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΋ǵҞޑ 

፜ዥȐClassical swine fever; Hog choleraȑΏѠ᡼፜ଫख़ाϐൾ܄໺ੰࢉǴ

੯܄ᆶଯठԝ܄ࢉЇଆϐଯ໺܌ȐClassical swine fever virusȑࢥҗ፜ዥੰࢂ

ੰǴ΋ѿᛈวࣝ௃த೷ԋ੬Ьϐᝄख़ཞѨǶѠ᡼Ծ1950 ԃж໒٬ۈҔ১ࢥ

ਲ਼ټϯ፜ዥੰࢥȐLapinization Phillippine Coronel, LPCȑխࣝǴᗨฅஒࣝ௃җ

চӃ8.13ޑʝफ़ե0.02ډʝǴՠ႟ࢃϐᝄख़ᛈว΋ޔӸӧǶךॺჹܭ፜ዥੰ

ǹ(2)όӕ୷Ӣ݋ਲ਼୷ӢϩࢥՉϐ፜ዥੰࢬǺ(1)Җ໔ࡴԋ݀хزБय़ϐࣴࢥ

ࠠ፜ዥੰࢥϐࢥΚࣴزǹ(3)όӕ୷Ӣࠠ፜ዥE2ᗐೈқϩ݋ǹ(4)፜ዥੰࢥԛ

ൂՏࣝभϐࣴวǶ 

ჹܭόӕ୷Ӣࠠੰࢥჹܭ፜ଫϐቹៜǴᛖܭჴᡍ࠻຾Չख़ಔ፜ዥੰࢥ

ϐۘೌמ҂ࡌҥǴ౜໘ࢤคݤ຾Չ׳ుΕϐ௖૸ǶӢԜӛчੇၰεᏢ

Dr.Sakodaჴᡍࣴ࠻ಞख़ಔ፜ዥੰࢥᇙഢೌמǴҁԛࣴঅϐख़ᗺ໨ҞǴхࡴ

ԖᡏѦख़ಔRNAᙯᒵǴख़ಔRNAޑಒझᙯࢉբҔϷख़ಔ፜ዥੰࢥᑔᒧǶයఈ

҂ٰૈ୼຾΋؁ճҔख़ಔ፜ዥੰೌמࢥǴ௖૸όӕ୷Ӣࠠձ፜ዥੰࢥठੰ

ᐒᙯǶ٠ஒԜ΋ೌמᘉ৖Ǵаբࣁཥ΋жख़ಔੰࣝࢥभࣴว୷ᘵ 
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ΒǵՉำᆶπբइा 

 

В ය  πբ૶ा 

11Д24В 

ਲ༜ύ҅୯ሞᐒ൑མᐒ०۳Вҁчੇၰ༷҄ѱȐSapporo, 

Hokkaido ȑཥίྃȐNew Chitose Airportȑ୯ሞᐒ൑Ƕ  

11Д25В ख़ಔ RNA  բҔ (I)ࢉಒझᙯޑ

11Д26В 

ᡏѦख़ಔ RNA ᙯᒵ  

஑ᚒൔ֋  

11Д27В ᡏѦख़ಔRNAᙯᒵǴख़ಔRNAޑಒझᙯࢉբҔ(II) 

11Д28В ჴᡍ૸ፕ 

11Д29В 

ख़ಔ፜ዥੰࢥᑔᒧ (խࣝࢉՅ) 

ୖೖчੇၰεᏢΓ੬Ӆ೯གزࣴੱࢉύЈ 

11Д30В ༷҄ཥίྃ୯ሞᐒ൑མᐒ߇୯ 
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Οǵࣴಞᐒᄬϟಏ 

