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Human tumor-related protein hyrdC: prokaryotic expression, antibody preparation and its preliminary detec-

tion in gastric cancer

TANG Xiao-jun'" , BI Jian-wei' , HUANG Sheng-dong”, GONG De-jun®, YUAN Yang® (1. Department of General Surgery,
Changhai Hospital, Second Military Medical University, Shanghai 200433, China; 2. Department of Cardiothoracic Surgery,
Changhai Hospital)
[ABSTRACT] Objective: To prepare pure prokaryotically expressed protein of hyrdC and the monoclonal antibody against
hyrdC, and to detect the hyrdC protein in gastric cancer with the prepared monoclonal antibody. Methods: The target DNA se-
quence of hyrdC was obtained by RT-PCR and subsequently inserted into prokaryotic expression vector pET32a. The TRX-
hyrdC fusion protein was purified and was used to immunize 6-week-old BALB/c female mice to prepare monoclonal antibodies.
The supernants of hybridoma cells were screened by enzyme-linked immunoabsorbent assay(ELISA) and identified by Western
blot. The prepared monoclonal antibody was used to detect the expression of hyrdC protein in gastric cancer and adjacent normal
tissues by immunohistochemical method (SP). Results: The sequence of hyrdC ORF was conformed to the reported in Gen-
Bank. Two lines of hybrids secreting monoclonal antibodies against hyrdC were established, both belonging to IgG2a subtype.
Western blot showed that the prepared monoclonal antibodies specifically combined with human hyrdC protein. Immunohisto-
chemistry (SP) results showed that the expression of hyrdC protein in gastric cancer was significantly higher than that in normal
gastric mucous membrane (P<C0. 001). Conclusion: The monoclonal antibody against hyrdC has been successfully obtained.
There are significant differences in the expression of hyrdC between the gastric tumor tissues and normal tissues.
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tal cell protein of induced sample;3: Purified hyrdC protein
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Fig 5 Expression of hyrdC protein in normal gastric tissues and gastric cancer( X 400)

A:Negative expression of hyrdC protein in normal gastric tissues; B: Positive(+) expression of hyrdC protein in normal gastric tissues;C: Posi-

tive(++) expression of hyrdC protein in gastric cancer;D: Positive(1t) expression of hyrdC protein in gastric cancer
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Efficient new method for extraction and isolation of three flavonoids from Patrinia villosa Juss. by supercriti-

cal fluid extraction and high-speed counter-current chromatography

Peng J,Fan G,Chai Y,Wu Y (Shanghai Key Laboratory for Pharmaceutical Metabolite Research, School of Pharmacy, Second
Military Medical University, Shanghai 200433, China)

[ABSTRACT] Supercritical fluid extraction (SFE) of orotinin, orotinin-5-methyl ether and licoagrochalcone B from Patrinia
villosa was performed. The optimization of parameters including pressure, temperature, modifier and sample particle size on
yield was carried out using an analytical-scale SFE system. The process was then scaled up by 100 times using a preparative
SFE system under the optimized conditions of 25 MPa. 45 degrees C, a sample particle size 40-60 mesh and modified CO, with
20% methanol. The yield of the preparative SFE was 2. 82% (crude extract | ) and the combined yield of orotinin, orotinin-5-
methyl ether and licoagrochalcone B was 0. 82 mg/g of dry sample mass. Then the crude extract | was re-dissolved in metha-
nol and methanol soluble fraction (crude extract|[l , 0.17%) was obtained, which was successfully isolated and separated by a
preparative high-speed counter-current chromatography (HSCCC) with a two-phase solvent system composed of n-hexane-eth-
yl acetate-methanol-water (5 : 6 : 6 : 6, V/V/V/V) by increasing the flow-rate of the mobile phase stepwise from 1.0 to 2.0
ml/min after 3 h. The target compounds isolated and purified by HSCCC were analyzed by high performance liquid chromatog-
raphy. The separation produced total of 38. 2 mg of orotinin at 99. 2% purity, 19. 8 mg of orotinin-5-methyl ether at 98. 5%
purity and 21. 5 mg of licoagrochalcone B at 97. 6 % purity from 400 mg of the crude extract in a one-step separation. The re-
coveries of orotinin, orotinin-5-methyl ether and licoagrochalcone B were 91. 1, 91. 6 and 90. 3%, respectively, and the chemi-
cal structure identification was carried out by UV, IR, MS, 'H NMR and “C NMR.
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