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Study on the Viability Inhibitory Effects and Mechanism of Dictamnine on Mice Spleen Lymphocyte in vitro
CONG Huan, YANG Ying, BAO Yanan, HONG Bo, GUO Lina (College of Pharmacy, Qiqihar Medical
University, Heilongjiang Qigihar 161006, China)

ABSTRACT OBIJECTIVE: To study the inhibitory effect of dictamnine on the viability of mice spleen lymphocyte in vitro and
explore its potential mechanism. METHODS: The primary spleen lymphocytes of mice were isolated and cultured. The cells were
treated with 0 (blank control), 50, 100, 150 umol/L dictamnine for 24 h. MTT assay was used to determine the cell viability;
Lactic dehydrogenase (LDH) assay was used to determine release rate of LDH. Early apoptosis rate was detected by flow
cytometry. Necrosis rate was detected by Hoechst 33342 and PI double staining; Western blot assay was used to detect the protein
expressions of Caspase 3 and Cleaved-Caspase 3 in cells. Comet assay was used to detect DNA damage in cells (reflected in the
proportion of DNA tail area). RESULTS: Compared with blank control, 100, 150 pmol/L dictamnine could significantly inhibit the
viability of lymphocytes (P<<0.01). 150 pmol/L dictamnine could significantly increase the release of LDH (P<<0.05), and release
rate reached 79.37% . 50,

statistical significance (P>0.05). 150 umol/L dictamnine could significantly increase the necrosis rate (P<<0.05), and necrosis rate

100, 150 pmol/L dictamnine could improve the early apoptotic rate of lymphocyte, but there was no

reached 78.64%. 50, 100, 150 umol/L dictamnine could increase the protein expression of Caspase 3, but there was no statistical
significance (P>0.05), while 50, 100 pmol/L dictamnine could improve the protein expression of Cleaved-Caspase 3 significantly
(P<<0.05). DNA damage was induced in a dose-dependent manner by dictamnine, in which 100 and 150 pmol/L dictamnine could
significantly increase DNA tail area (P<<0.01). CONCLUSIONS: Dictamnine can inhibit spleen lymphocyte viability, and the
mechanism may be related to inducing spleen lymphocyte necrosis and DNA damage.

KEYWORDS Dictamnine; Spleen lymphocytes; Apoptosis; Necrosis; DNA damage; In vitro test
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Fig 2 Flow cytograms for apoptosis of cells in each
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Tab 3 Results of early apoptosis rate of cells in each
group(x+ts,n=3)

415 WREE, wmol/L AT, %
2510 R4 2.63+0.46
Blaarel 50 3444075

100 2.61+020

150 2.53+0.11
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Fig 3 Hoechst 33342 and PI double staining pictures
for cell necrosis detection in each group

F4 BEBEAERNELER (x+s,n=3)

Tab 4 Results of necrosis rate of cells in each group
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25 IR AL 424741055
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Fig 4 Electrophoregrams of protein expressions of
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Tab 5 Results of protein expressions of Caspase 3 and

Cleaved-Caspase 3 of cells in each group (x *s,

n=3)
415 W, pmol/L - EFTRIKAN R -
Caspase 3/f-actin Cleaved-Caspase 3/f-actin
2R AL 0.66%0.02 0.56+0.04
FIEERAL 50 0.67+0.01 0.75£0.05"
100 0.70+0.03 0.77+0.06"
150 0.72+0.01 0.6610.01

T 578 PO AL LA, " P<<0.05,
Note: vs. blank control group, *P<<0.05
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Fig 5 Fluorescence charts of DNA damage detection
of cells in different group
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Tab 6 Results of DNA tail area ratio of cell in each
group(x+s,n=3)

415 W, pmol/L DNAJGR XL, %
75 XA 0.40+0.05
A& 50 0.83£0.15
100 294035
150 7234063
55 AT IR A, T P<<0.01

Note: vs. blank control group, " *P<<0.01
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