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The transforming growth factor B (TGF-f) in tumor environment can promote the upregulation of Zinc-finger E-box
binding homeobox and repress miR-200c, and result in tumor growth, invasion, and metastasis by triggering epithelial to
mesenchymal transition (EMT). To find a potential anti-cancer regimen for treatment of aggressive malignant melanoma,
an investigation of the therapeutic effect and molecular mechanism is needed. To this end, we designed a therapeutic
paradigm that using the transcriptional regulation of TGF-B1 combined with injection of miR200c mimics to enhance
therapeutic effect of B16F10 cell vaccine expressing interleukin 21(IL-21) in the glycosylphosphatidylinositol (GPI)-an-
chored form (B16F10/GPI- IL-21) on melanoma bearing mice. An expression vector-based small hairpin RNA targeting
TGF-B1 (shTGF-B1) and tumor vaccine B16F10/GPI-IL-21 were first developed, and the B16F10 cells stably transfected
with shTGF-B1 were then selected. After C57BL/6 mice were vaccinated subcutaneous with inactivated B16F10/GPI-
IL-21 vaccine three times at two week interval, the vaccinated mice were randomly divided into four therapeutic groups:
the B16F10/ PBS group; B16F10/shTGF-f1 group; miR200 mimics group and B16F10/GPI-IL-21+ mB16F10/shTGF-
B1+miRNA200c group. The immune responses, EMT associated molecular expression, tumorigenicity and metastasis
of lungs, livers, kidneys, and inguen lymph nodes in mice were investigated, respectively. The results showed that all
immunized and treated mice significantly indicated increases in the NK and CTL activities and IFN-y level, decreases
in TGF-B1, TNF-o. and CD4°CD25"Treg compared with the mice treated with B16F10/PBS. In particular, the treatment
with B16F10/GPI-IL-21+ B16F10/shTGF-B1+miRNA200c induced a strong immune responses and accompanied with
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