA
TLERELI myostatin mRNA
Conseansus

Yorkshire myostatin mBNHNA
Luroc myostain mRMA
Mei=shan myostatin mRMNA
TLELI myostatin mBENA
Consensus

Yorkshire myostatin mRNA
Luroz myostain mRMA
Mei=shan myostatin mBEMNA
TLEILI myostatin mBEMNA
Consen=sus

B5E BREA

TTGEARAGATGATGATTATCACGC TACGACGGARARACGATCA
TTEEARAGATGATGATTATCACGC TACGACGEARRCGATCR
ttggaagatgatgattatcacgotacgacggaaacgatboa

TR AT TACAGAGTCTGATCTTCTAATGCARGTGER
TTAC AT TACAGAGTCTGATCTTCTAATGCARGTGERA
TTAC AT TACAGAGTCTGATCTTCTAATGCARGTGEA
TTAC AT TACAGAGTCTGATCTTC TAATGCARGT GER
ttaccatgooctacagagboctgatoctbtotaatgoaagbgga

A GAN A A A TG TG TTCTTTARATTTAGC TCTARRA
AR A AR A TG TG TTCTTTARAATTTAGC TCTARR
AR A AR A TG TG TTCTTTARATTTAGC TCTARR
ACGAA AT AR A TG TGO TTCTTTARATTTAGC TCTARAR
aggaaaacccaaatgotgottoctttaaatttagotctaaa

ATA AR T A A AT ARG TAGTARAGGCCCARCTGTGEATAT
ATAC AR T AR T AR AGTAGTAAAGGCCCARCTGTGEATAT
ATAC AR T A AR T ARG TAGTARAGGCCCARCTGTGEATAT
ATAC AR TACAAT AR AGTAGTAARAGGCCCAACTGTGEATAT
atacaatacaataaagtagtaaaggococcaactgbggatat

ATCTGAGACCCGTCAAGACTCCTACAACAGTGTTTGTGCA
ATCTGAGACCCGTCARAGACTCCTACARACAGTGTTTGTGCA
ATCTGAGACCCGTCARGACTCCTACARCAGTGTTITGTGCA
ATCTGAGACCCGTCARGACTCCTACARCAGTGTTTGTGCA
atctgagaccocgbcaagactooctacaacagtgtttgtgoa

AT T eAGACTCATCAAACCCATGARRGACGETACARGE
AATCCTGAGAC T CATCAAACCCATGARRAGACGETACARGE
AT TGAGACTCATCAAACCCATGARARAGACGGTACAAGE
AT TGAGACTCATCAAACCCATGARRAGACGGTACARGE
aatcocbtgagactoatcaaaccoatgaaagacggtacaagg

TATACTGGAATCCGATCTC TGAAACTTGACATGAACCCAG
TATACTGGAATCCGATCTCTGAAACTTGACATGAACCCAG
TATACTGGAATCCGATCTC TGARACTTGACATGAACCCAL
TATACTGGAATCCGATCTC TGARACTTGACATGAACTCAL
tatactggaatoocgatototgaaacttgacatgaacocoag

A TGETATT TG CAGAGCATTGATGTGAAGACAGTETT
G A TGETATT TG CAGAGCATTGATGTGARAGACAGTETT
G ACTGETATTT G CAGAGCATTGATGTGARAGACAGTETT
A TGETATT TG CAGAGCATTGATGTGAAGACAGTETT

goactggbatttggocagagcattgatgbgaagacagtgtt

AR A TTGGC TCARACARCCTGAATCCARCTTAGECATT
AR TTGGC TCAAACAARCCTGAATCCAACTTAGECATT
AR A TTGGC TCAAACAARCCTGAATCCAACTTAGECATT
AR A TT G TCAAACARCCTGAATCCARCTTAGECATT
graaaattggctcaaacaacctgaatocaacttaggoatt

CAAATCAR AT TTTAGATGAGAATGGTCATGATCTTGETG
CARAATC ARG TTTAGATGAGARTGGTCATGATCTTGITG
CAAAT ARG TTTAGATGAGARTGGTCATGATCTTGITG
CAAAT A AT TTTAGATGAGAATGGTCATGATCTTGC TG
gaaatcaaagctbtbtagatgagaatggtcatgatotbgotg

