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HEENYRE RSN
ERNIREEEEM PCR Ak

1 EH

AFITHERLSE T 88 (Sus scrofa) WAREZA Linc_CAB #EH: PCR K7 % .
AP AEE AT 2 R 3l S F ™ B R o 9 E 1 PCR K

2 s AxH

RHISCARS T A BIN R R A 8. FLRTE B8 T] R S, AU B BRI AR ASE AT 4R 32
o PLEAE BN SRS B A (6 B8 S 08 38 T A S0
GB/T 6682 st = /K MM A B0 T 12

3 RBEMEX

TIIAREBEFIE GE T A
3.1

¥ Susscrofa

¥4 (Mammalia) fBE B (Artiodactyla) J&F}(Suidee) JE )& (Sus) RN (Sus scrofa)
3.2

Linc CAB

456 AR A F%1 (calcium binding protein 39 linking-sequence) ,

4 FIE

WM Linc_CAB EFFFFIBH R R T4, XHRFEHEAT PCR &8, KRR T Y 1 2K18 BB
DNA J B, At p R T S A BT

5 kFiFnsRY

WRAE 55 A U B . U R A i aiA R A E R K AT & GB/ T 6682 HLE I — K.
51 ZiigkE.
5.2 10g/LRAZEER R 1.0 g AL 248 (ER) . 35T 100 mL KA, AR /7.
EE—RUZRENEER BHfERNER— A FEREFZELEER,
9.3 10 mol/ L EEMMIEW : 7€ 160 mL /KA 80.0 g EEAH (NaOH) . B E HIMKEESE
200 mL,
5.4 500 mmol/L Z "4 Z B —4N¥ER (pH 8. 0) . FRERX 18. 6 g Z "4k U Z. B8 44 (EDTA - Na,) . il
A 70 mL KHF . FHMAEELEMHERG. 3, ERERGS . HEEERG. 33 pH £ 8.0,0m
KEAZFE 100 mL, £ 103. 4 kPa(121°C) &4 F K 20 min,
55 1mol/L =W EEEF L —EhBAR (pH 8. 0. FREL 121. 1 g =R EEH P4 (Tris) IR T
800 mL 7K, FHERAR (HCD ¥ pH % 8.0, fl/K A X 1000 mL, 7E 103. 4 kPa(121°C) £ F K 20

min,
1
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5.6 5mol/L EALBNIETR: FREX 29. 22 g AL (NaCDE T 80 mL /K, ik EA E 100 mL, 7
103. 4 kPa 2K E (121°C) &4 F K 20 min,
5.7 10% + b RREERANAVR  FREL 10 g + " Be 3R EREN (Ci, Hos O, SNa, SDS) . i A 80 mL /K, il
HRESELEMRG B EZE MK EAZE 100 mL, 7E 103. 4 kPa ZERE(121°C) &4 F KH 20 min,
5.8 DNA B4R MR . B 200 mL Z "8 N ZF SV (5. 4), 200 mL =¥ R E R H fi—
EEEREIR (5. 5),40 mL EALPIAEK (5. 6),200 mL + "R EBERRAER (5. T IR B R RKERZE 1000
mL, ZREF. &H.
5.9 20mg/mL FEE K B ¥ 200 mg HEE K(Proteinase K)IET 9. 5 mL Ak . B2 X LIEH
B MKERZE 10 mL, F—20CIRE&H.
510 Tris-fHIB.
S &b/ RIEE24 = D KGR IR 24 ¢ 1 B LLBIECH.
512 TE Zm#(pH 8.0) /3 HIBE 10 mL =P RERF H—EMERG. 5 2ml Z-%INZ
BR AN (5. ), K E A E 1000 mL, £ 103. 4 kPa(121°C) %44 F KB 20 min,
5.13 50X TAE b . PRI 242. 2 ¢ =R RE R P Lz (Tris) , J6 A 500 mL KIS E - A
100 mL Z £ 2 B 4 (5. 4, VK Z BR 1 pH & 8. 0, AJE 7K € & F 1000 mL, {FRIET, FI7K
B 1 X TAE,
5. 14 JAEZE PRI AREX 250. 0 mg IREY K, LA 10 mL 7K, 2 2R T ¥ ##% 12 h; FREX 250. 0 mg — FIREFE
FETE . in 10 mL 7K ¥4 /% s FRERX 50. 0 g M, A 30 mL KIAME. IRE LV E =R, K EZAZE 100 mL,
TE 4 CTRAT,
5.15 DNA 4FEHniE: 7T LLEZE X 4> 100 bp~1 000 bp #) DNA K Bk,
5.16 dNTPs IRA VR B 7EE R 10 mmol/ L §y dATP . dTTP.dGTP.dCTP PUff i & 2 4% H e %
HHIES.
5.1/ Taq DNA B4 .PCR RRZE i & 25 mmol/ L SALEERE .
5.18 #% Linc_CAB E[H5|4y.