чੇၰεᏢՏܭВҁчੇၰ༷҄ѱѱύЈǴബҥܭ 1876 ԃǴᙑᆀ༷҄ࣁၭ

ᏢଣǴܭ٠ 1947 ԃׯᆀࣁчੇၰεᏢǶᛌᙴᏢࣴ܌زȐGraduate school of 

veterinary medicineȑ(კ΋)ӅԖϤঁ೽ߐǴϩձԖᛌᙴᖏ׉ᙴᏢȐveterinary clinical 

sciencesȑǵ੯ੰ௓ڋᏢȐdisease controlȑǵғނᙴᏢȐbiomedical sciencesȑϷ

ᕉნᛌᙴᏢȐenvironmental veterinary sciencesȑǵᔈҔᛌᙴᏢȐapplied veterinary 

sciencesȑϷᛌᙴ௲ᏢᙴଣȐveterinary teaching hospitalȑǶ੯ੰ௓ڋ೽ߐхࡴѤ

زᏢࣴނϷჴᡍ୏࠻زǵ஌ғᙝᏢࣴ࠻زࣴੰࢉǵ໺࠻زᏢࣴނǴ༾ғ࠻زࣴঁ

߻΢Ԗ΋Տ௲௤ǵ΋Տୋ௲௤Ϸ΋Տշ౛௲௤Ƕҁԛ߾চ࠻زǶ؂΋ࣴ(კΒ)࠻

۳ࣴಞޑӦᗺࣁчੇၰεᏢᛌᙴᏢࣴ܌ز੯ੰ௓ڋᏢޑس༾ғނᏢࣴ࠻زǴჴᡍ

੝Һ௲௤഻ҖࣁΓೢॄ࠻ ȐֻHiroshi KidaȑӃғǶ഻ Җ௲௤ࡌҥޑ࿥ࢬགჴᡍ࠻Ǵ

၀ჴᡍࣁ࠻ OIE ᇡё࿥ࢬགୖԵჴᡍ࠻ϐ΋Ǵ഻Җ௲௤ӕਔΨࢂ౜ҺΓ੬Ӆ೯໺

ୋ௲௤ޑύЈȐResearch Center for Zoonosis Control)ЬҺǶ၀ჴᡍزࣴڋ௓ੰࢉ

ॐҖကറ(Yoshihiro Sakoda)ӃғǴࣴ ѦǴۘࢥགੰࢬЬᚒନΑ࿥ز х֖ pestivirusǴ

хࡴФੰ܄ࢥΠฟϷ፜ዥੰޑࢥ୷Ӣϩ݋ᆶठੰᐒزࣴڋǶ 

 

კ΋ǵчੇၰεᏢᛌᙴᏢࣴ܌ز 
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კΒǵᛌᙴᏢࣴ܌زಔᙃ 
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Ѥǵࣴಞϣ৒ख़ᗺ 

[1] ஑ᚒൔ֋Ϸࣴಞϣ৒૸ፕ 

чੇၰεᏢ༾ғނᏢჴᡍ࠻ӅԖΟՏॄೢΓǴϩձࣁ௲௤഻ҖֻȐHiroshi 

Kidaȑǵୋ௲௤ॐҖကറȐYoshihiro SakodaȑϷշ౛௲௤۝݊҅௵ȐMasatoshi 

OkamatsuȑǶҁԛࣴಞՉำҗ Dr. Yoshihiro Sakoda Ӽ௨Ǵہ٠җᏢғӼ೽ᓬ

ٚ(Yuri Abe)Ϸ㩺ద຦( Mine Junki) ॄೢ௲Ꮴ࣬ᜢख़ಔ፜ዥੰࢥᇙഢೌמǴх

ᡏѦख़ಔࡴ RNA ᙯᒵǵख़ಔ RNA  ᑔᒧ฻ǶࢥբҔϷख़ಔ፜ዥੰࢉಒझᙯޑ

 .୯໔Ꮲೌӝբ฻ǶDrٿ຾ߦǴࢬҬزҥࣴࡌБӛϷޑزΑှ҂ٰࣴࣁ

Yoshihiro Sakoda ᗎፎ฽ޣଞჹѠ᡼፜ዥ੯ੰวғϷੰࢥਲ਼ޑ౜ݩ຾Չ஑ᚒ

ൔ֋ (კΟ)Ƕ 

 

