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= 2%

Il

]l

ARSI GB/T 1.1—2020 (hrEAC TAES N 28 1 &7 e SRR SS H AR F RN e
L,

T RASTI R e N BT RV SR o ASSTIE R R AT A AU R 54T

ASCAF R SE TSR PR oy TR B A R iR .

AT ARE BREEERIHE

FEGRE AL ARSI RIR I IR O TR B IR T IR L TR B SRR TR 4%
il FFC TN T X BB T PR R ERAEIEOR (N AIRA T A SR TR
FEH O TR B VA X B T ol BRI BAE AR T R ] oty BRI T B
Ut SEVINIRE 97 Rk /DS b U117 el o Sl W3 E R <P Sk ek el SN IR NI PR 1D E kil s STV
J7IM E RSB0 2 L RY IR SR IR A ROR Tl S TR R TR AR AR I A F
IRSETT AR S5 ol AR SETH RIS BOAR AR S5 ol

FEGRREN: KA. AR RIRIE. BTl AL B, B, HIEH. ZHKE|. &
e HSEIT. MR ARINA. KO VR mEE. B G R . 5 OEL BR SS. PUER. £
WiE . MAME 2N SRz, AR mACE. HEER. EEDL. M.
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MEREBIRERI PCR QML ARME

1 SEE

AT IR T A R PRI ZOEPCRG I T i o
ARG TR HEREG . 307 70, HEMEIRIERIEERE i o A 8 QB A s

2 MetsIRAxH

TN H A R P 2 AR ST B A 5 P T RO AR SO A AT A R 2k For, v B S] FSC
1, AE HIARI AR ASE A . FURATE H IR 51 S0, HBophiA CRFEFTE B0 & H
FASA.

GB 19489  SIGE AWpee il H 2R

GB/T 6682 43 #1556 %5 FH K FRS AR 56 vk

GB/T 18088 i NIZShmie 1% KAE

NY/T 541 SBEIZWFEGRE. R St

3 ARiEMEX

FANARTERE SGEH T A
3.1 FBRFERWII PCR ultra-fast Real-time PCR

— AR TR IR AR AR (THRIRIEZR40°C/s LA LD, S5 G Pu IR Bl Bl L7 s e P R S Sk
PITR S 1) e RO R S S 75795, T E8min~ 15min A S 45 MEA SN o

4 UEREIE

N YNGR A A S

PCR: RE&M#E %Y (Polymerase Chain Reaction)
CtH: BIEME L (Cycle threshold)

DNA: &R (Deoxyribonucleic Acid)

F: U549 (Forward primer)

R: Fi#51%) (Reverse primer)

P: K%t (Probe)

BHQ2: M K52 (Black Hole Quencher 2)
FAM: 6-2FL%)tE (6-Carboxyfluorescein)

MGB: Minor Groove Binder Quencheri# K FL[4]

Cy5: R4 44kl (Near-infrared fluorescent dyes 5)
PBS: IR EhZZ M (Phosphate buffer solution)
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5 RXFIFIFEM

5.1 X5

5.1.1 REF/KFFE GB/T 6682 —HKHIER.

5.1.2 PBS ¥ (pH 7.2) il 78kt A b A1, RG24 5 R A o i
5.1.3 AN KEAREE K, B 72 @ A F A2,

5.1.4  FAEXTIE AR & K KIE PR B pUCS 7-virB10 40 J50RL, 55 20 5 b ) 46 5 1% B I =% B 1 B.1,
5.1.5 WS REFHITIHLR CAEMERED , Hl& &% B B # B3,
5.1.6 S5XPCR buffer (& Mg*) .

5.1.7 dNTP.

5.1.8 REBEINEEH.

5.1.9 DNA $#2HURH & .

5.1.10 ETRETE PCR VAR -

o
N

S14FnEREt
HEPOEDE PCR Y1 (& REMANS) b Nl P2 I C.1.