TARRCCTTCCCAGGACCAGGAGRAGATCEGCTGARTCCCTT
TAACCT T CAGGACCAGGAGAAGATGEGCTGAATCOCCTT
AT T CAGGACCAGGAGAAGATGEECTEAATCCCTT
taacctboocaggaccaggagaagatgggobtgaatooott

TTTAGAAGCTCARGETARCAGACACACCARRARMGATCCAGE
TTTAGAAGTCARAGGTARACAGACACACCAARARAGATCCAGE
TTTAGAAGTCARAGGTARACAGACACACCAARARAGATCCAGE
TTTAGAAGTCARGETARCAGACACACCARARAGAT OO ARG
thtagaagbtcaaggbaacagacacaccaaaaagatocagg

ACAGATTT TG EAC TCGAC TG TGATGAGCACTCAACAGAAT
AGAGATTT TG GACTCGAC TG TGATGAGCACTCAACAGAAT
ACAGATTT TG EACTCGAC TG TGATGAGCACTCAACAGAAT
ACAGATTTTGEACTCGAC TG TGATGAGCACTCAACAGAAT
agagatttbtggactogactgtgatgagocactocaacagaat

125

255
SZ0

285
285
285
Sa60

425
425
425
a00

475
475
475
640

515
515
515
G6ED

555
555
555
TZ0

585
585
585
TaE0

625
625
525
EDD

675
675
675
E4D

715
715
715
EED

Fe5
785
785
860

B25
BE25
B525
1000
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YTorkshire myostatin mBHNA CTCGATGCTGTCGTTACCCTCTARCTGTGGATTTTGAAGT BETS
Luroc myostain mRMNA CTCGATG TG TCGTTACCCTCTAACTGTGGATTTTGAAGT BETS
Meishan myostatin mBNA CTCGATG TG TCGTTACCCTCTAACTGTGGATTTTGAAGT BTS
TLEI myostatin mBRHA CTCGATGCTGTCGTTACCCTCTARACTGTGEATTTTGAAGT 104D
Consensus ctogatgotgbtogttaccotoctaactgbtggattbtbgaago

Yorkshire myostatin mBMNA TITTGGATGGGACTGGATTATTGCACCCARARGATATARG 815
LDuroc myostain mRMNA TTITGGATGGGACTGGATTATTGCACCCARAAGATATAAG 815
Meishan myostatin mBHNA TTITITGGATGGEACTGGATTATTGCACCCARARGATATAAG 815
TLEILI myostatin mRMNA TTTITGGATGEGACTGGATTATTGCACCCARARGATATAAG 10ED
Consensuas tEtbtggatgggsctggattattgoacoccaasaagatataag

YTorkshirse myostatin mBNA GCCAGTTACTGCTICTGGAGAGTGTGAATTTGTATTTTTAC 855
Duroc myostain mRMA G AGTTACTGCTCTGGAGAGTGTGAATTTGTATTTTTAC 855
Meishan myostatin mBMNA G AGTTAC TGO T TGGAGAGTGTGAATTTGTATTTTTAC 855
TLRI myostatin mRMNA GRS TTACTGC TCTGGAGAGTGTGAATTTGTATTTTTAC 1120
Consensus goca ttactgototggagagbtgbgaatttgtattotbac

YTorkshirese myostatin mRBMA ARRAATACCCTCACACTCATCTTGTGCACCARGCARRMCCC 885
Duroc myostain mBHNA AR AT TCACACTCATCTTGTGCACCARGCARACTT 8985
Meishan myostatin mRNA AR AT A TCACACTCATCTTGTGCACCAAGCARAACTC 1=1=1-1
TLREILI myostatin mRHNA AR AT A TCACACTCATCTTGTGCACCAAGCARACTT 1160
Consensus aaaaataccoctcacacboatocbtgtgoaccaagoaaacoo

Torkshirese myostatin mBHMA CAGARGGTTCAGCAGGCCCCTGCTGTACTCCCACARAGATG 1025

Duroc mypostain mBRHA CRGAGGTTCAGCAGECCCC TGO TGTACTCCCACAARGATE 1025
Meishan myostatin mBHNA CAGAGETTCAGCAGGCCCCTGCTGTACTCCCACARRAGATE 1025
TLEILI myostatin mBRHA CAGAGETTCAGCAGGCCCC TGO TG TACTCCCACARRAGATE 1Z00
Consensus cagaggbbcagocaggococoocbtgotgbactococacaaagatg

