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Study on the Mechanism of Inducing Apoptosis of AML-M2 Cells in Vitro by Ethanol Extraction of
Hedpyotis Diffusa Willd.

CHEN Zhi!, LIN Shengyun?, LI Jianxin', LI Hui', XIONG Hao!, NIE Yingming', QIU Mei**(J.Department of
Hematology, Wuhan Children's Hospital, Tongji Medical College, Huazhong University of Science & Technology, Wuhan 430016,
China; 2.Department of Hematology, The First Affiliated Hospital of Zhejiang Chinese Medical University, Hangzhou 310006,
China; 3.Clinical College of Chinese Medicine, Hubei University of Chinese Medicine, Wuhan 430061, China)

ABSTRACT: OBJECTIVE To observe the effect of ethanol extract of Hedyotis diffusa Willd. (EEHDW) on the proliferation
and apoptosis of AML-M2 cells Kasumi-1 and its mechanism. METHODS MTT colorimetry and Hoechest staining were used
to detect the effect of EEHDW on the proliferation and apoptosis of Kasumi-1 cells. Western blotting was used to detect the
protein levels of Bcl-2, Bax, caspase-3, caspase-9, Cyto-C, p65, p-P65, IkBa, p-IkBa, IKKo/p, C-myc and AMLI-ETO in
Kasumi-1 cells. RESULTS EEHDW inhibited the proliferation of Kasumi-1 cells. The 0.04, 0.06 and 0.08 mg-mL™' of
EEHDW could induce apoptosis(P<0.05 or P<0.01). It could significantly up regulate the expression of Cyto-C, cleaved PARP,
cleaved caspase-3, cleaved caspase-9 and Bax, but decreased the expression of Bcl-2, C-myc and AMLI-ETO. Meanwhile,
EEHDW could increase the expression of p-P65 and p-IKBa in a concentration dependent manner. CONCLUSION EEHDW
induce apoptosis of Kasumi-1 cells not only related to the regulation of Bax/Bcl-2 expression, but also relate to the activation of
NF-xB signal pathway, which inhibits the expression of C-myc and AML1-ETO fusion gene.

KEYWORDS: ethanol extract of Hedyotis diffusa Willd.; Kasumi-1 cell; apoptosis; NF-kB signal pathway
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Fig. 1 Inhibition effect of ethanol extract of Hedyotis
diffusa Willd. on proliferation of Kasumi-1 cell

Compared with the blank group, "P<0.05, 2P<0.01; compared with 24 h,
)P<0.05, ¥P<0.01.

2 Hoechest 333258 % %4 £ (100x)

A-%*H4l; B-EEHDW 0.02 mg'mL"'; C-EEHDW 0.04 mg-mL™';
D-EEHDW 0.06 mg-mL"!,

Fig. 2 Results of Hoechest 333258 stainin(100x)

A-blank group; B-EEHDW 0.02 mg-mL~'; C-EEHDW 0.04 mg-mL"';
D—EEHDW 0.06 mg-mL~".
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3 Western blotting # A8 X =& & kLWL 1
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Ak, YP<0.05, YP<0.01,
Fig. 3 Changes of levels of apoptosis related protein
detected by Western blotting(x £ s, n=3)
Compared with the blank group, 'P<0.05, 2P<0.01.
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[El 4 Western blotting % # Jll NF-xB fz 5 # % & & K T %
KW BN (x+s, n=3)

A e, YP<0.05, 2P<0.01,

Fig. 4 Levels of protein expression in NF-KB signaling
pathway detected by Western blotting(x s , n=3)

Compared with the blank group, "P<0.05, ¥P<0.01.
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5  Western blotting # | Kasumi-1 48 i 1 & & A F 89 &

K (xts,n=3)

Hasditsg, YP<0.05, 2P<0.01,

Fig. 5 Levels of protein expression in Kasumi-1 cells
detected by Western blotting(x + s , n=3)

Compared with the blank group, "P<0.05, ¥P<0.01.
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