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Effect of LY294002 on Wnt/p-catenin Pathway in CML Blastic Cells

Liu Zhangling, Hu Jing, Huang Zhenglan, Li Hui, Li Yajuan, Feng Wenli*
(Key Laboratory of Medical Diagnostics of Ministry of Education, Faculty of Laboratory Medicine, Chongqing Medical University,
Chonggqing 400016, China)

Abstract B-catenin plays important roles in the progression of chronic myeloid leukemia blasts, whereas
the relationship between B-catenin and the key pathways activated by BCR/ABL have not yet been elucidated. To
investigate the impact of PI3K-AKT pathway on Wnt/B-catenin signal pathway, PI3K-AKT inhibitor LY294002
was used in CML blastic cells K562. Cell growth was detected by MTT test. The ability of cell colony was assessed
by colony-forming assay. The protein expression of pAKT (Thr308) was detected by Western blot. The mRNA
and protein expressions of B-catenin and its down-stream targets c-myc and cyclinD1 were analyzed by RT-PCR
and Western blot, respectively. As a result, LY294002 significantly inhibited K562 cell growth and colony-forming
ability in a dose-dependent manner. Meanwhile, the protein levels of pAKT (Thr308) and B-catenin were decreased
in a dose-dependent manner after LY294002 treatment for 24 h, while the mRNA of S-catenin was not affected.
Compared with the control groups, the mRNA and protein levels of c-myc and cyclinD1 were also decreased
obviously after PI3K inhibitor treatment. Our data indicated that blockade of PI3K-AKT signaling inhibited the
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proliferation of CML blastic cells and the mechanism might be related to down-regulated expression of Wnt/

B-catenin pathway.
Key words

transduction
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Table 1 The sequence of PCR primers for each gene

K] PCRF= K J¥ (bp)
Genes Amplified fragments (bp)

EdE514(5'-3")

Forward primers (5'-3")

TESI(-3Y)

Reverse primers (5'-3")

p-catenin 141 bp
c-myc 164 bp
cyclinDI 107 bp
p-actin 225 bp

GTG TGG CGA CAT ATG CAG CT
CACATC AGCACAACTACG
CTC GGT GTC CTA CTT CA
TGAAGT ACC CCATCGAGCACG GCA GAT AGC ACA GCC TGG ATA GCAACG

CAA GAT CAG CAG TCT CAT TC
TTC GCC TCT TGA CAT TCT
TCC TCG CAC TTC TGT TC
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Fig.1 K562 cells growth was determined by MTT assay after
treated with diferent concentrations of LY294002 for 12,24,36 h
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A: K562 cells were treated with LY294002 and cultured for 10 days, the image of colony forming was shown in inverted microscope; B: histogram and

statistics showed the number of colonies per 300 plated cells, *P<0.05 vs control group.
[E2 LY294002%FK56240 A 52 BE 2 AL BE 71 I 200
Fig.2 The effect of LY294002 on the colony forming ability of K562 cells
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A: Western blotf llp AKT(Thr308) 1) & [k 1414 ; B: pAKT(Thr308)

AT 34 B-actinhy 92, *P<0.05, 15X IRZH LA

A: the expression of pAKT (Thr308) protein was detected by Western

blot; B: the relative expression of pAKT (Thr308) to B-actin. *P<0.05

vs control group.

E3 LY2940021E FAKS6240 A8 R pAKT(Thr308)F1, 2 AKTH]

EAFRIEEN

Fig.3 The protein levels of pAKT (Thr308) and total AKT

in LY294002 treated K562 cells
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15484, M: DNA marker DL2000; B: Western blotft I B-catenin ) 2%
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A: the expression of f-catenin mRNA was detected by RT-PCR; M: DNA

marker DL2000; B: the expression of B-catenin protein was detected by

Western blot. B-actin served as the loading control. *P<0.05 vs control group.

[El4 LY29400240 38 3 K562 7 B-cateninE F F1 55 H R iX Y EZ
Fig.4 Influence of LY294002 on the mRNA and protein

expressions of B-catenin in K562 cells
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A: e-mycffimRNAZRIEAR L B: cyelinDIFImRNAZRIEAEAL; C: c-myclFFR (A FIE UL D: eyclinD1 1R AR IATE . B-actin?hy 2, *P<0.05, 554 B2 LA
A: the mRNA level of c-myc; B: the mRNA level of cyclinDI; C: the protein expression of c-myc; D: the protein expression of cyclinD1. B-actin served

as the loading control. *P<0.05 vs control group.

El5 LY2940021E FAK56240 /124 h/5 c-mycFlcyclinD1 B EFE R RIEZTN
Fig.S5 The mRNA and protein levels of c-myc and cyclinD1 in K562 cells after pre-treated with LY294002 for 24 h
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