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Clinical detection of polymerase gene of SARS-associated coronavirus
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Abstract: Objective Toanalyzetheheterogeneityofpolymerasegenefragmentof SARS-associatedcoronavirusfromSARS
patients,andestabli shaRT-PCRmethodf ordetectingSA RS-associatedcoronavirus. Method RT-PCRwasperformedusing
SARScoronavirus-specificprimerstoamplifythepol ymerasegenefragmentof SA RS-associ atedcoronavirusfromspeci mens
of suspected and established SARS cases. Theampliconswere clonedand sequenced. Allthe obtainedsequenceswere
comparedwiththesequenceofpublishedSA RS-associ atedcoronavirus,andalignmentwasproceededwithothercoronavirus
sequences. Results Specificampliconscanbeamplifiedfromthesputumsamples, throatswabandplasmaofmostSARS
patients,and8wererandomsel ectedandsequenced.All ofthempossessed100%homol ogywiththepublishedSARS-associ ated
coronavirussequence,whileal Ithenegativecontrol swereRT-PCRnegative. Nucleotide-sequenceandaminoacid-sequence
alignmentofthefragmentBNI109withothersixknowncoronavirusshowthatthefragmentBNI109i smorecl osetobovine
coronavirus(BCV) and murinehepatitisvirus(MHV). TheBNI109fragmentshowed75%homologywithBCVandMHV at
aminoacidlevel. Conclusion ThepolymerasefragmentBNI1090f SARScoronavirusishighlyconservativeandissuitable
fordetectingSA RS-associ atedcoronavirususingRT-PCRmethod.
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Fig.3 Alignment of the amplicon (BN1109) nucleotide-sequence with other six coronaviruses
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Isolation of rat tracheal smooth muscle cells and electrophysiological examination of the L-

type calcium channel
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University, Guangzhou 510515, China

Abstract: Objective Toestablishamethodforacuteenzymaticisolationofrattracheal smoothmusclecells(TSMCs) and
studytheel ectrophysiol ogical propertiesofthel -ty pecal ciumchannel ofthecells. Methods SingleratT SM Cwasisolated
bymeansofpronaseE, followedbyrecordingtheel ectriccurrentsinthesinglecal ciumchannel usingpatch-clamptechnique
with cellattachedconfiguration. Result LargeamountofviableT SM Cswereisolatedthroughthismethod,characterizedby
normal celImorphol ogyandeasydetectionoftheL -typecal ciumchannel activityinthecells. Conclusion Thismethodis
relativelysimpl eforhigh-yiel disol ationof TSM Cswithnormal morphol ogy.
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