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Differential display RT-PCR 7}¥& o] &%+

9x SAzAY EF 2 2@F] fA% AT
AR, 23E, 9F9, 334, $94, PG, AAQ!, o1 FF

Adigta PPy LA
HIgga F4eH, HedTa
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AAAAE AFEE7} =gdn P480] Bol Y& 7te FAH Fge AZxs 9t
o}, RFF uste] Ao] Gerstm HAoln], TR T FAF §Fo2Y HIT 4vs}
Z7tske A0 gk AA o] $FAFY SXxE T AT AF BAA
23& FAoY, HIZde A& FASE o2 viHa Yok £, ol FANFY
ARAZEeRA 0y ded FATHY ANGAHAAN FEFAd %S vAe F3H
g9lo] gig d3sk 243 AP m ok ay A 3 € FdFY SHAITY &
2AF ALY g d7E olFAA HEFF AA ol XA £A FEE HFAX
2% PSE (pale, soft, exudative) €9 e 48 ryanodine receptor gene
(RYR)®3} A4 &o] #$oistE RN (Rendement Napole) #32H3)7F & ¢34 oy,
A= A ool QAL A3 Be A2 B3 Ha o

Differential display (DD) RT-PCR %¥-& PCR 7|¥& o| &3t A 3} 2@ Ao
g Role FAXE FAsE 4¥WeR RUFLE 4T Y BA AT ¥
71Holth. olE g EAVIME €8¢ Y FARLY FrE HA §F3N2E AT Fo
& gu)E AUn, AR 11 54 2 $28Y FAA R dIT A5F AT
g 5 o B dAFdMe dgd 52 548 Ad #HA FFE o185 2EA ] A
AE AT ol & o4 SARY KA markerE R3] Y5 FPHAL
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Animal

dEAo] FHA 4L HAs HF 2009% AHHAA, d=dola & 234 FF 4 10
g AMEEAY. MEE E% & 308 ol $4 (ongissimus dorsi)E #std AH &
Al AfAL2 FZpeln, Az YA L AA F 2483, 448 A7A -80T
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Differential display RT-PCR

%5 U A2 gz 2d9+ 424 (DEGs; differential expressed genes)& 243}y
#8tal TRIzol reagent (Invitrogene Life Technologies, USA)& ©]23}9 total RNAE
¥ealn®, &9 RNA 1ugg ol43t9 cDNA #Aol o] &5tk GeneFishing DEG
kits (Seegene, USA)Y A& & 40709 ACP (annealing control primer)& ©]£3}9
dE Aol FAA g o] &3¢tk ¥H2® PCR products™ agarosedtolA] #Qisgim,
FAA B Aolg Hole FHA YUE agarosedolM HFdd A FEY F
cloning 71§ & &3 F3dx @718 & BAEG)

mRNA analysis

FEe Aolrt BEE HAAY BAF EAE 98 RT-PCRE ¢33tk TRIzol
reagent® ©o]-&3to] %% total RNA 1ug2 o835l cDNAE Aslam, ol PCR w¢
o FHo8 ol &3t 2zt fHAe] HEF vIAE Y% GenBankdl B3 @ {AA &
NNEE 7122 89 primerE AZAST (Table. 1), 94Tl 1%, 60TlA 40%, 72C
oA 40z ZHLoE 213 WHEAA PCR AHEE #IET. PCR 4E& Kodak 1D

softwareZ o} A&t 1, Studient -t testE E8l 2 7 TAFH fAAHL AZs9

Table 1. Primer sequences for PCR amplification of specific genes

Gene Sequences (5°-3")

