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2 e AW EE Gxtel] &Ez T Axwyd o8 Az, APHor FAUZIFHE ] At
Wy, ekAEA, S dwld S5 33t 4] A= WA (radionuclides), ¥ FYL(fluorescors), &
2 (enzymes)soll 9ldl EA3d 4 Qo

2 o] oy }A= immunoassay 7]E(ELISA, antibody coated tube test, lateral-flow test, potable
biosensor)ol| thFstA o8 = S Wk ojyE}, B} £ ool TIXEE Yee A9 NES F
(e}

o
3 O AARA ~HERS 2 9uay ALdE olgE 5 vk,

NN
i
ot

03
o

15F, AAdE Fste] & WS v A Adsirz fdn. ols AAds WA 2 s dAsh] 919
Aolng, ¥ o] W7t ol Al o&f AT = AoR fqHA= e

SHERHEel 134 5ZH-ES Spring-loaded biopsy instrument (Biotech Nitra, Slovak)E ©]-&3}o]
biopsy g F HA AL SA] YFAZ]L FA] A7A] 80T B@sirE. 1y 1eA et o]l F 14679 F
NHAAS-] SAMEAA  wHGTEAA(EML), FE7FFAHAEBV)S] =910l utef £ 146709 g9 FAFA
oA A9 20709k a9 2070 E AY] nESI AFS AFo® ARt 23 A79Es AT §F
7Hbreeding value, BV)& th5 Aldld] FHA 02 Fof @ 4 9= FAAL 74 & FEIZA o= 7A7} 2t

Qe 14 ZHxoltt. B ol SFFUte ASiE FAHFT M estimated breeding value, EBV)E} &},
2 ol X otgle] MEINAIRE S SUAEF AAPAd g o]-&3ke] MIDFREML Package® S§F7H8 &

h

Y%:ﬂ+Y&+M+D%+A%+EW

oA7IA, Yi BFA, p: AA B, ¥ A= - AEE, L 289 23, D =FA"A tE co-

variate, A: Animal Effects, e: Random Error ©]t}.

(FMA) 5 SE7FFAXEBV) S =l what 49 2071(6.274~2.296) ¢} &+9] 2070(2.296~-1.998) S 7}7)

OBl BAR MAFTERN B BV FAE NFOE F 4079 FHAYT SFANBANN HHAFTEw
o s 2
Fom Agsel 249 A/1QES AN, N IF BBVl BT 3.6070)3, H911F E

AAld 2: IEFAAY A7198) 3 2-D 2719

(1) First-dimension isoelectric focusing (IEF)

ZA oA FE35 Tl 100ugo] 80mM DIT, 0.5% IPG bufferE YWil, rehydration solution® @ ZZ3 A9
AA F97F 242y 340, 250p0 W= EFES FHSHAT. ARESE rehydration soluion®] XAS vt
t}: Urea 7M, Thiourea 2.8M, CHAPS 4%, Bromophenol blue 0.002%(w/v). Pharmalyte 3~102 IPG buffer@ Tj
A ARESEH solutions REEAlAE H7bekA] @skth. © IPG bufferv= 7+ pHoll @Al AEE rehydration
solution®l F7}&}e] loadingAlol Hl= H7Felth. #H]E mixtureE 753 holderdl loading ¢ ¥ IPG
strip( & pH3~10 and 18cm, serum: pH3~10 and 13cm)2 AF&3}o] isoelectrofocusings Uhad 2 =7
o2 AAEATE 12A17HE S Rehydration A1 F 500V gradient 7102 1A]ZF, ©]F 8000V gradient @ 14]
b AN F wpA e R 13A17HEQE 8000V steady-n-state levelS AAISFATH.

