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Establish a sensitive technique detecting SARS Virus RNA by RT-PCR and GeneScan and it’s application
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Abstract: Objective To establish a sensitive technique detecting SARS (Severe Acute Respiratory Syndrome) virus RNA. Methods
Collecting 67 samples from 20 cases of SARS patients. Isolating total RNA from the samples and reverse transcript the RNA to the |* chain of
the cDNA. A |38bp fragment marked with 6-FAM was amplified by PCR. The PCR products were analyzed by GeneScan software with
ABI-310 Genetic Analyzer. Ones which lip was taller than the baseline were SARS-CoV positive. Results PCR conditions were optimized
to obtain a good specificity and good sensitivity, and used to detect the all samples. 38/67 were detected by GeneScan, which was 22.4%
higher than agarose gel electrophoresis (23/67). 20 cases of SARS patients were all SARS-CoV positive detected by GeneScan which only 15
cases by agarose gel electrophoresis. Conclusion GeneScan method was more sensitive than agarose gel electrophoresis.
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TEE SR S S5 1M ( severe acute
respiratory syndrome, SARS) B— I HHIKIH
— P RTERIR BT AR RR . SARS BHR
AR, (EHER, ABLREGBNMARER, ER
B2, SEEAESR R . Fik SARS (LK = 2 Wik
FHEAEMRH. HirENERZLHEERL
BISETUARIE, BB AREMMYE (ELISA), LA
B2 RT-PCR W BRI WEE" . ST & 7EREE 10
K LAE A B R HF X 90% LA £, I R A
fERBH R, ATRERERMNBLT U
RT-PCR A1 LAEEB s 3k BUR K SARS-CoV (E:A £,
Bt—35 BT RT-PCR 44 ABI310 BERE {2
GeneScan HARBEAT SARS B HIS A"« FF R H
Z 7R 67 £} SARS BE AR AH TR,

1 XREFZE :
1.1 %% 20034 3 -5 B9MHERR. hER.
HuIZ BE PR YA 1K 20 45 SARS BE ) 67 fMdR A,

BRI, A4, WRTF. 887, @, 7%, L
J23E SARS %tHd,

1.2 Hk

1.2.1 BRNARIHREY  H Qiangen A4 HHAH
B, HERABHT. 80CHAF.

1.2.2 58 Sl1¥BE7T WHO AFH5IWF5,
XinEBoKa%, #ITHRMER. 519FFIm-
F: SARS1: 5’ gAA gCT ATT CgT CAC gTT Cg 3’
SARS2: 5’ TAA CCA gTC ggT ACA gCT AC 3’ ;
KA 514 SARS1 11 5” ¥iohric 6-FAM. 55 79 r=y)
K 138bp.

1.2.3 R¥3% (RT) &% RNASul, oA 151
RT-PCR B & Wi/E4E (Promega Co. ), &_LBLHLER

WESAR: 2004-01-07; $#EEEHH: 2004-02-26
AXBFFZE K SARS B v B BRHEATa0# & K E K SARS £
HEXME (4%5: 2003AA208102 #5h).
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&L, #HFHIREFFE: 18°C, 10min; 42°C, 30min;

99°C, 5min, 4C, 5min.

1.2.4PCR R PCR RNEE¥EAER 2501, &
1 X buffer, MgCl. (1.5mM), dNTP (2.5mM), E|#]
& 0.lug, Ex Tag DNA B&E LU, RT =R AY
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1u 1, F PE2400 PCR {GHAT FHIIAEEF: 94°C,

2min AT,

F=WPEFH (93°C, 15s, 55C,

15s, 72°C, 20s) #H4T 10 NNMEF, HiHITHE

J5 58°C, 20min

5 [ 6 .