კΟǵ฽ܭޣ၀ჴᡍ࠻຾ՉѠ᡼፜ዥ౜ݩ஑ᚒൔ֋ 

  



7 

 

[2] ᡏѦख़ಔ RNA ᙯᒵբҔ 

ᡏѦख़ಔܭගଯᙯᒵਏ౗ǴҔࣁ RNA ᙯᒵբҔޑኳ݈Ѹ໪Ӄаज़ڋሇનբ

ҔࡕӆપϯǶа MEGAscript T7 Kit ӝԋϐख़ಔ RNA ΨѸ໪ճҔ Microspin 

S-400 ᆅࢊપϯࡕǴωளа຾ՉᙯࢉբҔǶаΠᙁൂඔॊჴᡍ؁ᡯǴځд၁

ಒ؁ᡯፎߕـҹǶ 

(1) ճҔज़ڋሇનբҔܭख़ಔੰࢥၩᡏ(Full-length cDNA clone pGPE-)Ǵ٠຾Չ

ጤᡏႝݚǴаਡለ๧ڗ঺ಔ( FastGene Gel/PCR extraction Kit, Fast-Gene)

પϯਡለаᇙഢኳ݈Ƕ 

(2) а Phenol/ chloroform પϯਡለǴѐନೈқ፦υᘋ (ߕҹ΋)Ǵஒਡለྋܭ

10ul DEPC H2O  ǴዴᇡਡለǶ݋ϩݚаጤᡏႝࡕ

(3) ᡏѦख़ಔ RNA ᙯᒵբҔǴ٩ਡለᙯᒵ঺ಔ(MEGAscript T7 Kit, Life 

technologies)Ћнࡌ᝼ଛᇙϸᔈϣ৒ނӵΠ߄Ǵ࿼ܭ 37ʚբҔ 2-4 λਔǶ

ӆуΕ MEGAscript T7 Kit ϐߕ܌ DNase (0.5ul) ܭ 37ʚբҔ 30minǴаѐ

ନ DNA ኳ݈Ƕ 

  

၂Ꮚ ᡏᑈ (μl) 

Purified DNA 4 

*10x Rxn Buffer 1 

*rNTP(A, U, G, C) 1 for each 

*Enzyme (T7 RNA polymerase) 1 

Total 10 

 

(4)а Microspin S-400 ᆅࢊ(GE Healthcare)Ǵ٩Ћнࡌ᝼؁ᡯપϯᙯᒵӳϐ

RNAǶڗ೽ϩኬࠔаጤᡏႝݚϩ݋ǵۓໆߥ٠Ӹ80-ܭʚǶ 
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[3] ճҔႝऀϾݤ(Eletroporation method)຾Չख़ಔ RNA բҔࢉಒझᙯޑ

(Transfection) (ߕҹΒ) 

ஒᙯᒵӳޑ RNA аႝऀϾݤ຾ՉᙯࢉբҔǴಒझа੃ϯన(Tryspin)բҔࡕѸ

໪Ӄаᕗለ጗ፂనؑࢱǴ٠Ъஒځ࿼ඤ֖ܭԖ CaCl2 Ϸ MgCl2 ጗ፂనύǴޑ

уΕ RNAǴషӝࡕ౽ΕႝᔐҔλᆅǶషӝ RNA ಒझаޑ BioRad ӭфૈ୷Ӣ

ᙯ෗ሺ(Gene Pulser Xcell) (კѤ)Ǵаᒡрႝᓸ 200V Ϸႝ৒ 500μF చҹբҔ

ܭǴஒಒझ౽Ε୻ᎦዬύǴࡕ 37ʚ֖ 5%CO2  ୻Ꭶጃύ୻ᎦǶޑ

 

კѤǵBioRad ӭфૈ୷Ӣᙯ෗ሺ(Gene Pulser Xcell) 