(2) Second-dimension SDS-PAGE

Isoelectrofocusings vkl & Z+ strip= 1% DIT(Dithiotheitol)$} 2.5% IAA(iodoacetamide)® Z+Z; 15% &
¢t equilibration buffer(50mM Tris-HC1, pH8.8, 6M Urea, 30% glycerol, 2% SDS, 0.001% Bromophenol blue)
=2 Abgste] @ EZgbslWA WAl T. Equilibration A7) ZF strip2 12.5% SDS-PAGES] <% % agrose
sealing solution®® L ©vh& SDS-PAGE 3+ F3 2 VWatt® HAMAIZAT. H7MAZ) SDS-PAGES fixing
solution (acetate acid 10%, ethanol 40%)°lAl <F 30% AX LA SFA|H T},

e 3: S(silver) {4 B olw]#] ~7id, #A4

1A43}%E geld sensitizing solution (30% ethanol, 0.125%(w/vglutardialdehyde, 0.2%(w/v) sodium
thiosulphate, 6.8% sodium acetated} 303t RESAIZIAL SHFE AFHSAT. 0.25%w.v)silver nitrate
solution® @ ©A] 2083+ ¥-SA17|a SHFE AFHEAY. 2AH3H gelS developing solution (2.5%(w/v)

_5_



<41>

<42>

<43>

<44>

<45>

<46>

<47>

<48>

<49>

<50>

<51>

SS=50ol 10-0832348

sodium carbonate)®} 8&ZF WHS-A]7|al, wlX|9O & stopping solution 1.46%(w/v) EDTA - Na - 20,03} HE-S-A]

At AME gelS ImageScanner flatbed scamnerd ©|8-3}o] scandt ¥ Z+ protein spot= ImageMaster 2-D
melanie software (Amersham Bioscience Inc.)E A}&3fo] E438190t}.

WH G LR A (BN §EAFAAEBE] 29lo] ntek AWE 9 207 d99h B9 20F F5 5 234
A719% 5 349 spot Wxkol] WE FolAd HE(T-test)S AAear w3k SAS 8.12 packageE ©]-&31]
spote] BUMES 7 A AL FReAe AASdn. 87 & 18 52 wude] q@ wAFedus
29 foy A4 An 2L FRALE ekt
(% 1]
Spot No. CW EMA BF MS

1949 -0.419 —-0.449x% -0.374 ns

1996 -0.396 —0.479% -0.320 ns

2193 -0.437 -0.861xx -0.7903 0.903

2246 -0.968 0.979x% 0.36944 0.654
EAF(CW), MHFTEHEA(EMA), SAEFABF) , THATZMS)
ns: not significant, #%.  gsignificant P<0.01, % significant P<0.05

olnjx] BEA& Ealo] vl wkE gElo] xz}o]7} Hol: spotS AEI U}, gelolA] dF spotFES blue

tipe o]&3dte] Estt. B9 spotES 30mM potassium ferricyanide®t 100mM sodium thiosulfatZ 1:1
2 e g T destaining AFH Y. destaining ¥ spots2 100mM ammomium bicarbonate, pH 7.8 &<}

acetonitrile &8 Abg3lo] Ax|g] &L trypsinI ¥-2AZATE. trypsine] & spots Voyager—DE”ISTR
Biospectrometry Workstation =22 MALDI-TOFor ESI-Q-TOFE o]&3te] HAsAT. 37] & 2= ESI-Q-
TOFE o]&3] <213t T4 Fx FAGNA EFolr},

[E& 2]

Sp Protein Name NCBI Accession | Identification| Experimental Sequence Refer
ot No. Method Mr(Da)/pl coverage(%) ence
N

0.

19|Similar to Troponin I, fast |XP_582883 EST-Q-TOF 21561/8.88 7 Low
49 | skeletal muscle EMA
19 Myosin regulatory light P02608 ESI-Q-TOF 19128/4 .82 17 Low
96| chain 2, skeletal muscle EMA

isoform type 2 (G2) (DINB)
(MLC-2)

21 Glutathione NP_787019 ESI-Q-TOF 25789/6.90 5 Low
93 S-transferase M1 EMA
22| Adenylate kinase 1, soluble NP_001013600 EST-Q-TOF 21764/8.40 23 High
46 EMA
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High EMA: 155 ZAFES FAIF. Low EMA: 455 ZAddS FAIF.