6 /K&

BRI 1 PCR A

s (EFfE: 0.5uL~10uL. 10pL~100pL. 100uL~1000uL)
AR SRS A

VR R T B L

I A2 A6

i R K T o

pH ite

& oo 00000 O
N~ o oA WN =

~

HmRESE
KFE A RAT B S A — O B ARTFE/THFE. FU9 R, AR 55, 5%
I B2 255 GB 19489 #lE .
7.1 HEmRE
7.1.1 X#HIR
BIJ). BT VESTES. MR LSmL B . WEEEE . REEMSTLH AL,
7.1.2 #EmRE

P ATRAESI N RS B CIREEEE . HFPIE. MRJE. RS E A « WY CRK. BER Y. $
T RS TIREE) L HREY . ARERY) . AT PWBESR R 75% R R R A R R
THAERE, TEREBOERHNS T Y. fHOE R WP B0 A BRI 7R 4.
AT R BOERIEIRIT B0 A o PR BRI TR LR 2 T~3 U, SZEITBINARA 50%
FIH I -PBS WO b, BT RERIE Dy, SREOE R, BHEA R .
2
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7.1.3 HRBIEH

B SR ISHI N A NY/T 541 FIRLE »
7.2 FERETLE
7.2.1 NN EHRAILIE

023 TR /NEE S NS AR B F N, IO N 1mL PBSIEW, 213 (7000r/min, 20s/¥%, 3K, 4RI
K@20s) , BERESO fFH200pL, T RXERFEEEL-20 °CIRAF & H

7.2.2  SribdnrESmRiALIE
BUEE /W), 12000r/min-05min, FF BiE, VOEVI T RBRAEEE-20°C IR 75 H .
7.2.3 FEFEHSRLIE

BOE BRI SmLE O Y, TN ImL PBSEW, o B 7e 70 Va ik, TS I TR IR ER- 20°C
RAEEH

7.2.4 (AEISFYRSEILIE

AN RS 2 1mL, 12000 r/min 2.0 5 min, FF L3, UUEYH TRZREEEE-20°CRAF 44 H . HL
ATEER Y%, M ImL PBS &, 74 E%IRS], 12000r/min B0 Smin, 3 F3E, UUEYH TAZBRILEL
220 CIRAFH .

7.2.5 INERFHMEILGTE
BRI 2 B IR A, 12000 r/minBSCr1min, 3¢ %, VIUEYI R TR IR B E-20 C 1317 4%
.
8 #IERE
8.1 DNA iEH

FESATARER IR, Bk 7SI GNE . S0 AR AT 3 I LASE, A SRR BTN NS 2 51k
o EARBUMERE IR FEAA S TR IR, BUEH S A 160pL, JIANZ 40uL. DNA
SEBUTIE LM D, AT PSR 2 S0 UE S8 RO IR 2 BT i

8.2 RRIRFRHIECH!

BFANFE RS I SR R R R 1, SR 100uL . BC i 56 52 o 25 I B Bl = A4S0, I
FERIE T EPCR MR o s MR 28 15 A R F e 96 E (9 S ROR 7 i AL il

F 1 HPOEZE PCR R A RFECHI %R

SRR R 5) HE (ubd
5XPCR Buffer (#Mg?") 20.00
POk ) S AEE (5 U/uL) 8.00
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dNTP (25mmol/L) 1.60

F1 (10 pmol/L) 8.00

i I R1 (10 pmol/L) 8.00
P1 (10 pmol/L) 4.00

F2 (10 pmol/L) 6.00

NZ R2 (10 umol/L) 6.00
P2 (10 pmol/L) 3.00

ddH>0 15.40

B 20.00

it 100.00

8.3 BIRERI PCR ) N
8.3.1 RRN&H
95 CHIA 4, 1min; 95°C. s, 55°C, 6s (WEERIE(ES) (FHREEEZE40°Cls) , 45,

9 BARRESHRFIE

9.1 HERE
B4 B R 58 % PCR X E Zh40 41 I E
9.2 FRITHOE

FHAE X HE FAM J8iE (A8 KD Ct{E<<30.0, Cy5i#i& (N3) ) CtH<35.0, FHB A “S”
Ry Ze . B FAM GEIETC Ct{E, SOMAY HiliZk: Cy5#iE (WZ) 1 Ct{E<35.0, Jf
AL “S” AR, FESP R CyS IBIE (N2 1 Ct{i<<35.0, FEHBLMLAL “S” Ay 4
MZk. PHPEXTRR S BP0 RN P 20838 1R I RS w0 e R A R, 75 R 38 T2

9.3 ZRHE

9.3.1 FAMIEE T Ct{EE I “S” My Hahsk, Cys@IE (NZ) 1 CtE<35.0, ¥IAMEKE
R A
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9.3.2 FAMEEH LA “S” MyIE sk, H Ct{i<36, Cys5ilild (NS M Ct{i<35.0, AT

E IR RZ IR FH 1

9.3.3 FAMI#IH 36<<Ct fH<<45 HAMA “S” Ry Hathzk, Cy5iEiE (W2 1) CtfH<35.0, #IA
CIE Bt Sl HTF”JEHTEEXE%? P T HEATAC I, A FAM G JoRe ey 1 4 508 Ce A ssET

