
ṇࡢࢮ࣮࢙ࣛࣇࢩࣝࢩ࢘࢞ࡿࡍࢢࣥࢹ࣮࢛ࣝࣇࡃࡋ⢭〇ࡢࣝࢥࢺࣟࣉࡢ㛤Ⓨ 

㯮⏣◊✲ᐊ Ꮫ⡠␒ྕ㸸 07251040 㛵 ⌶☻ 

࠙⫼ᬒ࣭┠ⓗ  ࠚ
ᾏὒࢩ࢝㢮⏤᮶ࡢGaussia Luciferase (GLuc) ࡣࢮ࣮࢙ࣛࣇࢩࣝࡢẚ㍑ࠊ࡚ࡋⓎගᛂࡀATP
㠀౫Ꮡ࡛ࠊࡿ࠶ศᏊࡀࢬࢧᑠࡢ࡞ࠊ࠸ࡉⅬࡢࡑࠋࡿ࠶ࡀⅭ࡚ࣞࡋࢡࣃࣥࢱ࣮ࢱ࣮࣏ὀ┠࠸࡚ࢀࡉ

࣮࢛ࣇࡃࡋ㞴ࡀᙧᡂࡢྜ⤖S-S࠸ࡋṇࠊࡋᏑᅾࡀṧᇶࣥࢸࢫࢩࡢ10ಶ㓄ิ୰ࡣGLucࡋࡋࠋࡿ
ࡗ⮳ᬗ⤖ࡢࡵࡓࡢᵓ㐀ゎᯒࡔᮍࡃపࡀ⢭〇⣧ᗘࠊࡵࡓࡿ࠶ࡀḞⅬ࠺࠸࠸࡞ᐃ୍࡛ࡀ⋠ຠࢢࣥࢹࣝ

࣮࢛ࣝࣇࡢGLucࠊ࡚ࡋᐟࢆ⳦⭠ࡣ࡛✲◊ᮏࠋࡿ࠶ࡀᚲせࡿࡍ㐺᭱ࢆ௳⢭〇᮲࡛ࡇࡑࠋ࠸࡞࠸࡚
 ࠋࡓࡋⓗ┠ࢆࡇࡿࡏࡉୖྥࢆ⋠ຠࢢࣥࢹ
 
࠙◊✲᪉ἲ  ࠚ
ᅇ⏝ࡓ࠸GLucࠊࡣpAED࣮ࢱࢡ࣋HisࠊࢢࢱGLucࠊC9Dࢢࢱ 㸦Cᮎ➃ࣥࢠࣛࣃࢫࡢࡘ9
㓟ࢆຍࡢࢢࢱࡢࡇࠋࢢࢱࡓࡋຍࡾࡼGLucୖࡢΎ⏬ศࡀቑຍࡀࡇࡿࡍඛ⾜◊✲࠸࡚ࢀࡉ♧ࡾࡼ
 .37Υ࡛O.D࡚࠸⏝ᐟࢆ BL21 (DE3)ࠋࡿ࠶㸧࡛ࡿࡅྡGLuc㸦GLuc-C9Dࡓࡋᤄධ㡰ࢆ㸧ࡿ
590nm=0.5㹼0.6࡛ࡲࡿ࡞LBᇵᆅ࡛ᇵ㣴ࠋࡓࡋIPTG(᭱ ⤊⃰ᗘ1ȣm)ࡿࡼⓎ⌧ㄏᑟ25࠸࡞⾜ࢆΥ࡛㸲
㛫ᇵ㣴ࠋࡓࡋ㞟⳦ᚋ㉸㡢Ἴ◚○ୖࡋΎ⏬ศࢆᅇࠋୖࡓࡋ Ύ⏬ศࢆHisࡗࡼ࣒࣮ࣛ࢝ࢸࢽࣇ
࡚⢭〇ࡓࡋᚋࠊbuffer⨨ࡢⅭእᾮ50ࢆ mM Tris-Hcl buffer (pH 8.0)࡛ ㏱ᯒࢆ㸰㛫⾜ࠋࡓࡗ㏱ᯒ
ᚋࡢ GLuc-C9Dࢆ 4Υ࡛㟼⨨ࢢࣥࢹ࣮࢛ࣝࣇࡢࡑࠊࡋࣥࣙࢩ࣮࣋ࣗ࢟ࣥኚࢆ 1᪥⤒㐣ࡈ㏫┦
HPLC࡛ศᯒ⃰ࣥࢸࢫࢩ࣮ࣜࣇࠊࡋᗘࢆィ ࡵࡓࡿࡍDTNB ᐃࠊࡋࢆศගගᗘィ࡛Ⓨගάᛶࢆィ 
 ࠋࡓࡋ

