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Cloning of a carrot gene encoding antifreeze protein and
oconstruction of itsplant expression vector

Y INM hg-an',CUI Hong-wen*, FAN Dai-m ng’, GUO L
(1 College of H orticulture,N orthw est Science and T echnology U niversity of A griculture and Forestry,
Yangling, Shaanxi 712100, China; 2 X ijing H ospital, the Fourth U niversity of M ilitary M edicine, X i'an 710032, China;
3 College of L if e Science,N orthw est Science and T echnology U niversity of A griculture
and Forestry, Yangling, Shaanxi 712100, China)

Abstract: Genamic DNA in the seedlings of carrot cultivar A utunn King was extracted with CTAB
method The carrot antifreeze protein gene (afp) was anplified by PCR (Polymerase Chain Reaction). Cloning
vector pTA F of carrot afp w as constructedw ith pU Cm-T V ector. PTA Fw asdigestedw ith EcoR I and became
linear. Itsendsw ere filled w ith DNA Polymerase I Klenow fragnent Then itwasdigestedw ith X ba I and a
designed fragment (afp) with a cohesive end and a blunt end w as released Plant expression vector pB 1121w as
digested with X ba I and Sma I and a linear plasnid w ith a cohesive end and a blunt end w as obtained The
linear plasnid and the designed fragment (afp) were directively ligated with T4 DNA ligase, and the plant
expression vector of carrot afp w as constructed

Key words carrot; antifreeze protein gene molecular biology