ຏǹ 

җܭВҁҞ߻ς࿶ኔྐ፜ዥੰࢥǴӢԜҺՖᆶޑࢲ፜ዥੰ࣬ࢥᜢჴᡍѸ໪ܭ

ғނӼӄ฻ભಃΟભ(P3 Level)ޑჴᡍ࠻ᏹբǶჴᡍ࠻Εα೛ԖᆅڋǴѸ໪ࡪ

ᓸஏዸ٠ฦ૶ωૈ຾ΕǶ຾Εჴᡍ࠻ਔܭ጗ፂ୔ऀ๱ٛៈՊǴЋ঺ϷᎠ঺ᔎ

ਔǴ٩ׇஒٛៈՊǵѦ࠻Ƕᚆ໒ჴᡍࡼቫǴ٠ଛᔎα࿽ǴៈҞ᜔฻ٛៈ௛ٿ

ቫЋ঺ϷѦቫᎠ঺ҧԿჴᡍ࠻ϣǴڗΠៈҞ᜔੆ܭݰ੃ࢥНύǴځᎩܭ጗ፂ

୔ಥѐࡕ੮ӧჴᡍ࠻ϣࡑΠԛ຾Εჴᡍ࠻ӆՉѺхྐ๵ǴനࡕӆᛝӜᚆ໒ჴ

ᡍ࠻ǴࢱЋϷҔ੃ࢥНᅋαǶፎࢬـำკғނӼӄ฻ભಃΟભޑჴᡍ࠻ᏹբ

 ำკ(კϖ)Ƕࢬ
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კϖǵғނӼӄ฻ભಃΟભჴᡍ࠻຾рঁΓٛៈऀᔎࢬำ 

[4] ख़ಔ፜ዥੰࢥᑔᒧ 

ஒֹԋᙯࢉբҔޑಒझܭ 37ʚ֖ 5%CO2 ԏ໣ࡕΟϺܭ୻Ꭶጃύ୻ᎦǴ٠ޑ

΢మన(֖ख़ಔੰࢥ)ǴѸ໪ӧғނӼӄ฻ભಃΟભჴᡍ࠻ᏹբǶ΢మనѸ໪

аհএλᆅߥӸ80-ܭʚǴ୻Ꭶዬаᕗለ጗ፂనؑࡕࢱ॥ଳ(ऊϖϩដ)ࡕಒझ

ዬܭ 75ʚǴ੗ጃբҔ΋λਔаۓڰಒझǶಒझዬаխࣝࢉՅ(Immnuostaining) 

ඬǴҗࣴࢥǶҁԛ၂ᡍ่݀٠҂ᕇளੰ׎ғ௃ౢࢥዴᇡख़ಔ፜ዥੰ(ҹΟߕ)

ӆԛዴࡕΟϺܭಒझǴ٠ࢉ΢మనӆख़ཥགࢥշஒҁԛੰڐғ㩺ద຦Ӄғز

ᇡǴ่݀ёـ፜ዥੰࢥੰࢥඬ(კϤ)Ƕ 

 

კϤǵख़ಔ፜ዥੰࢥੰࢥඬǴѓୁಒझዬࣁ഍܄ჹྣǴѰୁಒझዬࣁჴᡍಔ 



 

[5] чੇၰεᏢΓ੬Ӆ೯གزࣴੱࢉύЈ

၀ύЈࡌޑᑐҁᡏٿࣁቫϐࡌᑐ

চᡏᏹբੰࣁ܊ނᆶ୏࠻΋ኴǶჴᡍܭՏ܊ނ

ڋԖ୔ୱ຾р֡Ԗᆅ܌

಍سϣးԖቹႽᅱ௓ްނ୏ܭ

௃׎ǶЪ܌Ԗჴᡍ࠻Ϸ୏܊ނϣ೽ޑᕉნୖኧ

֡ёܭԾ୏ၗૻس಍ϣ຾Չᅱ௓

კΎǵчੇၰεᏢΓ੬Ӆ೯གزࣴੱࢉύЈ

 

