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 ໟ⿦㔞  2 ᮏ  㸦8 ࢙࢘ࣝ౑⏝ × 10 ᅇศ㸧 

 ᐜ㔞   ྛ 50μL 

 ㈓ἲ            -20Υ௨ୗ 

 ᭷ຠᮇ㛫   1 ᖺ㛫 
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㸯㸯㸯㸯㸸㸸㸸㸸౑⏝┠ⓗ౑⏝┠ⓗ౑⏝┠ⓗ౑⏝┠ⓗ    

MORA-Primer Diarrheal pathogens  ࠋࡍࡲ࠸⏝࡟࣮ࣝࣟࢺࣥࢥ㝧ᛶࡢ㝿ࡿࡍ⏝౑ࢆ

        

㸰㸰㸰㸰㸸㸸㸸㸸ෆᐜෆᐜෆᐜෆᐜ    

⾲㸯᳨ࡓࡋ♧࡟ฟᑐ㇟ࡢ㝧ᛶ࣮ࣝࣟࢺࣥࢥ⏝ DNA ࣑ࢫࢡࢵ 10 ᅇศࣗࢳࡢࢀࡒࢀࡑࠊࡀ

 ࠋࡍࡲ࠸࡚ࡗධ࡚ࡗ࡞࡟ࢺࢵࢭ࡟ࣈ࣮

    

⾲⾲⾲⾲㸯㸯㸯㸯    

    

    

    

    

    

    

    

    

    

    

    

    

    

    

    

⁐፹䠖⁛⳦ 20%䜾䝸䝉䝸䞁/TE 䝞䝑䝣䜯䞊         

            

 

MORA-Primer䚷Diarrheal pathogens

ቑᖜ㡿ᇦ䛾

䝃䜲䝈

(bp)

Enteroinvasive E. coli/Shigella ⭠⟶౵ධᛶ኱⭠⳦/㉥⑩⳦ InvE (virB ) 127

Enterotoxigenic E. coli ⭠⟶ẘ⣲ཎᛶ኱⭠⳦(ETEC) LT 297

Enteroinvasive E. coli/Shigella ⭠⟶౵ධᛶ኱⭠⳦/㉥⑩⳦ ipaB 137

Vibrio parahaemolyticus ⭠⅖䝡䝤䝸䜸⳦ tdh 368

Vibrio cholerae 䝁䝺䝷⳦ CT (ctxA ) 494

Yersinia  group 䜶䝹䝅䝙䜰ᒓ⳦⩌ 16S rDNA 316

Enteroinvasive E. coli/Shigella ⭠⟶౵ධᛶ኱⭠⳦/㉥⑩⳦ ipaH 117

Salmonella  spp. 䝃䝹䝰䝛䝷ᒓ⳦ invA 422

Enteroinvasive E. coli/Shigella ⭠⟶౵ධᛶ኱⭠⳦/㉥⑩⳦ InvE (virB ) 127

Enterohemorrhagic E. coli/Shigella ⭠⟶ฟ⾑ᛶ኱⭠⳦(EHEC) Shiga 1 (stx-1 ) 376

Enterohemorrhagic E. coli ⭠⟶ฟ⾑ᛶ኱⭠⳦(EHEC) Shiga 2 (stx-2 ) 272

Escherichia coli ⭠⟶ẘ⣲ཎᛶ኱⭠⳦(ETEC) ST1 171

Vibrio cholerae 䝁䝺䝷⳦ CT (ctxA ) 494

Campylobacter jejuni 䜻䝱䞁䝢䝻䝞䜽䝍䞊䞉䝆䜵䝆䝳䝙 cdtA 107

Enteroinvasive E. coli/Shigella ⭠⟶౵ධᛶ኱⭠⳦/㉥⑩⳦ ipaH 117

Enteroaggregative E. coli ⭠⟶จ㞟ᛶ኱⭠⳦ EAST1 173

࿴䚷䚷ྡ ᳨ฟᑐ㇟

(A)

(B)

䡽䡩䡬䢈䢚 ⑓ཎయྡ
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㸱㸱㸱㸱㸸㸸㸸㸸౑⏝ἲ౑⏝ἲ౑⏝ἲ౑⏝ἲ    

1㸧PCR ཯ᛂᾮ⤌ᡂ㸦౛㸧 

㓝⣲ࠊᇶ㉁ࢆ࣮࢓ࣇࢵࣂࡧࡼ࠾㉎ධ㸦TaKaRa Ex TaqⓇ Hot Start Version ⮴᥎ዡࢆ

PCRࠊ࡚ࡋ㸧ࡍࡲࡋ ཯ᛂᾮࢆㄪ〇ࠋࡍࡲࡋ 

 

10 x Ex Taq Buffer 20μL 

dNTP mixture 㸦2.5mM each㸧 20μL 

TaKaRa Ex Taq HS 1μL 

MORA-DNA㸦ᶆ‽ DNA㸧A- ཪࡣ B-mix  5μL 

෌⵨␃Ỉ 104μL 

 

඲㔞   150μL 

 

