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Standard Plasmid Construction of Endoplasmic Reticulum Aminopeptidase —1 Gene. Feng Yanyan,Wu Weidong , Pu Xiongming. Depart-
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Abstract Objective To clone human ERAP1 ¢DNA and use it as the standard for real — time quantifying ERAP1 mRNA. Meth-
ods Total RNA was extracted from the human skin and reverse transcribed to ¢cDNA using Random 6 mers as primer. Amplified ERAPI
c¢DNA was ligated with pMD 19 T vector and transferred into the E. Coli for replication. The recombinant plasmid picked out from positive
clones was amplified by PCR,and then sequenced. This process was used to calculate the standard concentration of recombinant plasmids
from real — time quantitative PCR constructing standard curve. Results The target fragment of ERAP1 gene was successfully prepared

and the recombined plasmid contained the target fragment was stable and kept its sequential integrity and specificity. A good linear relation-

ship was showed between the Standard threshold cycle number (Ct) and its gradient dilution concentration, amplification efficiency. Con-

clusion The real — time fluorescent quantitative PCR reference standards of human ERAPI gene were successfully constructed.
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