10 

чੇၰεᏢΓ੬Ӆ೯གزࣴੱࢉύЈғނӼӄಃΟ฻ભჴᡍ࠻

Ϸ୏࠻ӼӄಃΟ฻ભჴᡍނύғځᑐ(იΎ)Ǵࡌቫϐٿࣁᑐҁᡏࡌޑ

ჴᡍ࠻ᆶ୏ੰࣁ܊ނচᡏᏹբǵ୏ނ၂ᡍϷ୏ނওᔠ൑܌

ᆅڋǴࣴزΓ঩ሡճҔགᔈьϷᒡΕஏዸБё຾Ε

ނѦ೽ᢀჸ୏ܭ಍Ǵ٬ளπբΓ঩ёسϣးԖቹႽᅱ௓ްނ୏ܭ

ǵྒྷࡋྕࡴᕉნୖኧǴхޑϣ೽܊ނϷ୏࠻Ԗჴᡍ܌ ࡋ

 Ƕۓ಍ϣ຾Չᅱ௓ǵइᒵϷ೛سԾ୏ၗૻܭ

 

чੇၰεᏢΓ੬Ӆ೯གزࣴੱࢉύЈ 

 

ғނӼӄಃΟ฻ભჴᡍୖ࠻ೖǺ 

ғނӼӄಃΟ฻ભჴᡍ࠻Ϸ୏

୏ނ၂ᡍϷ୏ނওᔠ൑܌Ƕ

Γ঩ሡճҔགᔈьϷᒡΕஏዸБё຾ΕǶ٠Ъزࣴ

୏ނϷჴᡍ࠻ϣ

ǵॄࡋྒྷ ᓸॶ฻Ǵ
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ϖǵЈளϷࡌ᝼ 

ҁр୯ीฝҞࣴࣁޑಞख़ಔ፜ዥੰࢥᇙഢೌמϷ૸ፕ҂ٰࣴزБӛǴᆶᆵВ

ᚈᜐӝբϷᏢೌҬࢬǴаΠ໻൩ࣴಞය໔ᢀჸගঁٮΓЈளୖԵǶ 

җܭҁԛࣴಞਔ໔ၨอǴӧ Dr. Yoshihiro Sakoda շϷӼ௨ΠǴஒჴᡍϪڐޑ

പԋΒঁ೽ϩǴ٠җ၀ჴᡍزࣴޑ࠻ғӃ຾Չ೽ϩޑჴᡍǴӢԜωளа໩ճӧ΋

 ำֹԋǶࢬ᏾ঁೌמᇙഢࢥϣஒख़ಔ፜ዥੰڬ

ҁԛୖೖၸำύǴࡰᏤ௲௤੝ձख़ຎჴᡍҞޑϷ૸ፕǴӢԜӧჴᡍ໒߻ۈ੝

ձኘϧᡣ฽ޣଞჹ౜໘زࣴࢤൔ֋Ǵ٠ᆶ၀ჴᡍزࣴ࠻ғ΋ଆ૸ፕ฽ޣၸѐჴᡍ

Ѩ௳ёૈচӢϷ҂ٰёૈࣴزว৖БӛǶҗܭѠ᡼ޑ፜ዥੰࢥਲ਼ϩԋΟঁ୷ӢࠠǴ

хࡴԐයੰࢥਲ਼(94.4 ܭਲ਼)ឦࢥੰ genotype IIIǴܭ 1996 ԃࢬࡕՉࢥੰޑਲ਼(ഁѦ

Ǵ96TDࢥ ܭਲ਼)ឦࢥੰ genotype IIǴϷҞ٬߻Ҕϐࣝࢥࢲभ LPC ܭਲ਼ឦࢥੰ

genotype IǶ฽ޣགྷा௖૸όӕ୷Ӣࠠ፜ዥੰࢥਲ਼ӧҖ໔੃ޑߏᐒڋǴDr. Yoshihiro 

Sakoda ߄Ңӧ࿥ࢬགࢬޑՉੰᏢύΨёډـԜ΋౜ຝǴՠࡐࢂᜤаჴᡍᡍ᛾Ǵ

ӢԜࡌ᝼฽ޣёаӃவൂ΋ੰࢥਲ਼ޑठੰᐒᙯ໒ۈ௖૸Ƕ 

ҁԛ၂ᡍ่݀Ǵ٠҂ӵႣයр౜ख़ಔ፜ዥੰࢥੰޑࢥඬǶӢԜǴ၂ᡍ่ࡕ״

