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Study on the Mechanism of Pseudolycorine Inhibiting the Proliferation and Function of Activated T Cell

WU Lihong®, DENG Hongxian®, ZHANG Yunhui®, HUANG Ling®, FAN Shiyi®, JIANG Haijing®, LAI Yi°,

LUO Xingyan?, LIU Yang®, YANG Shuxia®(Chengdu Medical College, a.School of Pharmacy, b.School of Clinical
Medicine, c.School of Laboratory Medicine, d.Research Center, Chengdu 610500, China)

ABSTRACT: OBJECTIVE To explore the inhibitory effects of pseudolycorine on activated T cell proliferation and its
mechanism. METHODS Human T cells were isolated and purified by density gradient centrifugation and the
immunomagnetic microbeads, and activated by anti-CD3/CD28 mAbs or phytohemagglutinin(PHA). Cell proliferation,
apoptosis, CD25 expression and cell cycle were detected by flow cytometry. Level of cytokines IL-2, IL-6, IL-17A and IFN-y
were measured by ELISA. RESULTS Pseudolycorine inhibited human T cell proliferation with anti-CD3/CD28 mAbs
stimulation with an ICso value of (0.97+0.22) pmol-L~! and PHA stimulation with an ICso value of (0.82+0.07) umol-L".
Pseudolycorine did not induce apoptosis of activated T cells and had no significant effect on the cell viability of resting T cells
with the same concentration of inhibiting activated T cell proliferation. Pseudolycorine did not affect CD25 and IL-2
expression, but induced cell cycle arrest in GO/G1 phase. Pseudolycorine significantly inhibited IL-6, IL-17 and IFN-y
expression. CONCLUSION Pseudolycorine does not affect the activation of T cells, but inhibits the proliferation of T cells by
blocking the cell cycle in GO/G1 phase. Pseudolycorine represents a potential lead compound for the design and development of
new immunosuppressive drugs.
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Fig. 1 Effect of pseudolycorine on the proliferation of T cells stimulated by anti-CD3/anti-CD28 mAbs and PHA(Xx £ s, n=3)
A-proliferation level of T cells were induced by anti-CD3/CD28 mAbs; B—proliferation index T cells were induced by anti-CD3/CD28 mAbs;

C—proliferation index T cells were activated with PHA.
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Fig. 2 Apoptosis of human activated T cells treated with pseudolycorine by flow cytometry with Annexin V and PI dual staining
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Fig. 2 Cell viability rate of resting T cells treated with
pseudolycorine (x £, n=3)
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Fig. 4 Effect of pseudolycorine and LY294002 on the expression of anti-CD3/CD28 mAbs activated T cells and the secretion of
IL-2(x £ 5, n=3)

A—flow chart of T cell surface molecule CD25; B-CD25 scale diagram; C—the level of IL-2 in cell supernatant was assessed by ELISA; compared with
0 umol-L! pseudolycorine, VP<0.05.
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Fig.5 DNA content in each cell phase of anti-CD3/CD28 mAbs activated T cells treated with pseudolycorine and

rapamycin(x 5, n=3)
A—distribution of cell phase; B—percentages of cells in the GO/G1 phase; compared with 0 umol-L~! pseudolycorine, VP<0.05.
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Fig. 6 Effect of pseudolycorine and LY294002 on the levels of secretory factors of anti-CD3/CD28 mAbs activated T
cells(x £, n=3)

Compared with 0 wmol-L™! pseudolycorine, VP<0.05.
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