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Fig. 1 Agarose gel electrophoresis showing pEGFP- N1 and

HLA: G1 fragment
A, B: EcoR1 and BamH 1 restriction fragment analysis of pEGFP-

NI-HLA-Glvector; M : DNA marker: P : PCR fragment of HLA-G 1 .
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Fig. 2 GFP and HLA- G 1- GFP fusion protein expression in different cells

(a), (b) expression of GFP in CHO cells. GFP was diffusely expressed in the nucleus and cytoplasm: (¢) expression of HLA-G 1-GFP in CHO cells,

HLA-GI-GFP was only expressed in the eytoplasm and membrane: (d) expression of GFP in K562 cells: (e) quantity of GFP expression in K562

cells . blue: highest . green: higher . red: high: ( ) expression of HLA-GFGFP in K562 cells : ( g) quantity of HLA-G - GFP expression in K562

cells, blue: highest, green: higher, red: high: (h) expression of HLA-GI-GFP in JAR cells.
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Fig. 3 Expression of HLA- GI- GFP fusion protein the cell surface of CHO
(a) CHO cells; (b) GFP-CHO cells; (¢) HLA-GI1-GFP-CHO cells.
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Fig. 5 [ Ca** 1; distribution in CHO cells indicated by Fura Red

(a) GFP distribution in CHO cells: (h) CHO cells dyed by Fura Red: (¢) overlapped image of {(a) and (b).
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Fig. 6 The change of [ Ca** ]; in target cells during the

recognition of effector target cells
a: HLA-G-CHO: b: CHO: e¢: GFP-CHO.
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Effects of Human Leukocyte Antigen G1 on The Recognition
of NK92 Effector target Cells

TIAN Xing Hui”, ZHOU Jiarr Jun?, FANG Zher Fu”, LOU LiMing", WANG Yun", FENG Mer Fu"™
(V' The L aboratory of Biomembrane and Membrane Biotechnology, Institute of Zoology, The Chinese Academy o Sciences, Beijing 100080, China;
? The Laboratory of Biomembrane and Membrane Biotechnology, Peking University, Beijing 100871, China:

3 College of Life Science, Bejjing Normal University, Beijing 100875, China)

Abstract Human leukocyte antiger G ( HLA-G) is a nonclassical major histocompatibility complex I ( MHC 1)
molecule As the ligand of NK inhibitor receptors, it can transmit the inhibitory signal and inhibit the
cytotoxicity of NK cells. In order to study the effect of HLA-G1 on the recognition of effector-target cells, laser
scanning confocal microscopy (LSCM) and flow cytometry were used to analyse the expression and function of
fulklength HLA-G1 and the reaktime change of [ Ca®* |; (free intracellular Ca®* concentration) in the target
cells. Results showed that fulklength HLA-G1 was expressed in the cytoplasm and on the eytomembrane of
K562, JAR and CHO cells. HLA-G1 partially inhibited the cytotoxicity of NK92 in a 4h->' Cr-release assay.
The [ Ca®* |; in the CHO and GFP-CHO (which expresses the green fluorescence protein) obviously rised after
the addition of activated NK92. The expression of HLA-G1 inhibited this kind of rising. These results
demonstrated that the rising of [ Ca®* ];in target cells is necessary for the effective cell cytotoxicity. The immune

inhibition function of HLA-G1 is possible closely related to the inhibition of [ Ca™ |;in the target cells.

Key words HLA-G1, NKO92 cells, target cells, intracellular Ca** . immunoinhibition
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