‘——FFi1l 0 | 519 1505

7681|1527 11594

&3 (93°C, 15s, 58°C, 30s) BT 16 MEH; B

» P4 ABI-310 M Msk 4'CHRAF.
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a1 et

E:,::g_.-

P —

B2 26 MEREARRERIELEAT BERLE

1 & 6 F R A8 45 51T FRAEE LA 0 3 107 BB il 1t i
Btk 20 ) SARS B 67 (R I TRASEE AR Bk 5 ABI-310 32 J| SARS—CoV B R

- RAXRERHER ¥k ABI-310 FK#E
No 7 ) ,
i 41 BT BT K& PR B Bt (X)
1 CY-1 -2421 -0 “_» wpr 19
2 CY-2 +++369900 «,n “yn 10
3 CY-5 -78 -0 “_» wpn 5
4 CY-6 -0 -5160 “_» wyn 12
5 CY-8 -0 -5151 “_.» ayn 18
6 cY-21 +65650 -1900 -0 -936 -0 “yn “ypr 2
7 CY-22 -0 -0 -2473 “_» “yn 7
8 cY-23 -0 -0 -0 +++202130  “+” “pn 2
9 CY-24 -0 -0 +68030 “pn “pn 1
10 CY-25 -0 +66760 “pr “pr 9
11 XH-1 +67840 -5032 +++204880  “+” “yr 6
12 XH-2 +68460 -5072 “yr “yr 6
13 XH-3 +69580 ++210760 +4+139440  “+” “yn 6
14 XH-4 +69050  ++134840 -0 “pn “pw 6
15 DT-02' +++200740 ~195 -0 -1137 -0 “pr “rr 15
16 DT-03' +65950 -0 -4256 -0 -0 “yr “yr 10
17 DT-03° -0 -0 -4910 ++407560  +++330650 “+” “ypn 19
18 DT-06° -0 +4809 ++204040 +66460 ++202180  “+” “pn 16
19 DT-06° -0 -0 +11288 -0 -2011 “pr “p» 15
20 DT-07° -0 -0 -4867 ++132680 -0 “yr “pr 22
KR HBAYERIZL  3/14(21%) 1/5(20%) 5/15(33%) 6/15(40%) 3/7(43%) 5/11(45%) K. 23/67(34%)
GeneScan Ky PRYEMIS 5/14(36%) 3/5(60%) 7/15(47%) 12/15(80%) 5/7(71%) 6/11(55%) H: 38/67(57%)

Rbp+++, ++, +RTCHIKE P 1380p FAMEH N RSS: - KR AT 138bp #FHHIL; ¥ifi b ABI-310 M 138bp # 1
ER; ‘-7 M ‘Y RARMERBIAMREY: FARTANEBE ZBIFX.
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¥k, HData Collection i SR, WHEN,
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H4k, 0 138bp FIIAE,
2 &5 :

2.1 mfE PCR BHEHAE  ME 1 FFHM 25
MEHE 28 MEH, 2 AXTRABA X R s
A0, TIRHMEARAIE & KT 900. A 25 K 26
AMFEE I 55 FH A7 A0 7 05 B AR TP AR R .
2.2 26 MEAB A RIRBE R AT HERER
(B 2) E291% 6 SPHMERERE NS5
%0, 10° 10%, 10°%, 10°, 10°, ¥ 1§)5 138bp &5
4351% 0, 519, 1505, 7681, 15270, 15941, HE
i EH, HEESEBKEEM, ¥~
K, {8 10"/ 10° HARFE,

2.3 FAMAR RIS R EIE (B 3) FMMmAT s
R 138bp F 3G/ =4i& . B 3 Fiynh 1 1 SARS BHYE
BiR, Z#WIHBL 138bp 14, HEE®A 1505, K
SARS~CoV BH .