Ӄᆶࣴزғॺ຾Չ૸ፕǴᒿࡕӆᆶࡰᏤ௲௤଺຾΋؁૸ፕǴ٠ᔕۓёૈϐׯ຾Б

ਢϷਔ໔߄Ƕךॺ௢ෳҁԛ၂ᡍ่݀Ѩ௳ёૈࢂӢࣁᙯᒵϐ RNA ᐚࡋၸեǴᏤ

ठಃ΋жख़ಔੰࢥΚሽϼեǴԶคݤаխనࢉՅୀෳډǴӢԜࡌ᝼ӆ຾ՉಃΒж

շΠǴᝩុ຾ՉಃΒжख़ಔ፜ዥੰڐޑғ㩺ద຦Ӄғزࣴ࠻ቚ෗Ƕӧ၀ჴᡍࢥੰ

ё໩ճࢥಃΒжख़ಔ፜ዥੰޑǴς࿶ዴᇡ၀ԛჴᡍڬ΋ࡕӣ୯ޣ฽ܭቚ෗Ƕޑࢥ

ౢғǶ 

૸ፕ཮Ψ཮җᏢғଞჹჴ࠻ჴᡍڬԖ؂ࡴ೽ϩǴхޑڅӑຝుޣдǴз฽ځ

ᡍ࣬ᜢፕЎ຾Չൔ֋Ϸ૸ፕǴ٠Ъஒ૸ፕ଺ԋჴᡍ࠻૶ᒵǴаٮεৎୖԵǶԜѦǴ

Ԗ೚ӭೕۓᗨฅᕷᅥǴՠεৎϝฅૈ୼ዴჴ୺ՉǶჴᡍޜ࠻໔ᗨฅλǴՠࢂҗܭ

εৎပჴჴᡍೕฝϷ೛ഢޑႣऊǴӢԜό཮ԖሺᏔό୼ҔୢޑᚒǶჴᡍޑ࠻ϦӅ

٣୍ǴхࡴమዅѺ௟ǴᏔҝమዅྐ๵฻Ǵ֡ࢂҗεৎ΋ଆ፺ࢬϩ៽Ƕ 
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ќѦǴଞჹ፜ዥ੯ੰޑ௓ڋ೽ϩǴDr. Yoshihiro Sakoda ӧΑှѠ᡼Ҟؒ߻Ԗ

፜ዥࣝޑ௃วғࡕǴࡌ᝼ך୯ёаୖྣ၀୯፜ዥኔྐࡹ฼ǴଶҔࣝभ٠མଛ

stamping-out ԋфஒ፜ࡕΎԃډǴଶҔࣝभϖࡕ฼ǶВҁӕኬӧؒԖ፜ዥࣝ௃ࡹ

ዥੰࢥኔ ǶྐΨӢԜҞ߻ВҁҺՖᆶޑࢲ፜ዥੰ࣬ࢥᜢჴᡍѸ໪ܭғނӼӄ฻ભ

ಃΟભ(P3 Level)ޑჴᡍ࠻ᏹբǶ 
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ҹ΋ǵǵǵǵPhenol/ chloroformߕҹ΋ߕҹ΋ߕҹ΋ߕ પϯਡለપϯਡለપϯਡለપϯਡለ 

Materials 

Phenol/ Chloroform/Isoamyl alcohol (P:C:I =25:24:1) 

Chloroform/Isoamyl alcohol (C:I =24:1) 

100%Et-OH 

75% Et-OH 

Sodium acetate 

RNase free water (or DEPC treated water) 

Methods: 

