
࠙⫼ᬒ࣭┠ⓗ  ࠚ
ᾏὒᛶࢩ࢝ࡿ࠶࡛ࣥࢺࢡࣥࣛࣉ㢮Gaussia Princeps ⏤᮶ࡢ⏕≀Ⓨග㓝⣲ࢮ࣮࢙ࣛࣇࢩࣝࢩ࢘࢞(௨
ୗࠊGLuc)ࡢࡑࡣศᏊ㔞ࡀᑠࠊࡇ࠸ࡉⓎගᙉᗘࡀᙉ࡚ࡋࡑࠊࡇ࠸ATP౫Ꮡ࠸࡞ࡋᏛᛂࡿࡼⓎග
࠸࡚ࢀࡉᮇᚅࡀ⏝ᛂࡢ࡚ࡋⓑ㉁⺮࣮ࢱ࣮࣏ࣞࡢḟୡ௦ࡿࡅ࠾ศ㔝ࡢࢢࣥࢪ࣮࣓࢜ࣂࠊࡽⅬ࠺⾜ࢆ
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ᏑᅾࡃከࡀࣥࢻࢥࣞGLuc㓄ิ୰ࡣࢀࡇࠊࡾ࠶⣙3 mg/ L࡛࡚࠸࠾LBᇵᆅࡣ㔞ࡢඖ᮶GLucࠊࡀࡓ
(Optimized-GLucࠊ௨ୗ)GLuc㑇ఏᏊࡓࢀࡉ㐺᭱ࡀࣥࢻࢥ⏝⳦⭠ࠊࡣ࡛✲◊ᮏࠋࡓࢀࡽ࠼⪄ࡔࡵࡓࡿࡍ
 ࠋࡓࡋᣦ┠ࢆቑຍࡢ㔞ࡢ⢭〇ᚋࡧࡼ࠾Ⓨ⌧㔞ࡿࡅ࠾LBᇵᆅࠊࡋᵓ⠏ࢆ࣮ࢱࢡ࣋࠼ࡳ⤌ࡓ᪂࡚࠸⏝ࢆ
࠙◊✲᪉ἲ  ࠚ
 ඛ⾜◊✲࡛㛤Ⓨࡓࢀࡉ⁐ゎᛶྥୖࢢࢱ(SEP-tag㸸(GDDD) 3ࡣࡓࡲ(GRRR) 3)ࢆGLucࡢCᮎ➃ຍࡓࡋ
ࣥࢽ࣮ࣟࢡࣈࢧࠊᇶࢆ(C9D, C9Rࢀࡒࢀࡑࠊ௨ୗ)pAED4-GLuc-C9Rࡧࡼ࠾pAED4-GLuc- C9Dࢻ࣑ࢫࣛࣉ
ࠊpAED4-Optimized-GLuc-C9R (௨ୗࡧࡼ࠾pAED4-Optimized-GLuc-C9Dࡓࢀࡲ㎸ࡳ⤌ࡀ㐺㓄ิ᭱ࡾࡼࢢ
ࢆ⭠⳦ᰴBL21 (DE3) pLysSᰴ࡚࠸⏝ࢆࢻ࣑ࢫࣛࣉࡢࡽࢀࡇࠋ(Fig.1)ࡓࡋస〇ࢆ (OpC9D,OpC9Rࢀࡒࢀࡑ
ᙧ㉁㌿5ࡋ ml LBᇵᆅ37࡚࠸࠾Υ࡛ᇵ㣴ࠋࡓࡋO.D590nm=0.6㐩ࡓࡋᚋ, 25Υ, 4h, IPTG ⤊⃰ᗘ1mM࡛
Ⓨ⌧ㄏᑟ࠸⾜ࢆSDS-PAGEୖ࡛Ⓨ⌧㔞ࡢቑࢆ☜ㄆࡶ᭱ࠋࡓࡋⓎ⌧㔞ࡢቑࡓࢀࡽࡳࡀpAED4-Optimized 
GLuc-C9D (௨ୗࠊOpC9D)1࡚࠸⏝ࢆ L࡛࣮ࣝࢣࢫ㔞ᇵ㣴ࠊ࠸⾜ࢆHis-tagࡧࡼ࠾࣒࣮ࣛ࢝ࢸࢽࣇ㏫
┦HPLCࡾࡼ࣒ࣛ࢝⢭〇ࡋ⤖⇱ࠋࡓࡏࡉ⇱ᚋࡢ⢊ᮎࢆMALDI-TOF-MSࡿࡼ㉁㔞ศᯒࡧࡼ࠾άᛶ
 ᐃ࡛ࡇ࠺⾜ࢆ┠ⓗ⺮ⓑ㉁࡛ࢆࡇࡿ࠶☜ㄆࠊࡋHPLCࢡ࣮ࣆࡢ㠃✚ࡽ㔞ࢆᐃ㔞ࠋࡓࡋ 
࠙⤖ᯝཬࡧ⪃ᐹ  ࠚ
 ᭱㐺ᚋࡢ㓄ิࡢࣥࢻࢥࡣ⏝㢖ᗘࡍ⾲ࢆᣦᶆࡿࢀࡽ࠸⏝ࡃࡼ࡚ࡋCodon Adaptation Index ࡚ࡋ್ࡢ
ࢆᙉᗘࢻࣥࣂࡢ࣮࣮࣐࢝Ύ⏬ศୖࢻࣥࣂⓗ┠ࡿࡅ࠾SDS-PAGEୖࠋࡓࡋୖྥ࡛ࡲ0.89ࡽ0.64 Image 
J࡛ᐃ㔞ࡓࡋ⤖ᯝࠊᚑ᮶ࡢC9D᭱ࢆࣥࢻࢥࡾࡼ㐺ࡓࡋOpC9D2ࡑࡼ࠾ࡣಸ㔞Ⓨ⌧ࢃࡀࡇࡿ࠸࡚ࡋ
ࠊࢀࡽᚓࡀ㔞ࡢHis-tag, C9D-tagษ᩿๓Ⅼ࡛5 mgࢁࡇࡓࡋⓎ⌧⢭〇࡛࣮ࣝࢣࢫL 1ࠊࡓࡲࠋ(Fig.2)ࡓࡗ
 ࠋ(Fig.3)ࡓࡗ࠶ᗘ࡛⛬ྠᚑ᮶ࡶ࡚࠸ࡘⓎගάᛶࠋࡓࡗ࠶⣙1.6ಸ࡛ࡢᚑ᮶ࡣࢀࡇ
௨ୖࡢ⤖ᯝ᭱ࢆࣥࢻࢥࠊࡽ㐺࡛ࡇࡿࡍⓎ⌧㔞ࡧࡼ࠾㔞ࡢቑຍࠊࢀࡉ♧ࡀⓎ⌧⣔ࢆᨵⰋࡇࡿࡍ
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Fig.1 సᡂࢻ࣑ࢫࣛࣉࡓࡋ

  
Fig. 2(ᕥ) Ⓨ⌧㔞ࡢቑࢆ☜ㄆࡓࡋSDS-PAGEࠋ 
Mࠊ࣮࣮࣐࢝ࡣsupୖࡣΎ⏬ศࠊpptࡣỿẊ⏬ศࠋࡿ࠸࡚ࡋ♧ࢆ 
Fig.3(ྑ  Ⓨගάᛶ ᐃࡓ࠸⏝ࢆࣥࢪࣛࢸࣥࣞࢭ (
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