Linc_CAB- F.5- GCCCATCATAAAAGGTGATG - 3'

Linc_CAB- R;5'- CAAGGCCAGGACATACAAAG - 3’

TUEAY 4% BE R/ A 200bp(S WLHE R A
5.19 B4y F TE S (5. 12) 4308 RS %885 10 pmol/ L.,
5.20 FuH,
5.21 H:FE4H DNA E#BUAFIE.
5.22 ik PCR RMiAH 4.
5.23 PCR =4 Eiidi & .

6 ETEUEMgE

6.1 SR BRE 0.1 g 0. 1 mg,

6.2 PCR (L. FROREE >1. 5C/ s, LRIEERE R <1 0°C.
6.3 HLUKAE. IR F Ik E.

6.4 HEINEFL.

6.5 BB AKX IEHAL.

6.6 FAIMAKRERBLAKIL.
2
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7 SWER

7.1 Hh#

FRBKR ML 5 mL, SREEH LR PP RS Sah P T=& BRI 1 g &
7.2 REERALIE
7.2.1 mE#SH

B 300 pL MAETF 1. 5 mL B0 B 5, il ASE4AFR DNA 2BV (5. 8),20 uL BB K B
(5.9 {841, 55°CAKIBH IR .
7.2.2 ALBERMZHWMITS

BUE B A S ER A P T4 TR BB A FREL 0. 05 ¢ #B % 1.5 mL B0 A 10 %1651 DNA
PRI M AR 20 wL RS K VLIRS, 55 CHKIB TN AL R .
7.3 DNA S &
7.3.1 KIEAL S A R A o B A R I A SRR AR Tris - AN (5. 10), 218 &I 1E &) 10
min,4°C,12 000 g B.0» 10 min, ¥ FIERBEFHM 1.5 mL B.LEH,
7.3.2 A 0.5 45T Tris -HAIBYAN 0. 5 MR A D)/ BIREE(24 + 1), B2 EiHIRS) 10 min,
4°C,12 000 g BS.0» 10 min K FEBBEHR 1.5 mL B8,
7.3.3 AR BREES/ RkEECL 1, B8 EEIRS 10 min, 4°C,12 000 g B.L> 10 min,
7.3.4 % FWBRE 1.5 mL BLOE A 2 FHRRNREBLKZE. RRHAECEERLRA, T
W BB 2R TIVENT t
7.3.5 4°CF 12000 g Bl 5 min, LA 500 pL70% ZBEBERTTIE  F 2 LB IE K .
7.3.6 ZE FREMRALEREIEL A 50 uLTE 20k (5. 12) %#% DNA Ji¥E.
7.3.7 ¥ DNA & Y BEEHRYE L ODuso fHTE 0. 1~0. 8 B9 X [ P, 52 H0 F HAE 260 nm F 280
nm FIBOLEE . A—A> ODgso fHAH 2 T 50 ng/ L DNA ¥R EESRITHE 4tk DNA B3R B , 3517 DNA $Eie
LUK AE I DNA 5284 . DNA B ODuso / ODuso M AE 1. 7~2. 0, SR B 8EAF S KNSR ,
7.3.8 IRIFMS A DNA BB TE SR EES] 25 ng/ uL, —20°CIRF7.

i L EY SDS #E 4R BUEE R 41 DNA BUR1E 4 B8, IR 168 2 W0 IE #9184 55 25 8 34 B L= B ) DNA 42 B A

L AT B, AR & T B S AR DNA B H 5 &  TR.
7.4 PCR &R
7.4.1 &# PCR K7
7.4.1.1 @KAE PCR RMRE 3 WFEAT.
7.4.1.2 #£ PCR RE HHE 1 REKIMARBAR B 5T, FEhn 25 oL 88k B &R &1 PCR 1
AL . Wal Sk AZRIER SF8HE % PCR KA RF SR H R IR,
7.4.1.3 ¥ PCR EHFER.OHLE,500 g~3 000 g B> 10 s JFHUE PCR 45, it A PCR {i{ .
7.4. 1.4 #57 PCR EL . RIVFRFE N :94°CAsME 5 min; 94°CAS M 30 s, 60°C3B k 30 s, 72°C #E4i1 30 s,
FEHEAT 35 IRIEFF; 72°C ZEf# 5 min,
7.4.1.5  RpEHREERY PCR KA, % PCR U =40 #E4T B ik Al .
1 PCREAIKMEZR

