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[⫼ᬒ䡡┠ⓗ] 

⏘ᴗⓗ࡞ᛂ⏝ࡸᏛ⾡ⓗ࡚࠸࠾✲◊࡞㓝⣲ࡸᢠయࡢࡑࡣ㔜せᛶࡀ㏆ᖺ㧗ࡢࡑࠊࡾ࠾࡚ࡗࡲຠ⋡ⓗ࡞⢭〇᪉ἲࡀᮇᚅ࡚ࢀࡉ

ⓑ㉁⺮࠼⤌ࡽࡉᏳࡢࢺࢫࢥ⢭〇ࡸࡉከࡢ㔞ࡢⓑ㉁⺮ࡣ⳦⭠ࠊ࡚࠸࠾ⓑ㉁⢭〇⺮ࡢ࡞㓝⣲ࡸపศᏊᢠయࠋࡿ࠸

Ⓨ⌧ࡢᐟ୍ࡢࡑࠋࡿ࠸࡚ࢀࡽ࠸⏝ࡃࡼ࡚ࡋ᪉࡛ࠊᑒධయࡿࢀࡤάᛶ࡞จ㞟యࢆᙧᡂࡀࡇ࠺ࡲࡋ࡚ࡋၥ㢟ࡉ

ࡾࡼຍࡢⓑ㉁⺮ྜ⼥ࠊᡭἲ࠺⾜ࢆࡋᡠࡁᕳࡢᑒධయ࡚࠸⏝ࢆኚᛶࠊࡣ࡚ࡋᑐฎἲ࡞ࡢᑒධయᙧᡂࠋࡿ࠸࡚ࢀ

ᑒධయᙧᡂࢆணࡵ㜵ࡄᡭἲࢀࡒࢀࡑࠊࡀࡿ࠸࡚ࢀࡽ࠸⏝ࡀ࡞ỗ⏝ᛶࡸᵓ㐀࣭ᶵ⬟ࡢᙳ㡪ࡢ࡞ၥ㢟ࡀᏑᅾࠋࡿࡍ 
ᙜ◊✲ᐊ࡛ࣀ࣑ࠊࡣ㓟ࡢ⁐ゎᗘࢆไᚚࡿࡍ┠ⓗ࡛ࣀ࣑ࠊ㓟ᩘṧᇶࡢ⁐ゎᛶྥୖࢢࢱࢻࢳࣉ࣌ (SEP-tag) ࢆ㛤Ⓨࠋࡓࡋ
ࡶࢆ㟁Ⲵ࡞ࢢࢱࡢ㓟ࣥࢠࣛࣃࢫࡸࣥࢽࢠࣝ≉ࠊࢀࡉᵓᡂࡽ㓟ࣀ࣑ࡢ✀༢୍࣮࢝ࣥࣜࡢࣥࢩࣜࢢࡣࢢࢱࡢࡇ

⳦⭠ࠊ࡛ࡇࡿࡍຍࢆ SEP-tag ࡚ࡋᑐscFv, 㓝⣲ࠊࡣ࡛✲◊ᮏࠋࡿ࠸࡚ࢀࡉㄆ☜ࡀୖྥ࡞ᖜࡢゎᛶ⁐ࡣ࡛ࡢࡶࡘ
 ࡿࡍウ᳨ࢆᢚไຠᯝࡢᑒධయᙧᡂࡢ࡛
[◊✲᪉ἲ] 

䝰䝕䝹⺮ⓑ㉁䛸䛧䛶䚸ᢠ EGFR scFv ᢠయ䛸 TEV 䝥䝻䝔䜰䞊䝊䜢㑅ᢥ䛧䚸䝃䝤䜽䝻䞊䝙䞁䜾䛸Ⅼኚ␗䜢⏝䛔䛶䛭䜜䛮䜜䛾Ⓨ⌧⣔䛸䛧
䛶ᢠ EGFR C9R, TEV C9R䛸䝍䜾↓䛧䛾䝁䞁䝖䝻䞊䝹䜢 pET-15b䛻ᵓ⠏䛧䛯䚹䛣䜜䜙䛾⣔䜢⏝䛔BL21 (DE3)pLysSᰴࢆᙧ㉁㌿ࠊࡋ
ᇵ㣴ࠊⓎ⌧ㄏᑟᚋ୍ࠊ ᐃ㛫ẖࢆࣝࣉࣥࢧࡢᅇࠊࡋSDS㸫PAGEࠊୖ࠸⾜ࢆ Ύ࣭ỿẊ୰ࡢ⺮ⓑ㉁ࡢྜࢆồࠋࡓࡵḟࠊ

ࡿࢀࡉᮇᚅࡀຠᯝࡢࢢࢱࡽࢡࢵ࢙ࢳ⌧Ⓨࡢࡇ TEV200ࠊ࡚࠸ࡘࢮ࣮ࢸࣟࣉmLࡢ୰࡛࣮ࣝࢣࢫⓎ⌧ࡢࡑࠊ࠸⾜ࢆᚋࡢ
⢭〇㐣⛬ࡢࢢࢱࡿࡅ࠾⁐ゎᗘࡢᙳ㡪ࢆㄪᰝࠊࡓࡲࠋࡓࡋ⢭〇ࢢࢱࡓࡋࡁ TEVࠊ࡚࠸ࡘࢮ࣮ࢸࣟࣉάᛶ ᐃࢆ⾜
 ࠋࡓࡵ☜ࢆ↓᭷ࡢᝏᙳ㡪ࡢάᛶࡿࡼࢢࢱࠊ࡛ࡇ࠺
 [⤖ᯝ䡡⪃ᐹ] 
5mL ヨ㦂ᐁᇵᆅࠊࡣ࡛࣮ࣝࢣࢫTEV ࡚ࡋᑐࢮ࣮ࢸࣟࣉ 31,25°C ࡛ୖΎ⏬ศ࡛ࡢ⺮ⓑ㉁ࡀ☜ㄆ࡛ࠊࡵࡓࡢࡑࠋࡓࡁ௨
㝆ࡢ SEP-tagᑐࡿࡍㄪᰝࡣ TEVࢆࢮ࣮ࢸࣟࣉ୰ᚰࡇ࠺⾜ỴᐃࠋࡓࡋTEVࡢࢮ࣮ࢸࣟࣉⓎ⌧⢭〇㐣⛬࠸࠾
ẚ5mLヨ㦂ᐁᇵᆅࠊࡣᇵ㣴࡛ࡢ࡛ࢥࢫࣛࣇࡁࡘ200mL ⩚᰿ࠊ࡚ TEV C9RࡢⓎ⌧㔞ࡀቑຍࡀࡇࡿ࠸࡚ࡋ☜ㄆࠊࢀࡉ
C9RࡀࢢࢱⓎ⌧㔞ࡢቑຍᐤࡀࡇࡿ࠸࡚ࡋ♧၀ࠋࡓࢀࡉ⢭〇῭ࡢࡳ TEV C9R࡚࠸⏝ࢆάᛶ ᐃࡓࡗ⾜ࢆᡤࠊᇶ㉁ࡢ
ࡀࢢࢱC9Rࠊࢀࡉㄆ☜ࡀࡇࡿ࠸࡚ࢀࡉᾘࡀࢻࣥࣂ TEVࢆࢮ࣮ࢸࣟࣉኻάࠋࡓࡗࢃ࠸࡞ࡣࡇࡿࡏࡉ 
  

㸦ⱥᩥ㸧Enhancement of TEV solubility using Solubility Enhancement Peptide (SEP)-tag  


