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ABSTRACT Objective: This study aimed to develop a real-time fluorescence quantitative PCR assay for NKG2D ligand mRNA in
human. Methods: The primers for NKG2D ligands and keeping-home gene GAPDH were designed and synthesized according to the gene
sequences from NCBI, The total RNA of tumor cells was extracted by Trizol protocol, and cDNA was synthesized by reverse transcrip-
tase, then the real-time fluorescence quantitative PCR assay was established using SYBR Green 1. Results: The method was efficient and
sensitive for NKG2D ligand detection, which was assessed using standard curve, melting curve and gel electrophoresis analysis. Conclusion:
We successfully detected the NKG2D ligand mRNA in tumer cell lines such as BEC-7402, HeLa, MDA-MB-435 and XWLC-05 by the
method.
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rogen o 1.3 RNA cDNA
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Tab 1 Primer sequences for real-time fluorescence quantitative PCR and products length
Gene Sequences of primers Products length
GAPDH Forward 5'-AGAAGGCTGGGGCTCATTTG-3' 258bp
Reverse 5'-AGGGGCCATCCACAGTCTTC-3'
MICA Forward 5'-AGCGGGAATCACAGCACTCACC-3' 104bp
Reverse 5TAGCAGCAGCCAGCAGCAACAG-3'
MICB Forward 5-GCTGGTGCTTCAGAGTCAACG-3' 186bp
Reverse 5-GCATCCCTGTGGTCTCCTGTC-3'
ULBP1 Forward 5-GCTGGCAGATGAGGAGAGTTG-3' 126bp
Reverse 5'-AAAGGCACAGTGGTGAGTAGACA-3'
ULBP2 Forward 5'-“AATGGGAGACTGTATAGGATGG-3' 153bp
Reverse 5'-ATGATGAGGAGGCAGCAAAGG-3'
ULBP3 Forward 5'“TGGCTTAGGGACTTCCTGATGC-3' 99bp
Reverse 5'-GGTGGCTATGGCTTTGGGTTG-3'
1.4 PCR Targe"CoGapDHO BEC-7402
cDNA PCR 1.5l 10% ACt ANCt= Ct,=Ct,
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Fig. 1 Gel electrophoregram of PCR products
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Fig. 2 Standard curves of target genes and reference gene
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