45 U"Jjﬂﬁ% [RHAZIRIATE, 4 FAM JBIE Ct{H/hT 45 HA WA “S” A58 fh 28 W A A 1K A% IR

FHME
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M & A
(o)
BIRECH]

A.1  0.01mol/L PBS(pH7.2)i& i B EC

FREUBER L — 44 (Na.HPO4*12H:0) 3.0g, BERE 4 (K.HPOs) 0.2g, SALHA (NaCD 8g, hi—
JeKERZE1000 mL, 5847 AR G H3 mol/L NaOHpH A7.24:121°C (£2°C) , &k KK 15min, R
RAE

A2 EIBEKEIECHI R KE

FREL0.9g5ALAN, IMANZEKIEM, EAE100ml, 121°C (£2°C) , )k KE15min, FiREFS
A
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Mf & B
(FERME)
pUC-virB10 B4R A AESHIHIE

B.l  pUC-virBIOERFRRIAVEIE

AT E A virB10 B:R P50 v B, K3 =i A7 IR RSO G Y) f5, 242 pUCST #uk |,
B ZE DHSo KA i Sz 2540, /3 BIE AR, FEME A REEAT PCR AN AT, %N
pUCS57-virB10 BT KL, JFRRIKEEZIN 3.3x100copies/ u L, H4HFB N TAEKREEL 1x10°copies/ 1 L .

B2 HERKE virB10 £EEF%) (GenBank BFES: AF226278.1)

ATGACACAGGAAAACATTCCGGTGCAGCCGGGCACACTTGACGGTGAGCGTGGCCTACCCA
CCGTGAACGAAAACGGCTCCGGCCGCACCCGCAAGGTGTTGCTCTTTCTCTTTGTCGTGGGCTTC
ATCGTCGTGCTGCTGTTGCTGCTCGTGTTTCACATGAGGGGCAATGCAGAGAATAATCACCATTC
AGACAAGACGATGGTGCAGACCAGCACAGTTCCGATGCGAACTTTCAAGCTGCCACCCCCGCCA
CCACCAGCACCACCAGAACCACCAGCCCCGCCACCGGCCCCAGCCATGCCCATCGCGGAACCCG
CAGCGGCGGCGCTGAGCCTGCCACCATTGCCGGATGATACGCCGGCAAAGGACGATGTACTGGA
CAAATCGGCCAGCGCGTTGATGGTCGTCACCAAGTCCAGCGGCGATACGAACGCTCAAACGGCC
GGCGATACGGTCGTTCAAACGACCAATGCGCGCATTCAAGCCCTGCTCGACAGTCAAAAGAACA
CCAAGCAGGATGCTGGATCGCTGGGTACTCTCCTTCACGGCACACAAACGGATGCACGCATGGC
GAGCCTTCTGCGCAACCGTGATTTCCTGCTCGCGAAGGGCAGCATCATCAATTGCGCGCTGCAAA
CCCGTCTGGATTCGACGGTGCCGGGCATGGCTGCCTGCGTGGTCACACGCAACATGTATAGCGAT
AACGGCAAGGTGTTGCTGATTGAGCGCGGTTCAACCATCTCGGGTGAATATGATGCCAACGTAA
AGCAGGGCATGGCTCGCATTTATGTCCTGTGGACGCGCGTGAAGACGCCGAACGGTGTCGTGATC
GATCTCGACTCTCCAGGCGCCGACCCCCTGGGCGGGGCAGGCTTGCCCGGCTACATCGACTCCCA
CTTCTGGAAGCGCTTTGGCGGCGCCTTGATGTTGAGCACGATCGAGACCCTCGGCCGCTATGCAA
CCCAGAAGGTCGGCGGCGGGGGTTCAAATCAGATCAACCTCAATACCGGCGGAGGTGAATCGAC
GAGCAACCTGGCTTCAACTGCCTTGAAGGATACGATCAACATTCCGCCGACACTGTACAAGAACC
AGGGCGAAGAGATCGGCATCTATATCGCCCGCGACCTAGATTTTTCGAGTGTGTATGATGTCCAA
CCGAAGTGA

B3 AEHHIZE

HU@ R IE (ASAERE) , G5 K/NE THEEN, I 1 mLPBS #RAIH GEE 7200
r/min; 53 4K, BIR15s, BXEIRNG 30s) , EOE&H.