NADH Forward CAG GAT GAG CAT CCA ACT CA
Reverse TAT GGC TAG GGG TCA GGA TG

ATP6 Forward CTA TTC CCA ACA CCC AMA CG
Reverse TGG GTG TGA ATG AGT GIG GT

B-Actin Forward ACA TCA AGG AGA AGC TCT GC
Reverse GGC GAT GAT CIT GAT CIT CA

Z3 3 nE

GeneFishing DEG kitsZ o] 4§ wdato] $4AE 898 Axt 2709 primer setolAl
EH e Aolg BAY 4 UAUT WEAO] FHAE cloning?IME T3 AVINES BA
&3, BLAST programg o83t 454 ZHAIE AAsch 454 A4 243 NADH
dehydrogenase 1% ATPase 6 F3A2k 242ZF 99%9 A54& R (Figure. 1). ¥ &
A4 2% mitochondria FAXZA AAAEA e} B quA F4o B A4
2 2 a4 dd®. g9 249 $AAE RT-PCRE 3 2 7 33z 2o|g BA
st th RT-PCR 23 AlfshAlolA thg el FFoll Hlef L5 28 o] 2 LdL =
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4d& FAaUTh (p<0.01)(Figure. 2). 71& Aol Ao AANAE TFE A FFol
g S dFE dRE £49 o5%y 54 £4d 24& Fn dfeH, 3
of g AFE ofA vFT A Yok B AFE FH &I oYA dAEE fdA
o A7 B3l AHHAY F4H 54 & 7% dF FEF 77 Ags ook & Ao
o, @A 243 BEA E4& £9 T4 Aok

NADH ATP6

A) A)

B) B)

CTCTACACATICECTXCATERIGCCATORA,

CACACACAC AGMCTATAT ACMIUAACT TOUTACTAMG AACACTONCA TTAACARTCA 60 TAATTATTSA AACTATTIGC CTATTATICA ©
CCTTOCTATS AKTCCRAICA TCATACCCAC GATICCOATA COMCANCTA ATACATITAC 120 CAACATTACA OCAGGOCACC TATTAATICA TCTAMITOOA GOOUCTACAT TAGCACTACT 120
TATGAAMAG CT CIACACTAS TCACTOCCTA 180 CAACATCAAC ACTATAACAS CITTTTATCAC ATTINCIATC CICATICTAT YAACTATICT 180
TIAGAACAGC AAGCATTCCC CCACAATCAT AMAMMAAMMAIMAAMMCOCCCATCOTATTC 240 TSAMTITECA STAXCTCTEA TCCAARCTIA TUTATITACA CTUCTASTAA GCTIATACCT 240
SCAICATICACAD ACHRACART MCAT ARAMMMAAMAMAMCCXCATCITATTCHCAGCATICACAY 300

Figure 1. Expression patterns of the DD RT-PCR from the different breed. A) The RT-PCR preducts
were electrophoresed on a 1.7% agarose gels and stained by ethidium bromide. M,
100bp-1kb DNA Ladder (Bio Basic Inc., Canada). B) Nucleotide sequence of the differentially
expressed gene.
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Figure 2. Expression patterns of the NADH, ATP6 and B-actin from the different breed. A) The
RT-PCR products were electrophoresed on a 1.7% agarose gels and stained by ethidium
bromide. M, 100bp-1kb DNA Ladder (Bio Basic Inc., Canada). B) The relative mRNA levels
of the specific genes. The value of specific genes was normalized to that of housekeeping
gene P-actin, as the ratio of target genes to B-actin gene. The data are expressed as
means standard error (SE),
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"é’% £ 2 A2 g 83 548 Ad HA 35S ol83sld, 33 2 4%

A EE FHsln, ol ol 8T fd &F9 7|z AEE AT Hdeog F
% th. Differential display (DD) RT-PCR 71§ & %48 A £% 3 ¢d Ao]E Ko
A#Q] NADH dehydrogenase 13 ATPase 68 FA&At $38 #dze @y
¥4& S1¥ RT-PCR @3, 2t 421z ddFo] AAsAdA o) EF (J=golx
game a2 o & A T & AN (p<0.01). o) F FAA o) FAA
o] gt SA e BUA AT € FAAY 7% g A7 AgHojol & Aol
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