 
࠙⤖ᯝࡧࡼ࠾⪃ᐹ  ࠚ
4Υ࡛1᪥௨ୖࠊࡾࡼࡇࡿࡍࣥࣙࢩ࣮࣋ࣗ࢟ࣥGLucࡣ༢୍ࡢS-S⤖ྜ࣮ࢱࣃ 㸦ࣥᅗ1㸧ࢆᣢࡕάᛶ
ほᩘ「ࡀࢡ࣮ࣆࡍ♧ࢆGLucࡣ࡛ ᅗ1 (A)ࠋࡓࡗࢃࡀࡇࡿࡍᙧᡂࢆࢢࣥࢹ࣮࢛ࣝࣇ(ᅗ2)ࡿ࡞ࡃ㧗ࡀ
࡛ᅗ1-(B) (C) (D)ࠊࡋࡋࠋࡓࡗศ࠸࡞ࡣᵓ㐀࡛ࡘᣢࢆ࣮ࣥࢱࣃྜ⤖S-Sࡢ༢୍ࠊࢀࡉ  ࣆࡢࡘ㸯ࡣ
Ⓨගᙉࡽᯝ⤖ࡢᅗ2ࠊࡓࡲࠋࡿ࠸࡚ࡋ၀♧ࡿ࠸࡚ࡗᣢࢆᵓ㐀ࡢ࣮ࣥࢱࣃྜ⤖S-Sࡢ༢୍ࠊࡾ࡞ࢡ࣮
ᗘࡶ᭱ࡀ㧗ࡿ࡞ࡃ᪥3ࡣ᪥┠ࡔศࠋࡓࡗᅗ1ᅗ2ࡀࢢࣥࢹ࣮࢛ࣝࣇࡽኚࡾࢃ㸯ࢡ࣮ࣆࡢࡘ㏆
┠㸰᪥ࡽ┠1᪥ࠊࢁࡇࡓࡗ࡞⾜ࢆDTNB ᐃࡓࡲࠋࡓࡗศࡀࡇࡿ࠶ࡀഴྥࡿ࡞ࡃ㧗ࡶάᛶࡃ࡙
4Υ࡛ࠊࡾ࠾࡚ࡋㄆ☜ࢆῶᑡࡃࡋⴭࡀᗘ⃰ࣥࢸࢫࢩ࣮ࣜࣇ࡚ࡅ 1 ᪥௨ୖࡾࡼࣥࣙࢩ࣮࣋ࣗ࢟ࣥ
S-S ࣮࢛ࣇࡾࡼࡇ࠺࡞⾜ࢆࣥࣙࢩ࣮࣋ࣗ࢟ࣥࡽᯝ⤖ࡢࡽࢀࡇࠋࡓࡗศࡀࡇࡿࢀࡉᙧᡂࡀྜ⤖
ࡼ㔞ᇵ㣴ࡣᚋࠋࡓࡗศࡀࡇࡿࢀࡽᚓࡀGLucࡿࡍᙧᡂࢆྜ⤖S-S࠸ࡋṇࠊࡋኚࡀࢢࣥࢹࣝ
 ࠋ࠺ࢁࡔࡿࡀ࡞ࡘసᡂࡢヨᩱࡓࡋ㐺ᬗ⤖ࡾ
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

ᅗ2 4Υࣥࣙࢩ࣮࣋ࣗ࢟ࣥୗࡢ 
GLuc-C9DࡢⓎගᙉᗘࡢኚࠋ 
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ᅗ㸯 4Υࣥࣙࢩ࣮࣋ࣗ࢟ࣥୗࡢ
GLuc-C9DࡢHPLCࠋࢡ࣮ࣆ 

 ࢢࣥࢹ࣮࢛ࣝࣇ࠸ࡋṇࡣ

 ࢢࣥࢹ࣮࢛ࣝࣇࡓ࠼㛫㐪ࡣ
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(̿A)㏱ᯒ┤ᚋ (̿B)2ࣥࣙࢩ࣮࣋ࣗ࢟ࣥ᪥┠ 
(̿C)3ࣥࣙࢩ࣮࣋ࣗ࢟ࣥ᪥┠ (̿D)4ࣥࣙࢩ࣮࣋ࣗ࢟ࣥ᪥┠ 

 