X718} o] BAE vl A S ofu| Ak A<D NCBInr Hlo|ebo] 2 (http://www.ncbi.nlm.nih.gov/)E A X8}
o A EZXW I (Similar to Troponin I, fast skeletal muscle)> AEWHE 8, wAl x4d HAE 2
(Myosin regulatory light chain 2, skeletal muscle isoform type 2)= A EHZ 9, FFEEL SSEAAHT}
Al M1 (Glutathione S—transferase M1)< A EWHZ 10, oleld#o]E 7]yA] I(Adenylate kinase 1, soluble)
S AEHE 119 ofniAt MES Zte S FRleqlt.
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T 4ax 2% 19499 ESI-Q-TOF AE-A A3E MASCOT A% ZEIaWE o]gsle] vld HA3 Ayjolw, =
dbE= A EHS 19 HEPo] =] MS/MS fragmentation 2~FEZo|T},

T SaE 2% 19969 ESI-Q-TOF & =iAl A7S MASCOT A2 TR ;S o]fste] vhild EA43 Aujola, &
5b¢} e AEHE 2 ¥ 39 HE}o]=9] NS/MS fragmentation 2= E g o]t},

T Ga= 2% 21939 ESI-Q-TOF @Al A7S MASCOT A2 TR ;S o]fste] whuld EA43 Aujola, &
b A EHT 49 HAE}o]=9] NS/MS fragmentation 2= E g o]t},
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Match to: gi|109104980 Score: 30
PREDICTED: similar to Troponin I, fast skeletal muscle (Troponin I, fast-twitch isoform) [Macaca malatta]
Found in search of €:)YQO\06ms197_ 1949 716,0100035.dta

Nominal mass (K.)-' 21470; Calculated pl value: 8.86

NCBI ELAST search of gi|109104980 against nr
Unformatted sequence string for pasting into other applications

Taxonomy: Macaca mulatta
Fixed modifications: Carbamidomethyl (C)
Variable modifications: Oxidacion (H)
Cleavage by Trypein: cutg C-term side of KR unlesg next residue ig P
Sequence Coverage: 7%
Hatched peptides shown in Bold Red
1 NGDEEKRNRA ITARRQHLKS VMLOIAATEL EKEESRREAE KQNYLSEHCP
51 PLEIPGSMSE VQELCKQLHA KIDAAEEEKY DMEVKVQKSS KELEDMNQKL

101 FDLRGKFKRF PLRRVRMSAD ANLKALLGSK HEVCHDLRAN LEKQVEKEDTE
151 KERDLRDVGD WRKNIEEKSG MEGREKNFES ES

Show predicted peptides also |

Sort Peptides By | @ Residue Number © Increasmng Mass © Decreasing Mass

Start - End Observed Mrx{expt) Mr{cale) Delta Miss Sequence
20 - 32 716.8039 1431.35933 1431.7643 =0.1710 0 K.SVMLQIAATELEK.E (lons score 30)

Wb
MSMS Fragmentation of SVMLOQIAATELEK
Found in gij109104980, PREDICTED: sumilar to Troporun [, fast skeletal muscle (Troponmn I, fast-tuntch isoform) [Macaca mulatta]

Match to Query 1: 1431.593274 from(716.803913,24)
From data file CA\YOOW06ms197_1949_716.0100035.dta

Chek mouse withm plot area to zoom n by facter of two about that pomt
Or, _Plot from | [o to [1500 Da

b
@
E8
t
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5
3 3 g
H | :
9 ' 21
‘i A; ~ z
= < -
< = =
% 3 3
n | L
1 1 T T L 1
1000 1200 1400
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E@ba

Hatch to: gi|127176 Score: 126
Myosin regulatory light chain 2, skeletal muscle isoform type 2 (G2) (DTNB) (MLC-2)
Found in search of C:\MNASSLYNX\LC AUTO ANALYSIS)InPAC)OSHS90\0SHS90 S9.txt

