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Construction of human HCN4 gene eukaryon expression vector and its expression in HEK293
cells

XIE Xiangrong ZUO Guangfeng CHENG Lang WANG Ming CAO Heng WANG Hegui YU Youquan YANG Hao RUI Shibao

YANG Yuwen TANG Shengxing
Department of Cardiology The First Affiliated Hospital of Wannan Medical College Wuhu 241001 China

[ Abstract 1Objective: To construct eukaryon expression vector of human HCN4 gene and transfect it into human embryonic kidney cells ( HEK293) .
Methods: cDNA encoding human HCN4 gene was amplified by polymerase chain reaction then digested with the restriction endonucleases Xhol and EcoR1
and inserted into eukaryotic expressing vector pIRES2-EGFP that was transfected into HEK293 cells by Fugene HD.Whole—cell patch clamp indicated that
hHCN4 gene was transfected into HEK293cells. Results: Double enzyme digestion and DNA sequencing confirmed that the HCN4 gene was completely ac—
curate.GFP was observed in the transfected 293 cells under a fluorescent microscope. HCN4 mRNA expression was confirmed by RT-PCR. Whole—cell
patch clamp recorded ionic currents of transfected HCN4.Conclusion: The pIRES-HCN4-EGFP eukaryon expression vector was successfully constructed
and pacemaker channel HCN4 gene heterologous expression was established.
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Optimizing the ultrasound-assisted extraction technology in isolation of the polysaccharide

from Amusium pleuronectes

HU Wei TANG Xiaoniu
Department of Medical Parasitology Wannan Medical College Wuhu 241002 China

[ Abstract 1Objective: To optimize the ultrasound-assisted extraction technique in isolating the polysaccharide from Amusium pleuronectes. Methods: Tsola—
tion of polysaccharide from Amusium pleuronectes was performed with simple hot water extraction or ultrasound-assisted hot water extraction and polysac—
charide yield was compared pertaining to the two techniques.Then optimal polysaccharide extraction condition was determined by single factor and orthogo—
nal test on water to material ratio extraction temperature and extraction time basis. Results: Polysaccharide yield of Amusium pleuronectes was 1.05% by
simple hot water extraction and 1.71% by ultrasound-assisted hot water isolation in the same condition.Optimal conditions for polysaccharide production by
ultrasound assistance were as follows: ultrasound power at 160 W water to material ratio by 40:1( mL/g) extraction temperature at 90°C and extraction
time for 4 hours.This condition resulted in polysaccharide yield from Amusium pleuronectes by 2.01%.1In addition the water-material ratio and extraction
time had great impact on the recovery rate( P<0.01; P<0.05 respectively) .Conclusion: Ultrasound-assisted hot water extraction may lead to higher poly—
saccharide yield from Amusium pleuronectes than simple hot water isolation technique.
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