฻ᡏᑈϐڗ [1] P:C:I (Phenol/ Chloroform/Isoamyl alcohol (P:C:I =25:24:1))ᆶ

પϯӳϐਡለ᎜ᕏషӝ֡ϬǴа 14000rpm ᚆЈྕ࠻ 5 ϩដǶ 

΢మనӆа฻ᡏᑈϐڗ [2] P:C:I բҔ΋ԛǴа 14000rpm ᚆЈྕ࠻ 5 ϩដǶ 

΢మనǴуΕ฻ᡏᑈϐڗ [3] C:I (Chloroform/Isoamyl alcohol (C:I =24:1)) ᎜

ᕏషӝ֡ϬࡕǴа 14000rpm ᚆЈྕ࠻ 5 ϩដǶ 

΢మనǴуΕڗ [4] 1/5 ᡏᑈϐ Sodium acetate Ϸ 5 ७ᡏᑈϐ 100%ଚᆒǴ

Πృ࿼ྕ࠻ܭ 10 ϩដࡕǴа 14000rpm ܭ 4ʚΠᚆЈ 20 ϩដǶ 

[5] ѐ௞΢మనࡕуΕ 200ul75%ଚᆒǴа 14000rpm ܭ 4ʚΠᚆЈ 5 ϩដ٠

ख़ᙟԜ΋؁ᡯ΋ԛǶ 

[6] ॹ௞΢మనǴځ٠٬॥ଳǶ 

[7] ਡለനࡕྋܭ 10ul DEPC H2OǴ٠ςஒᡏႝݚϩ݋ǴዴᇡਡለǶ 
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຾Չख़ಔ຾Չख़ಔ຾Չख़ಔ຾Չख़ಔ(Eletroporation method)ݤϾऀႝݤϾऀႝݤϾऀႝݤҹΒǵǵǵǵааааႝऀϾߕҹΒߕҹΒߕҹΒߕ RNA բҔࢉಒझᙯޑբҔࢉಒझᙯޑբҔࢉಒझᙯޑբҔࢉಒझᙯޑ

(Transfection) 

Materials 

The transcribed RNA (dilute to the concentration of 1μg/10μl) 

Cell (CPK, SK-L)  

0.25% Trypsin 

10% HS MEM-TPB (Trypton phosphate buffer) for cell culture 

0.2cm Electroporation Cuvette (Bio-Rad, 12346-086) 

Gene Pulser X cell (Bio-Rad) 

60mm cell culture dish (Thermo Fisher Scientic, 150288) 

PBS(+)(RNase free): add 90μl 1M CaCl2 and 33μl 1M MgCl2 in 50ml 1xPBS  

Methods 

[1] Trypsinize monolayers of concluent CPK or SK-L cells. 

[2] Wash the trypsinzed cells once by 10% HS MEM-TPB.  

[3] Wash the cells three times with ice-cold PBS(+) 

[4] Resuspend at a density of 2x10^7 cells per ml in PBS(+) 

[5] Dispense 10% HS MEM-TPB and seed the 7x10^5 cells in the culture dishes. 

[6] Turn on the Gene pulser and set the condition: the electroporation is 

carried out by applying once successive pulse at 200V and 500μF. 

[7] Add 1ug(10ul) of the transcribed RNA to 400ul of the cell suspension. Mix 

gently with pipette and immediately and transfer to the cuvette. 

[8] Carry on the electroporation. 

[9] Plate the tranfected cells in the prepared culture dish. 

[10] Incubate the transfected cells at 37ʚ and 5% CO2 for 3 days in the P3 

rooms. 
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 ҹΟǵǵǵǵImmnuostainingߕҹΟߕҹΟߕҹΟߕ

Materials 

1
st

 Ab (anti-NS3 monoclonal Ab) 

2
nd

 Ab (anti-mouse HRP conjugated) 

Substrate (3-amino-9-ethyl carbazole , AEC) 

 

Methods 

[1] 1
st

 Ab (1000 x) incubate at room temperature for 1 hour. 

[2] Wash 3 times PBS and discard  

[3] 2
nd

 Ab (anti-mouse HRP conjugated, 1000 x) incubate at RT for 1 hour. 

[4] Wash 3 times PBS and discard. 

[5] Add substrate and incubate at 37ʚ for 15-30 min. 

 


