
・pCMV_YF_nluc-rep の準備 
 

                      XmaⅠ 
CMV  5ʼUTR  dC  nluc  FMDV2A  dE  NS1-5  3ʼUTR  HDVRZ   polyA 

 SnaBⅠ 
        SnaBⅠ 
                 pCMV_YF_nluc-rep(12.5kbp) 
 
   AmpR 
 
                ↓amplification 
                ↓SnaBⅠ 
                ↓XmaⅠ 
                                ↓extracting DNA 
                ↓CIP 

                    XmaⅠ 
CMV                          dE  NS1-5  3ʼUTR  HDVRZ  polyA   

      SnaBⅠ 
  
      pCMV_YF_nluc-rep(RR:SnaBⅠ,XmaⅠ)切 CIP(11.5kbp) 
 
    AmpR 
 
 
※ A    : This mark means the 5' side of the A sequence 

A    : This mark means the 3ʼ side of the A sequence 
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・合成 DNA(5ʼUTR)_dC_C-Cre_(FM-DV2A)_XmaⅠ 
 
 
          SnaBⅠ                                       XmaⅠ 
          CMV   5ʼUTR    dC  C-Cre  FMDV2A 
                               (0.774kbp) 
                      ↓XmaⅠ 
                      ↓extracting DNA 
          SnaBⅠ                                     XmaⅠ 
         CMV   5ʼUTR   dC  C-Cre  FMDV2A          (0.766kbp) 
 
                    HincⅡ      XmaⅠ 
 
 

                       pBlueScriptⅡSK(−)(2.96kbp) 
 
 
                                                    ↓HincⅡ 
                                                    ↓XmaⅠ 
                                                    ↓extracting DNA 
                          ↓CIP 
                     HincⅡ    XmaⅠ 
 
 
                                        pBlueScriptⅡSK(−)(RR:HincⅡ,XmaⅠ)  
                                  
                                      rigation 
       SnaBⅠ                                      XmaⅠ 
                CMV   5ʼUTR    dC  C-Cre  FMDV2A 
 
 

(CMV)_5ʼUTR_dC_C-Cre_(FM-DV2A)/pBLⅡSK(−)  (3.69kbp) 
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・pCMV_YF_C-Cre_rep の作製 
 
     SnaBⅠ                                     XmaⅠ 
       CMV   5ʼUTR    dC  C-Cre  FMDV2A 
 
       (CMV)_5ʼUTR_dC_C-Cre_(FM-DV2A)/pBLⅡSK(−)  (3.69kbp) 
 
                           ↓SmaBⅠ 
              ↓XmaⅠ 
              ↓extracting DNA 
 
     SnaBⅠ                   XmaⅠ 
        CMV    5ʼUTR   dC  C-Cre  FMDV2A 
                                                               (0.763kbp) 
         
                 XmaⅠ 
             CMV                       dE  NS1-5  3ʼUTR  HDVRZ  polyA 
                    FM-DV2A3ʼ 
                     pCMV_YF_nluc_rep(RR:SnaBⅠ,XmaⅠ)切 CIP 
                                                              (11.5kbp) 
                  AmpR 
 
 
                             rigation 
                    XmaⅠ 
    CMV 5ʼUTR  dC  C-Cre  FMDV2A   dE  NS1-5  3ʼUTR  HDVRZ  polyA 
 SnaBⅠ 
                 pCMV_YF_C-Cre-rep (12.3kbp) 
 
    AmpR 
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