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[Abstract] Objective

further study the potential role of p28“"N¥

Kit was used to construct five p289ANK

8(;.’\\IK

investigated. Results Five deletion mutants of p2

in hepatocellular carcinoma (HCC). Methods

To construct the mutants of oncogene p28°** with different ankyrin repeats deleted, so as to

QuikChang Site-Directed Mutagenesis

mutants with different ankyrin repeats deleted and their influences on p53 were also

were as follows; 39-71aa, 72-104aa, 105-137aa, 138-170aa, and 171-

203aa. Agarose gel electrophoresis and Western blotting analysis confirmed the correct construction of these mutants. Wild type

p28°*NE promoted degradation of p53, but the 5 mutants had no noticeable effects on expression of p53. Conclusion

successfully constructed five p28“*™ ankyrin repeat-deleted mutants.

We have

It is confirmed that the regulation of p53 needs the

complete ankyrin repeats of p28“*™*, which paves a way for further research on ankyrin and the role of p28“** in HCC
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Tab 1 Materials needed for construction of the mutants

P fuTurbo® DNA polymerase (2.5 U/pul)

10 X reaction buffer

Dpn | restriction enzyme (10 U/pD

Oligonucleotide control primer # 1 [34-mer (100 ng/pD) ]

25 U
500 pl
100 U
750 ng

5'-CCA TGA TTA CGC CAA GCG CGC AAT TAA CCC TCA C-3'

Oligonucleotide control primer # 2 [34-mer (100 ng/pD ]

750 ng

5'-GTG AGG GTT AAT TGC GCG CTT GGC GTA ATC ATG G-3'

pWhitescript™ 4. 5-kb control plasmid (5 ng/pD
dNTP mix

XL1-Blue supercompetent cells (blue tubes)
pUCI18 control plasmid (0.1 ng/pl in TE buffer)

50 ng
10 111
3X200 pl
10 I,Ll
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Tab 2 Sequence of primers

Deletion mutant

. Y
Primer sequences (5 —>3")

ng(;A\YK dA1
p28GANK A2
p28GANK dA3
p28GANK dA4
p28GANKJAS

GCT ACT AGA ACT GAC CAG GCA GGT TGG TCT CCT CTT CGA AGA GGA GAC CAA CCT GCC TGG TCA GTT CTA GTA GC
GTG AAT GAT AAA GAC GAT AAT GGC TGT ACT CCC TTA CGT AAG GGA GTA CAG CCA TTA TCG TCT TTA TCA TTC AC
GTG AAT GCT GTC AAT CAA TAT GAG GCT ACA GCA ATG GCA TTG CTG TAG CCT CAT ATT GAT TGA CAG CAT TCA C
CCA GAT GCT GCT AAG GAC CAT GAG GGT AAC ACT CCT CTA CGT AGA GGA GTG TTA CCC TCA TGG TCC TTA GCA TCT GG
CAC AAA CAT CCA AGA CAC TGA AAA GAC ACC CCT GCA GGG GTG TCT TTT CTT CAG TGT CTT GGA TGT TTG TG

1.3 REAMHE  H5H0H p28BE 14
ankyrin(39~7laa), % 2 1~ ankyrin(72 ~ 104aa) ,
% 3 4 ankyrin (105 ~ 137aa), % 4 4~ ankyrin
(138~170aa), 5% 5 4~ ankyrin (171~203aa) #17
BRoe, BAK J7 3 i B WL QuikChang Site-Directed
Mutagenesis Kit Bt 5,
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Fig 1 Schematic representation of p28“** and its mutants
ANKI1, ANK2, ANK3, ANK4, ANK5 respresent p28CANK dAT,
p28CANKAAD | p28CANKJA S, p28CANKJAY, p28GANKJAS, respectively
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Fig 2 Identification of plasmid p2

SGANK

M: Marker; 1, 2, 3, 4, 5, 6 respresent p28CGANK, p28GANK AT,
p28CANK A2, p28CANKJA3Z, p28CANKJA4, and p28CANKAAS, respectively
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Fig 3 GOANK

1. p28GANK [ 2. p28GANK(AT; 3, p28GANK (A2, 4, p28GANKJAS; 5,
DP28CEANK A L; 6, p28GANKJAS

Identification of p2 and mutant expression
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Fig 4 Effect of p28°“*™* and its mutants
on p53 protein expression
1: myc-p28¢MNKdAT; 2, myc-p28CANKdA2; 3. myc-p28GANKdA3; 4,

myc-p28CANKdA4; 5 myc-p28°ANKdAS; 6: myc-p28UANK
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