2.4 20 ) SARS BEHM 67 MrAHIERE Ik S
GeneScan R R (HME) fEFIHEB 20
%l SARS ABAMMTE. AAR. W TF. 27, @,
PRI 67 fdr R RIRI R R, TLIESN, HE@EHR
FEER IR AN MR B R M E S 34 3/14,
1/5. 5/15, 6/15, 3/7. 5/11, B HEN 23/67;
7 FH GeneScan BRI PH AR H 2 43514 5/14.3/5.
7/15. 12/15. 5/7. 6/11, SRHZEN 38/67, £
1 22. 4%.20 $ SARS B E KK H 15 FIFHE(H
—FRLL AR ARRAERD A PR, T GeneScan HiAR
B 20 B4R (F—F UL Ebna<FEE R 4P
). BEREMLIR. 2K, 5K, 6 RE 22K,
BIRER H PR

3 itig

TEIAMIER LS ( severe acute

respiratory syndrome, SARS) HERE. {H#%H.
AR SR WL E, IEREN, SRS
Ff A BYRE—FRERURIRIR SARS-CoV 1
AR. EHEFLERINEE SARS KRR G —F TR
WRid, HEFEFEFIEA GeneBank EEKR" . BT
MiFFRR A EREAERE I0RU LR BRE DR H
FA[IK 90%LA b, ABEVE D R WISH IR, BREER
PR SRR EBERNY (RT-PCR) Rty
BERYA SARS 75 RNA. B8 L, BF R L SARS
RENREY, BREGEREFTE, BERER X
PR BN TEAE, A RT-PCR B RB AT AR B 7
MR E RNA. BRATE—RSI1YM S’ bR
B R 6-FAM, FF GeneScan FiAREZ T—4
RIFE F SARS F A HI 7 . SARS JR AFRA P
S RNA, 2FesR, RARBTREGERS |95

14 710 SARS 5REERLER 138bp HBL, £ ABI-310 &

MEHIK, GeneScan HF4Hr, HI 138bp FrFIE

Hige K THEE K SARS-CoV FEtE. 3 BHRIFEL

RERYL 138bp Fr BEIFF1 5 R _E AT SARS 7%

WHEBEFHIE2—3 Btz 138bp WHHHBIE

T B SR AR I SARS # 8.

BATELLLE 25, 26, 27, 28 MEFKARF
AXHE. BtR A Rt A g R, 2 AR K
BAHEAR A0 0, FHMARART 900. HiHHASEE
FHREARBERRET . Kb 26 MEXREEF LT
FAR A MR AT H B 2R, FikEe 26 MER
ABAEER R BRATLLRT 26 MEFRRARKE
PR BGR, RPIBEEBARIKBEM 0, 10°, 10’
E 10" 8%, § - saEmgm, 10" 10t
HTIHEHEATEH, TEEER. GHTRHE
BERNTAXE. WA EUBEE ABI-310
ez Bir. BATEHBLI TR 20 £ SARS &
67 SR ABHTEI, SGRREN M. AR,
WHRT. BT, 8. KM GeneScan K
FH A bl B IR TR 0, B A AR A it A
23/67 (34%) R EF| 38/67 (57%); FH H GeneScan
BARR Y 20 ALAFEHERARE (100%), THE
kAR 15 7P (75%). $E88 GeneScan HyHl
TERARENREE. BEWEMNIR. 2K, 5
K. 6 RE 22K, WY, BImEFT5%
2 10 REL A ek By FRAA RS R) JCORIR AT %3 T SARS
BENERHLERE R

ZEE MR SRR BEE R ERRE, EE
K 24P RRATT R B TR I T B4 B LA B
IEF YR SRR EARE YT S, R RS AR
AR FER ERERFHHEERAAENE, ATE
FERE BT L4 = Ppnd SER TS Sy, AT BRI
dUTP/UDG I ™, TARGERFH X KRE.
B WK :

[11 Ksiazek TG. A novel coronavirus associated with
severe acute respiratory syndrome, NEngl J Med,
2003, 348, 20:1953-1966.

[2] World Health Organization. Summary on major
findings in relation to coronavirus by members
of the WHO multi-centre collaborative network
on SARS aetiology and diagnosis. Geneva: WHO,
2003, 4.

[3] Vanghan P, McCarthy T V. A novel process for
mutation detection using uracil DNA glycosylase,
Nucleic Acids Res, 1998, 26:810-815.

(W8 BN


http://www.cqvip.com