Nominal wass (H.): 19128; Calculated pI value: 4.82
NCBI BLAST search of gi]| 127176 against nr
Unformatted sequence string for pasting into other applications

Taxonomy: Oryctolagus cuniculus
Links to retrieve other entries containing this sequence from NCBI Entrez:
91| 1637 from Oryctolagus cuniculus

Fixed mwodifications: Carbamidomechyl (C)

Variable modifications: Oxidation (M)

Cleavage by Trypsin: cuts C-term side of KR unlesa next resicdue is P
Sequence Coverage: 17%

Hatched peptide= shown in Bold Red

1 MAPKKAKRRA AAEGGSSNVF SHFDQTQIQE FKEAFTVIDQ NRDGIIDKED
51 LRDTFAAMGR LNVENEELDA MMKEASGPIN FTVFLTMFGE KLEKGADPEDV
101 ITGAFKVLDP EGKGTIKKQF LEELLTTQCD RFSQEEIKNM WAAFPPDVGG
151 HVDYENICYV ITHGDAKDQE

Show predicted peptides also
Sort Peptides By | @ Residue Number C Increasing Mass  © Decreasing Mass
Start - End Observed Mr{expt) Mr(calc) Delta Miss Sequence
94 - 106 660.3739 1318.7333 1318.6404 0.0928 0 GADPEDVITGAFK (Ions score 79)
139 - 135 941.0039 1879.5933 1879.8562 0.1370 0 NMWAAFPPDVGGHVDYE (Ions score 48)

MSMMS Fragmentation of GADFEDVITGAFK
Found in gil127176, Myosin regulatory light chain 2, skeletal muscle isoform type 2 (G2) (DTNE) (MLC-2)

Match to Query 1: 1318733273 from(660.373912,2+)
From data flle CMASSLYNXILC AUTO ANALYSISUnPAC\OSMSO0\05MSI0_59 it

Click mouse within plot area to zoom in by factor of two about that point
or, _Platfom | o to [1400 Da
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MS/MMS Fragmentation of NMWAAFPPDVGGNVDYK
Found in gil127176, Myosin regulatory light cham 2, skeletal muscle isoform type 2 (G2) (DTHR) (MLC-2)

Match to Query 2: 1879.993273 from(941.003912,24)
From data fle CAMASSLYNXILC AUTO ANALYSISUnPACIOSMSIONSMSI0_59 it

Click mouse within plot area to zoom in by factor of two about that point
Or, Plot from | o to 1900 Da
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Hatch to: gil28461273 Score: 36
glutathione S-transferase M1 [Bos taurus]
Found in search of C:\YOO\O6MS1S97 2193 _829.0100026.dta

Nominal mass (M ): 25789:; Calculated plI value: 6.90

NCBI BLAST search of gi|28461273 against nr
Unformatted sequence string for pasting into other applications

Taxonomy: Bos taurus

Links to retrieve other entries containing this sequence from NCBI Entrez:
gi| 75074573 from Bos taurus

gi|7582395 from Bos taurus

gi| 735866890 Lfrom Bes taucus

Fixed modifications: Carbamidomethyl (C)

Variable modifications: Oxidation (M)

Cleavage by Trypsin: cuts C-term =ide of KR unless next residue is P
Sequence Coverage: 3%

Mactched peptides showvn in Bold Red

1 MPMILGYWDI RGLAHAIRLL LEYTDTHNYEE RQYSVGDAPD YDRSQULNEK
51 FEKLGLDFPNL PYLIDGTHKL TQSNAILRYI ARKHNLCGET EEEMIRVDIL
101 ENCVMDVRLA MARICYSPDF EKLKPGFLEE IPEKIKLFSE FLGERPUFAG
151 DELTYVDFLV YDVLDHMHRIF EPKCLDAFFN LKDFISRFEG LKKISAYMKS
201 SRFLPGPLFM KLAVWGNE