B.4 WEZELE B-actin EEFFI (NCBIJF45: NM_001195845.3)

ATGGATGACGATATCGCTGCGCTTGTGGTCGACAACGGCTCCGGCATGTGCAAGGCCGGCTT
CGCAGGCGACGACGCCCCCCGGGCCGTCTTCCCCTCCATCGTGGGGCGCCCCCGGCACCAGGGC
GTGATGGTGGGCATGGGCCAGAAGGACTCCTACGTGGGCGATGAGGCCCAGAGCAAGAGGGGC
ATCCTGACCCTGAAGTACCCCATTGAGCACGGCATCGTCACCAACTGGGACGACATGGAGAAGA
TCTGGCACCACACCTTCTACAACGAGCTGCGCGTGGCCCCCGAGGAGCACCCGGTGCTGCTGACC
GAGGCCCCCCTGAACCCCAAGGCCAACCGTGAGAAGATGACCCAGATCATGTTCGAGACTTTCA

7
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ACACCCCAGCCATGTACGTGGCCATCCAGGCTGTGCTGTCCCTGTACGCCTCTGGCCGCACCACT
GGCATCGTGATGGACTCCGGTGACGGGGTCACCCACACGGTGCCCATCTATGAGGGGTACGCCCT
CCCCCATGCCATCTTGCGTCTGGACCTGGCTGGCCGGGACCTGACCGACTACCTCATGAAGATCC
TCACGGAGCGTGGCTACAGCTTCACCACCACCGCCGAGCGGGAAATCGTGCGTGACATCAAGGA
GAAGCTGTGTTATGTGGCCCTGGACTTCGAGCAGGAGATGGCCACCGCGGCCTCCAGCTCCTCCC
TGGAGAAGAGCTATGAGCTGCCCGACGGGCAGGTCATCACTATTGGCAACGAGCGGTTCCGCTG
CCCAGAGGCTCTCTTCCAGCCTTCCTTCCTGGGCATGGAATCCTGCGGCATCCATGAAACTACCTT
CAACTCCATCATGAAGTGTGACGTTGACATCCGCAAGGACCTCTATGCCAACACAGTGCTGTCTG
GTGGAACCACCATGTACCCTGGCATCGCTGACAGGATGCAGAAGGAGATCACTGCCCTGGCACC
CAGCACAATGAAGATCAAGATCATCGCACCCCCTGAGCGCAAGTACTCTGTGTGGATTGGGGGC

TCCATCCTGGCCTCACTGTCCACCTTCCAGCAAATGTGGATCAGCAAGCAGGAGTACGACGAGTC
CGGCCCCTCCATCGTCCACCGCAAATGCTTCTAG
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Mt & C
(Fsetd)

HEREMASI. REEIR. F5

C1 HEREMASIH. REHBIR. F7
RCAFH THEPUEDEPCREI . RET P
RC1 MEBREMAZEIY). HREFIAFRS FH

2 T (5'—3"
A IRHF 1 GGGGTTCAAATCAGATCAACCTC
T IR GCGGAATGTTGATCGTATCCTTC
A IRHP1 FAM-CTCGTCGATTCACCTCCGCCGGTA-MGB
WSF2 AGTCCGCCTAGAAGCATTTG

WZR2 TGTCCACCTTCCAGCAGATG

M ZP2 Cy5-AGTCCGGCCCCTCCATCGTCCA-BHQ2
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Mt % D
(ERME)
DNA B 5.

D.1 DNA #2BU57% (REERSE)

D.1.1 HXPHPEXT IR BIVEXT AT 2 A BRI A 200ul, BRI 715uL RERE S, BEmiRS)
5s, FinEFE 10min (GRS 780208, FR B OB BHIIR L, #E 30s, WERTE SN ERIT LG
KB BT AT .

D.1.2 ¥R 700pL BEMRE T, IRGIES 30s, HBREOERM AL, FE 30s, WikTAER
RIS S o P RSP W= 9N b S ot O

D.1.3 R LU EEE LRI, R E.OE B L, BEkE a R R I ISR

D.14 #IHEO0ER, FIE T 3min BTRER, KEOF MR LT,

D.1.5  JN¥EME 100ul ERMRE T, IRGIRS, BB REREE# IR E, §#E Imin, BEREER
By JE /N CoRe DNA SRS 2N OB, RO R il ili, WASRESLBIEA, & F-20°Cfik
o

D.2 BEIEFREIRIEN A (BRREER)

B 200pl 4HEE 153729, 100°C, 15min J5, 12000 r/min, 5.0 Smin, i F-20°CLR 1T

10