=%l sk Z3
7K —
10X PCR & 0h¥& 13 2.5 ul.
25 mmol/ L @ILB R 1.5 mmol/L 1.5 pl
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x1 &
% 287353 N

ANTPs IR &A% (4% 2. 5 mmol/ L) £ 0.2 mmol/L 2.0 pl

10 ymol/L Linc_CAB-F 0.2 pmol/L 0.5 uL

10 ymol/ L Linc CAB-R 0. 2 ymol/L 0.5ul

Taq DNA B4/ 0.025 U/ pL —

25 mg/ L DNA ## 2mg/L 2.0ul

SRR 25.0 ul

“—RREFAHE. MR PCR SR h & A S WAMBALEER, B4 Taq WA BT E AR, JEANL

PERK BB, R R SR TRIAE) 25,0 ul.

7.4.2 3%+8 PCR B2

FEIRE PCR R B[R] B, 7 15 B BT B L FHAE X BB FnZs g3 R

AR E R REATRHE A DNA B 5 (/R 18 DNAD /B R FAHEXT BB UL &8 TR AR B
FRBAEHR 0. 1% ~1. 0% Ky 3h4 DNA Y54 FRM:RT B LUKV 2 TR,

FXTHE PCR RN AR & b BRAEAR SN R4l 73 B PCR RN 445 7. 4. 1 AHF.
7.5 PCR =4 i8 ik & il

¥ 20 g/ L B EIREEFREIRIRHE . A 1 X TAE iR IR Bl OB BB W . 1 100
mL A A 5 uL EBIER LIRS, AR EE VB HE A IR b, 36 B, Ei1B FEEE R
BEWC S s I 1 X TAE iR, EE M LR H LR, B 12 uL PCR =915 3 uL MIHEE IRIR &
Ja INAEERE S REFL , R BT FE R — A SRR FL A DA DNA 43 FEAr#E BB B IRAE 2 V/ em~5 V/ om 4%
Yl NNy ¢ Rl
7.6 BERESH

K EE BT BUE TR B R . B TR R A L B AN Y AR . 1R 3B DNA 4 F EAREA
THY AN R KD BRI R B T SU RS A B R SR . @75 il PCR 3
WMABRERANER DNA FELIRB 7.7 F1 7. 8 MELEPIT.
7.7 PCR F=4[E

#i¢ PCR 7=y RIS &1 AR 45 [E1ii PCR 33449 DNA F B¢,
7.8 PCR =R FEIRE

¥ EWH) PCR =9 s B IN 7, 55 bR R 751 (B WM R A 47 EL ), B € PCR ¥ 38 /Y
DNA R B2 %N B/ DNA FE.

8 ZRoWERR

8.1 XMERABERIN

FAMERSBR PCR LA B Linc_CAB WHMERE R R FFR 8 Ty 1, B 3% 5 B/ 5 B
R BR /=3 T AP FE AN 2s 3 B AP BOR R T 97388 A B, R PCR B AR RIEH TAR; &N, B
e,
8.2 RXHERAERSHMRR
8.2.1 %% Linc_CAB Wi HERE R RIEFFIBE T Y, By 18 7 BRI/ ST A BER/N—30 =W
TRE ORI L 5 B0 » G SRR IR R B RS B
8.2.2 ¥ Linc_CAB WHRHER H R AR P FIARS BIY1Y, sk 1 BN B BOR/D A — 3L R
FRRE A RAG I L B R » S5 SRR D R il P ARSI HE AR

9 KR
AHREITIRRIR R N 1 g/ ke
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Mt & A
(FREHR)
BAREERRRERFT

GCCCATCATA AAAGGTGATG GCAAGAAGGG CCATTCTGTA GAAAGTCGTT

GGAGCCATAC CACGGCCCCC CACCCCTGCT GAGCATCCCA CCAACCTGGG
AGCATCATTT ATTGAAATAT TAACTTGGGG TTCCTCTCTC CTTTGGCCTG
CCTGCACCCC CTTGCCAGCA CAGCACCCTG CTTTGTATGT CCTGGCCTTG

3 RRF ST R Line CAB- F # Linc_ CAB- R 3|55,

1—2014
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