Show predicted peptides also

Sort Peptides By | © Residue Number C Increasing Mass C Decreasing Mass

Start - End Observed Mr(expt) Mr{calc) Delta Miss Sequence
19 - 31 829.8039 1657.5933 1657.7835 -0.1902 0 R.LLLEYTD

_12_

10-0832348
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MS/MS Fragmentation of LLLEYTDTNYEER
Found in g1|28461273, glutathione S-transferase M1 [Bos taurus]

Match to Query 1: 1657.593274 from(829.803913,24)
From data file C\YOO\06MS197_2193_829.0100026.dta

Click mouse within plot area to zoom mn by factor of two about that pomnt

Or, _Plotfiom | [o to {1700 Da

-bi(2)

0 200 400 600 800 1000 1200 1400 1600

EH7,

Match to: gi|61888850 Score: 68
adenylate kinase 1, soluble [Bos taurus]
Found in search of C:\MASSLYNX\LC AUTO ANALYSIS\OSms107_8.pkl

Nominal wass (M ): 21764; Calculated pl value: 8.40

NCBI BLAST search of gi|61888850 against nr
Unformatted sequence string for pasting into other applications

Taxonomwy: BoZ taurus

Links to retrieve other entries containing this sequence from NCEI Entrez:
4i]109940090 from Bos taurus

71| 59858267 from Bos taurus

gi|52087535 from Bos taurus

Fixed modifications: Carbamidomethyl (C)

Variable modifications: Oxidation (M)

Cleavage by Trypsin: cuts C-term side of KR unless next residue is P
Sequence Coverage: 23%

Matched pepticdes shown in Bold Red
1 MEEKLEKTKI IFVVGGPGSG KGTQCEKIVQ KYGYTHLSTG DLLRAEVSSG
51 SARGKMLSEI MEEGQLVPLE TVLDMLRDAM VAKVDTSKGF LIDGYPREVQ

101 QGEEFERRIA (PTLLLYVDA GPETMTKRLL KRGETSGRVD DNEETIKKRL
151 ETYYKATEPV IAFYEKRGIV REVNAEGSVD NVFSQVCTHL DALK

Show predicted peptides also

Sort Peplides By I @ Residue Number " Increasing Mass © Decreasing Mass

Start - End Observed Mr{expt) Hr(cale) Delta Miss Sequence
10 - 21 565.4064 1128.7982 1129.6495 -0,8512 0 K.IIFVVGGPGSGE.E (Ilons score 32)
64 - 77 792.5276 1583.0406 1582.8752 0.1654 0 K.GOLVPLETVLDMLR.D (Ionz score 17)
108 - 127 1031.1667 2060.3188 2060.0863 0.2325 0 R.IAQPTLLLYVDAGPETMTE.R (Ions score 139)
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MS/MS Fragmentaton of IFVVGGPGEGE
Found in gil6 1888850, adenylate kinase 1, soluble [Bos taurus]

Match to Query 7: 1128798248 from(565.406400,2+) mtensity(2376.4358)
From data file CMASSLYNX\LC AUTO AWNALYSISW05ms107_8.pkl

Click mouse within plot area to zoom in by factor of two about that point
Or, _Plot from | o to [1900 Da
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MS/ME Fragmentation of GQLVPLETVLDMLR
Found in gil61888850, adenylate kinase 1, soluble [Bos taurus]

Match to Query 8: 1583 040648 from(792. 527600,2+) intensity(3528.8433)
From data file CAMASSLYNXOLC AUTO ANATLYEIS\05ms107_8.pkl

Click mouse within plot area to zoom in by factor of two about that point
O, Plot from | Io to |2c|];| Da
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MSMLS Fragmentation of IAQPTLLLYVDAGPETMTE
Found in gil6 1888850, adenylate kunase 1, soluble [Bos taurus)

Idatch to Query 10: 2060.318848 from(1031.166700,2+) mtensity(1990.5275)
From data file CAMASSLYNINLC ATUTO ANALYEIS\05ms107_8.pkd

Click mouse within plot area to zoom mn by factor of two about that point

Or, Plot from | o to [2200 Da
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