YTorkshire myostatin mBHA TCTCCAATCAATATGC TATATTTTAATGGCARAGARMCARR 1075

Duroc myostain mRMNA T AR T AATATGC TATATTTTAATGGCAAAGAARCAAR 1075
Mei=han myostatin mBMNA T AR TCAATATGCTATATTTTAATGGCAARGAACARR 1075
TLREILI myostatin mBNA T AR TCAATATGCTATATTTTAATGECAARGAACARR 1Z40
Consensus tocbocaatcaatatgobtatatbttbaatggoaaagaacaaa

YTorkshires myostatin mBHA TAATATATGGGARRATTCCAGCCATGGTAGTAGATCGCTE 1115

Duroc myostain mBHA TAATATATGGGARAATTCCAGCCATGGTAGTAGATCGC TG 1115
Meishan myostatin mBHA TAATATATGEEARAATTCCAGCCATGETAGTAGATCGC TG 1115
TLEI myostatin mBHA TAATATATGEGARAATTCCAGCCATGETAGTAGATCGCTE 1ZB0D
Consensus taatatatgggaaaattoccagoccatggtagtagatogotg
Yorkshire myostatin mBHA TeGGETGCTCATGa . - - - - & - & - i d i h i f e i e e e e e e m e 1128
Duroc myostain mBHA T T e T A TR . - - - i v i e e e e e e e e e e me e - 11Z8B
Meishan myostatin mBMHNA TG T T CATGa . - - - - v i i e e e e e e e e e e e .- 11Z8B
TLRI myostatin mBRMNA TEGETGCTCATGagataatcactagbgaattocgoggoocgs 1220
Consensus tgggtgctcatga

Yorkshire myostatin mRMNA 1128
Luroc myostain mBENA 1l1ZE
Meishan mypostatin mBHA . . _ L L L L L L L Ll e e e e e e e e e e e e e 11286
TLEI myostatin mRHNA chtgr-aggtcgaccatatgggagagctooccaacgogbtgga 1260
Consensus

Yorkshire mypostatin mBRMNA ... ..... 1128
Duroc myostain mBHNA 0 (.. ..... 1125
Meishan myostatin mBRMA ... ... .. 1128
TLEREI myostatin mRNA tgcatagc 12668
Consensus

6. 5#E FIDNAMANSK#G T TR LA A R AN SR I DN ARG 3 I LL T -
Fig. 6. Using the DNAMAN software to align mRNA between different porcine Species. TLRI was
abbreviated from TLRI No.1 Black Pigs.
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Abstract

The objective of this study was to survey the relation between myostatin mRNA amounts and birthweight
of neonatal TLRI No.l black pigs, and to clone the myostatin cDNA. Skeletal muscle of hind legs from
neonatal piglets of lower (1.0 == 0.1 kg, n = 6) and heavier birthweight (1.5 == 0.2 kg, n = 6) were sampled,
and the amounts of myostatin mMRNA were determined by using semi-quantitative RT-PCR. The result showed
the myostatin mRNA amounts of the piglets with lower birthweight was 1.97 times higher than those with
heavier birthweight. The results suggested that myostatin gene might possess unique impact on neonatal TLRI
No.1 black pig. In myostatin cDNA cloning, methodologies adopted the reverse transcription- polymerase
chain reaction (RT-PCR) to yield first strand cDNA and performed the nest-PCR to generate 1128 bp
myostatin cDNA. Afterward the amplified cDNA was ligated into pGEN-T vector, and then transformed the
ligated vectors into competent cells and inoculated the transformed competent cells into LB broth and culture
at 37°C for overnight. The plasmid DNA was extracted from cultivated competent cells which was applied
to perform nucleotides sequencing using the dideoxy chain termination method and aligned its sequencing
identity using the BLAST (Basic Local Alignment Search Tool). The results showed that sequencing identity
of myostatin cDNA sequences extracted from TLRI No. 1 black pig was consistent with other porcine species
such as Meishan, Duroc and Yorkshire. Therefore, the preliminary results suggested that we might further

apply the cloned myostatin cDNA to investigate its gene function or regulative mechanism.

Key words: Myostatin, Birth weight, Nucleotide sequencing, Pig.
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