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ABiRiES NL63 #REHESRNES RT-PCR ifFI=E

bR

A% E NL63 (Human coronavirus NL63, HCoV-NL63) 2004 FFERMNET=#D
BEE. DFRTREENRETRRE, WRSsESMERMBXRT, 225 H. %wsE

RGN ) LR IR TR N EERFGRIAA , BERERER EIFIRIE, SRR, 2. BXF

S

BREER, MRS MIFIRE, SEXSER. MXSFSMFREER. A -mitELA
BENEECERE RT-PCR FARAEMFARNE NENATIRES NL63 RIHFIE,
ERETIHER:

1. BDFFENA, AP RFEER MM RNA iR,

2. SRR ML, REUES.

3. IRMAPEMAERIER, BT X ORISR,

4. 53ME, SIMEREASRES NL63 SERTXIRIT, FARIEEMBERI RNA KL
XN,

5. A% 50 IR 20uL RRAVRELESSCER RT-PCR AL,

6. A maRBERTRHA.

BBk :
wmS 9% A
HF— #sH% qRT-PCR &Rk 500 uL (=)
A= wEHE oRT-PCR BBRAS 100 pL (4%)
A= 5%t PCR EREIRIERER 1T mL (55)
il AR E NL63 REHE qRT-PCR 5 4IRS 100 pL (BE)
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e T ASBIRS NL63 qRT-PCR %t 50 L (iRfa)

I ASBIRFEE NL63 $R5H% qRT-PCR FEHARIEE(1 x 10E8/uL) 50 L (&)
R 16

BERRRE:

iRz, -20°CIRZE, REFEBRA 12 MNH.

B&ixl:

e RNA,

ED::papr B

—. WEEinEm%iER (L4 10E2-10E7 #0/uL X 6 4~ 10 SHFEEAH) :

AT ERREIFES, BT REERF—EEER AT, THRRE s mal
FAFIEHEMNSD) BN EiSE R SUERERR, A RAREERER
HEEMERIRR, RIRHTIERMERY DNA HEREPEMERIRR.

1. fxic 6 NELE, 2818 7, 6, 5, 4, 3, 2,

2. FIH ek 2B 45 pl 3%% RT-PCR ERIEIRERRK, &IFA®wORL, TE) .
3. £ 7 SEFIIA 5 pL 1x10E8 #M/uL KIRAMEXIRIAFIERM), o= 1 2,
1§ 1x10E7 #/ulL BYtRERZRER. Bk ERFA.

4. #iesk, £ 6 SEHIMA 5 uL 1x10E7 #N/uL RIEMXIRR(EEHERS), TO=
% 1 2, 1§ 1x10E6 ¥W/uL AORERZAFR. HK R,

5. #8163k, £ 5 SEHIA 5 uL 1x10E6 #£M/uL BIPEMXIER(LEPTERERATS), RO=E
% 1 2, 1§ 1x10E5 ¥#I/uL AOFREZAFR. BUK R,

6. ES FHAVRFEENSEI 6 MERERRERZAFR. BUKERRA.

=. #m DNA pIHI&E:
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7. MFRE N MER, BFIRE N+2 MR, SHII—E PC (HFmEISERMEXER) |
— 2 NC (HFmEERMEXTER) . LA 10ul PEMXIERRY 10000 (EHEFERBIIE—E
ERYKERATRIREREIEERAIE—E, LUER PC, BHMEKIEA NC,

8. ARG AMEMIFRAY RNA, RAFISRIRMIA L AZEmE RNA REXFISEFHRE.
BAILUEWAABIRIERHS RNAout,

=. Probe qRT-PCR [RFI (20uL {#%R, EHREISEHT) :

9. NRMEESHFHERM 1 IXESE, Wixc N+9 4~ PCR &, H N+2 MHEFLE
HEER N+2 MR, 1 NET PCR [BEXSRR (FZKIENR) . 6 DRTIRERZ., 2
RigEtEotr, HFERM 1 RES, Wik N+4 4 PCRE, Hd N+2 NEFLEEE
A9 N+2 MER, 1 BT PCR BHEXIRR (FZKEIENR) , 1 NATF PCR RIS
(A% 4 SENRESRBERERIHMER) . TERUEESTATINRMELSE,

10. EFCEHRTRIIANEKSD (FARRFIE—REES, H#REFPERIZREREES

IRERMXER, FEREYRERESEE FE LEFHEFREREN)

- H®E | RT-PCREA iR R E
N+24 | HXERE (2-78)
®éH% qRT-PCR ik £ 10 pL 10 pL £ 10 ulL
B&HE gRT-PCR ESRAY &2l 2 uL &2l
ASBIR%S NL63 qRT-PCR 154t &1l T L £ 1L
ABRHES NL63 R+ qRT-PCR S4B E? &2 2 uL 22
FMEER RNA 18R &= 5L
HBaEIXK 5 uL
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EZ5uL2EHFEI2S

&, 3SHE3SH)

B 7 LIS EZEmRRR (2-75) AR A0

1. EEEFRLEN, ZTESEHHAT qRT-PCR:

UL aE AsTE
WS 50°C 30 min
FRAT 4 94°C 10 min
94°C 15 sec
qRT-PCR AT 35 MEIR
60°C 1 min, (& FAM BB ES)

M. #iEahiE:

12. NFERHAZRTEERN, NARMXSIRIRER log E/0fEH, LI Ct{ENNH,
intlfmtEZe. BLAFNERRY Ct EMNRERS LR N M RNA RERY log 1, B
HEEHERE.

13. IRERHAFISATEMEEN, RAMTEESEEE, NAMRIER Ct B TEEFT
40, FRMEXERRESIICIEUGIK, FHEY 18, Ct ENZ/NTEET 30, XF
T, WRE Ct KTEET 40 WK, SR/NFEET 35 UJ9BRME. JnRE 35-40
ZI8, WEE—R, ESLIAY CHEMRATEHEFT 40 WARKE, WHRNF 40, WA
BRI,

LisEFEWBRAB (www.shining.com) AP mIVERIEHER, REBATFHMBIZ.
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