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IMEBERARMERIEEE PCR IR

.

BT

SME (Vibrio spp.) REAE/)N, SHAGTY, Bt —HEEE=KREME. TEE
2R RO, 85, EFSEREKEFIAR. ZE5 ERaYHSERITASR
B mECE I mATERE. BUANEE. Ba. BIFTREMIE, EeYSRariiRER
ARBRAEE, BAKRERYTS. REBEFHTRE, INBREESEFEEIER
iE, BiEE. 85, IRILAMER, FESKE, DENIDKEE, RERR, WmERENR
58, AJESRR, EEASIRLFRCIGER. MIIES, SARRRGRTERE, Eit
MENEAEEIEN. FOEER PCR ZIUMERMRBIIERNA, ARt
REEEEE PCR A NEMFFRKIE IUTERNTAE, EBE IR

1. BIFFEDR, BRRFERMIRSEM.

2. IRIEMEEARTFINRITHIE M5, SHEXBRELRRAL.

3. REEALUXRILEEN/ AL,

4. —ERXTEEE PCR &N, BRELESH.

5. ARXFIEEHE 50 IR 20uL REARAEREEE PCR,

BN Rk :

wS B9 g

F— 2xqPCR MagicMix 500 plL (&)

I 3 PCR LRI RER 1 mL (85)

A= MEERZALE PCR SIMIRER 100 pL (B)

el SMEBRZRELE PCR PEMEXTHR(1x 10E8 /ul) 50 pL (45)

el DNA fES3ER (iXAE%) 15 )R (9 mL)
EFF/ 115
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IR F:

MRz, -20°CIR77, BIH—F.

B&iHl:

DNA 154, 10xROX(IRIENEYRE, BIANERTTIX).

{ERGE:

—. T%%% PCR PRIEXIER (LA 10E2-10E7 #£/uLiX 6 4 10 {SEEEH6):

1. ER: AT RERKREIRES, B TEERMF—EERRINKIEHT, FTHAEE
SREMEARFIEREMAS)  SEINFRREMFERY BUERIERIR, AF-RAE
HEEARMIEMEXTER, RIRMATLIEREFEAY DNA HFERAEABMERTRR.,

2. txic 6 MELE, PR 7, 6, 5, 4, 3, 2,

3. FEHSIEAABINA 45 Ul 3% PCR SFIIRRRR (REFMHGEL, TR) .

FEI/pL AOPEMERIER. BUK ERFR.
5. #8183k, £ 6 SEHIIAN 5 ul 1x10E7 #£M/uL BIPEMXIER(LLTEREANTS), RO=E

% 1 2, 1§ 1x10E6 $#M/pL RIBRMERIER. BUKERR.

;

6. #i6k, &£ 5 SEHIIA 5 uL 1x10E6 #EN/uL AIFAMEXTEREI 5 SEH, ROE

N

1 2, 1§ 1x10E5 #M/pL AUPEMERSRR. MUK ERFA.

7. EE FERVRFERNSE 6 MEREAMMXIRE, BukEA.

—. G DNA RyflIEH:

8. MIRA N MEm, LMRE N+2 MEH, ZHA—MRE PC (HFREIFMMERIR) |
—N2 NC (HFRBIEPMXTER) . aTLAA 10ul E2HIEAY PCR FEMXIRERISE 4 5

(REE/9 1x10E4 ##I/uL, 10uL HBHF 1 BEN) =5 5 5 (KESN 1x10E5 #NR
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/uL, 10uL #83F 10 B#EN) B L—E2AVKERATRIREIRBIEERAVATR—E,
VAR PC, BIMRKIEA NC, WMRERHEIEFER 200uL B, W PC 1 NC AYA
REZE 200uL,

9. ARG AMENIFRAY DNA, RAFIEIRMIA L AZEmS DNA REAFISFRE.
BAILUEMAATN—ER %S DNAout SEFARIRIERHS DNAout, AidFIEHnER
W% 15 x—&=fHS DNAout,

=. %8 qPCR RM(20 pL R, EHFRBIEEHTT):

10. MRRMH 1 REE, Wimc N+9 4 PCR &, HH N+2 MNEFLELSEER N+2
MER, 1 DT PCR BHEXIER, 6 4NAF PCR [FEMXIRR. fNRM 2-3 XEE, WK
RO EEERNIEN 2 5 3 &

1. FERCEHR TRIMAZRS GRRFAFIH—RES. HFaEfRYREETEEEA

IRERMXER, FERERERESEE FE LEFHEFFEREM):

HmE N+2
9% N PCR A% XH8E | PCREAMNIERE(2-7 &)
2xgPCR MagicMix (&
*qPCR MagicMix (& 10uL 10 pL £ 10uL
&)
I PCR 3 IR A
SNEIER C;:)'I%E U= 2 L 2 L £ 20l
B& 10xROX (IL¥) 2 uL 2 uL & 2uL
N+2 &R DNA 1= 6 pL I i
7 A8 PCR PEMEEX £ ouL(2 E7 2 EE,
% 7 T8 IEIETEXT - o HI:( ?ﬁ:ti 58
BEERER-7 5) 3 5#E 3 58..)

iE: {X ABI7500, 7700 #0 7900 {Y=sFEfEMA ROX {EARIHR, Attt PCR (X540
iCycler IQ. MJ Option, MJ Chromo4, MX3000, MX4000, RotorGene3000, RotorGene
6000 #0 LightCycler480)A~FRE(ER ROX, MAKEHL,

12. HEEFR LN, ETESHEHT PCREEMR PCR 2 RILIREXESEARMETIMN).

gt imE AdiE
st 92°C 508
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94°C 60 #»
PCR iz 30 MEFA 50°C 60 b
72°C 60 Fb

13. BiERE

BUNE(ERETRGHEFIRERT. ArmPSissoeizR~Es DNA i, &K
IRESEGETE 471 nm, 455 DNA BIRISRAIRIEGETE 500 nm, RAKRSIFGETE 530
nm, (ESREUIREESMEGREHLSE.

M. #iEahiE:

14. MRERHAFZATEEEN, VLAPBEXIRIRERN log B/, L Ct B9,
inltmEmZe. BLFRRR Ct ENRERS LER LM DNA KB/ log B, B
HEEHERE.

15. IRERHAFISATEMEGN, RAMTEESEEE, NAMRIER Ct B TEEFT
40, FEMEXIRRETOCIEIRIK, BHEEY BML, Ct BEMZ/NTEET 30, XIFU
Hm, IRE Ct KTEET 40 NAMRYE, SRNFEET 35 UJ9BRME. JnRE 35-40
Zia, WEE—R, EELNH Ct [ENRATEET 40 WAEME, WER/NF 40, Wi
PR,

FigR5EWARA S (www.shining.com) R R{VHTEAER, AEHATH

b s,
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