2㸧ୖグ 1㸧ࡢせ㡿࡛ㄪ〇ࡓࡋ཯ᛂᾮࠊࢆ᪂࠸ࡋ㸶㐃 PCR 㸦࢘ࣈ࣮ࣗࢳ㸶ࡢ➼ࣈ࣮ࣗࢳ

࢙ࣝ㸧࡟ 15μLࡘࡎศὀࠋࡍࡲࡋ㸦MORA-DNA ࡣ 0.5μL/ࠋࡍࡲࡾ࡞࡟ࣈ࣮ࣗࢳ㸧 

 

3㸧MORA-Primer Diarrheal pathogens ࠊࡋ࠿⼥ࢆࢺࢵࢭ࣮࣐࢖ࣛࣉࡢ㸶⤌㸦㸶㐃㸧ࡢ

2㸧ࣈ࣮ࣗࢳࡢ㸦࢙࢘ࣝ㸧࡟ 5μL 㸦཯ᛂᾮྜィ࠼ຍࡘࡎ 20μL㸧࣐࣮ࢧ࡚ࡋࢆࢱࣇࠊ

ࠊࡣ࡚࠸ࡘ࡟௳᮲ࢢࣥࣜࢡ࢖ࢧ࣐࣮ࣝࢧࠋࡍࡲࡏࡉቑᖜ࡚࡟࣮ࣛࢡ࢖ࢧࣝ

MORA-Primer Diarrheal pathogens ྲྀᢅㄝ᫂᭩ࡈࢆぴࠋ࠸ࡉࡔࡃ 

 

㸲㸲㸲㸲㸸㸸㸸㸸⤖ᯝ⤖ᯝ⤖ᯝ⤖ᯝ    

MORA-Primer Diarrheal pathogens ࡃࡋ඲࡚ṇࡀቑᖜ⣔ࡢ➼㓝⣲ࡧࡼ࠾࣮࣐࢖ࣛࣉྛࡢ

ാࠊྛࡤࢀ࠸࡚࠸ 㛗ࡓࢀࡉ♧࡟㸯⾲࡜ࡿࡍ㟁ẼὋືࢆ≀⏘㹎㹁㹐ࡢ㸦࢙࢘ࣝ㸧ࣈ࣮ࣗࢳ

 ࠋࡍࡲࢀࡽࡵㄆࡀࢻࣥࣂࡢࡉ

ᑦࠊᮏ〇ရࡢᩘ「ࡣ DNA ΰྜ≀࡛ࠊࡵࡓࡿ࠶᮲௳ࡾࡼ࡟ 1 ࡿฟࡀࢻࣥࣂࡢࡘ㸰࡟࣮ࣥࣞ

ሙྜࠊࡀࡍࡲࡾ࠶ࡀ᝿ᐃࡓࢀࡉ㛗ࡀࢻࣥࣂࡢࡉㄆࢆ࡜ࡇࡿࢀࡽࡵ☜ㄆ࡚ࡋୗࠋ࠸ࡉ 
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㸳㸳㸳㸳㸸㸸㸸㸸ὀព஦㡯ὀព஦㡯ὀព஦㡯ὀព஦㡯    

1㸧 ᮏ〇ရࡢ᭷ຠᮇ㛫ึࠊࡣᅇ⼥ゎᚋࡢ෾⤖⼥ゎࠊಖᏑࡢ௙᪉ࠋࡍࡲࡾ࡞␗ࡾࡼ࡟ 

2㸧 㹎㹁㹐㸦polymerase chain reaction㸧࡟㛵ࡿࡍᇶᮏ≉チࡣ F. Hoffman-La Roche

♧ࢆ౑⏝チྍࡢチ≉ࡿࡍ㛵࡟㹎㹁㹐ࡣグ㍕ෆᐜࡢᮏྲྀᢅㄝ᫂᭩ࠋࡍࡲ࠸࡚ࡋಖ᭷ࡀ♫

၀ࠋࢇࡏࡲࡾ࠶ࡣ࡛ࡢࡶࡿࡍ 

3㸧 ᮏ〇ရࠊࡣࣉࢵࣕ࢟ࡢA-mix B-mixࠊ㉥Ⰽࡀ ࢆࢱࣇࠊ౑⏝ᚋࠋࡍࡲ࠸࡚ࡗ࡞࡟㯤Ⰽࡀ

㛢ࡿࡵ㝿࡟㛫㐪࠺ࡼ࠸࡞࠼ὀព࡚ࡋୗࠋ࠸ࡉ 

4㸧 ᮏ〇ရࡢᇶᮏ౑⏝㔞0.5ࠊࡣμL㸭20μL ཯ᛂᾮ㸭ࠋࡍ࡛ࣈ࣮ࣗࢳ౑⏝㔞ࡿ࠶ࢆ⛬ᗘ

ቑࠊࡀࡍ࡛⬟ྍࡣ࡜ࡇࡍࡸᑡ᳨࡜࠸࡞ฟࡀ୙฼ࠋࡍࡲࡌ⏕ࡀࡢࡶࡿ࡞࡟ཪ᳨ࠊฟ࡛ࡁ

ࡣ㓝⣲ཪࡣ᫬ࡿࡃฟ࡚ࡀࡢࡶ࠸࡞ DNA DNAࠊࡀࡍࡲࢀࡽ࠼⪄ࡀຎ໬ࡢ 㓝⣲㸦Taq 㸧ࡧࡼ࠾

㔞ࢆቑ࡜ࡍࡸⰋ࠸ሙྜࠋࡍࡲࡾ࠶ࡀ 
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