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Fig. 1 NKT cell number changes in miR-150KO mice
(a)PCR typing of genomic DNA isolated from the tails of WT and miR-150KO mice. The deletion of miR-150 gene produced a 262 bp PCR product

whereas the WT allele resulted in an 866 bp product. (b) Real-time PCR analysis of miR-150 expression from the thymus and spleen of WT and
miR-150KO mice. (c) Representative dot plots of thymus NKT cells stained by anti-TCRB antibody and a-Galcer- CD1d tetramer from WT and
miR-150KO mice. (d)The frequency(left) and number(right) of TCRB* CD1d-tetramer* NKT cells from the thymus of WT and miR-150KO mice. Each

point represents one individual mouse, and the mean values are indicated by the middle horizontal lines from three to four independent experiments

(3~5 mice/experiment). (e)The representative staining of NKT cells (gated on B220-negative cells) in lymph nodes, spleen, bone marrow, and liver

from miR-150KO and WT mice. (f) The frequency (up) and cell number (bottom) of NKT cells in the lymph nodes, spleen, bone marrow and liver of

miR-150KO and WT mice. Each point represents one individual mouse, and the mean values are indicated by middle horizontal lines from three to four

independent experiments (3~ 5 mice/experiment). Statistical analysis was performed with Prism 5.0 (GraphPad Software). Differences were considered

statistically significant when values of P <0.05.
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Fig. 2 Increased IFN-y production in the a-Galcer activated NKT cells in miR-150KO mice
(a) Intracellular staining analysis of IL-4 and IFN-y expression from spleen NKT cells of WT control and miR-150KO mice after in vivo a-Galcer

stimulation for 4 h. (b) Percentage of IL-4 and IFN-vy positive NKT cells in the WT and miR-150KO mice after in vivo a-Galcer stimulation for 4 h.

Results are representative of three independent experiments (3 ~ 5 mice/experiment). (c) ELISA analysis of IL-4 and IFN-y expression from the serum

of WT control and miR-150KO mice after in vivo a-Galcer or DMSO treatment for 4 h. Results are representative of two independent experiments

(3~ 5 mice/experiment). **P<0.01. [0: WT; H: miR-50KO.
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Fig. 3 miR-150 knockout decreases lung metastasis of BI6BL6 melanoma in a-Galcer treated mice
WT and miR-150KO mice were first inoculated via the tail with 1x10%7ml B16BL6 melanoma cells, and then treated with a-Galcer of 100 wg/kg for

three times, one time every 3 days. Mice were euthanized 3 weeks after tumor inoculation. (a) Representative example of B16BL6 melanoma colonies

on the lungs of WT and miR-150KO mice given DMSO reagent control (up) or NKT cell stimulator a-Galcer (bottom). (b) Distribution of the number

of tumor colonies on the lung of WT and miR-150KO mice treated with either DMSO or a-Galcer. Results are representative of three independent

experiments (4~ 6 mice/experiment).
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MiR-150 Deletion Increases IFN-y Production of NKT Cell and
Inhibits Lung Metastasis of Mice Melanoma Cells"

ZHENG Quan-Hui"™”, ZHANG Ai-Hong?, ZHENG Ai-Hua?, YAO Wen-Bo?,
GAO Jin-Ming®, ZHANG Qing-Bo", Li Juan"
(" College of Elementary Medicine, Hebei United University, Tangshan 063000, China; ® Tangshan Gongren Hospital, Tangshan 063000, China;
3 Tangshan Renmin Hospital, Tangshan 063000, China; * Tangshan Qianxi Traditional Medicine Hospital, Tangshan 063000, China)

Abstract CDld-restricted natural killer T cell (NKT) is a subset of T cells and plays an important role in the
regulation of diverse immune responses. MicroRNA-mediated RNA interference is emerging as a crucial
regulatory mechanism in the control of NKT cell development and function. Yet, roles of specific microRNA in the
development and function of NKT cells is not completely understood. In this study, miR-150 knockout
(miR-150K0O) mice were adopted and the quantities of thymic and peripheral NKT cells were detected by flow
cytometry. Cytokine production was detected by intracellular staining and ELISA. We found that miR-150 deletion
resulted in the decreased number of thymic NKT cells, while peripheral NKT cells did not change in mice.
However, activated NKT cells in miR-150KO mice produced more IFN-y than that of wild type control (WT)
mice. In addition, using B16BL6 melanoma mouse model, we found that miR-150 deletion enhanced the inhibitory
effect of a-Galcer on the lung metastasis of melanoma cells. Our data provide new clues for the specific role of
miR-150 in the development and function of NKT cells.
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