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Effect of TMB-8 on the activation, proliferation and cell-
cycle distribution of the mouse T lymphocytes in vitro

YE Xue-yi, ZENG Yao—yingA, HUANG Xiu-yan, WANG Tong, ZANG Ning, ZHOU Jian-
guo, LIN Chang-le

Institute of Tissue Transplantation and Immunology, Jinan University, Guangzhou
510632, China. E-mail: tzengyy@jnu.edu.cn

Abstract

<FONT face=Verdana=>AIM: To study the effects of [8-(diethylamino) octyl-3, 4, 5 -
trimethoxybenzoate] (TMB-8), an intracellular Ca2+ antagonist, on the activation,
proliferation and cell-cycle distribution of the mouse T lymphocytes stimulated by
concanvalin A (Con A) in vitro. <BR>METHODS: After stimulated with Con A, T cells
were treated with different concentrations of TMB-8 alone and its combination with
cyclosporine A (CsA). The expression of CD69, the early marker of CD3+ T cell
activation, was measured by FACS. The proliferation-related index was determined
by carboxyl fluorescin diacetate succinmidyl ester (CFDA-SE) flow cytometry. The cell-
cycle distribution was analyzed by propidium iodide staining.<BR>RESULTS: After 6
h culture, the activation rate of CD69+ T cell in Con A group was (74.88+1.88)%.
10, 20 and 40 pmol/L of TMB-8 inhibited the expression of CD69 (P<0.01),
especially in 40 pmol/L (52.55%+1.54%). After 48 h and 72 h culture, the PI of Con
A group was 1.24+0.01, 2.05+0.07, respectively. TMB-8 with the concentration up
to 5 pmol/L exerted a definite inhibitory effect on the proliferation with a maximal
inhibition in 40 ymol/L(P<0.01). In the combination of 10 pmol/L of TMB-8 with 25
pg/L of CsA, an evident synergistic effect was observed (P<0.01). Moreover, the
cell-cycle distribution analysis showed that after 48 h culture, the concentration of
TMB-8 over 10 umol/L showed an evident suppression in S
phase.<BR=CONCLUSION: TMB-8 significantly inhibites the early steps of the Con A-
induced T cell activation and proliferation, as well as the progression of T
lymphocytes in S phase.</FONT>

Key words Trimethoxybenzoate T-lymphocytes CD69 Cell proliferation Cell cycle Flow
cytometry
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