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Optimization of Gene Engineering Bacteria Fermentation Conditions for

Expression of Nucleoside Phosphorylase
Huang Jiongwei', Mo Shiyi', Liu Ning’, Liang Jianfeng', Liu Guizhen'
( 1. Kaiping Qianniu Biochemical Pharmaceutical Co. ,Lid., Jiangmen, Guangdong, China 529339;

2. College of Life Science, Xiamen University , Xiamen , Fujian, China 361000 )
Abstract: Objective To optimize the fermentation conditions of gene engineering bacteria for expression of nucleoside phosphorylase
(including PNPase and PyNPase).Methods By adopting the engineering bacteria shaking culture,the absorbance D value was deter—
mined, the protein was measured by the Bradford method,the expression quantity was detected by the SDS - PAGE electrophoresis and
the gel —imaging scanning,so the expression conditions were optimized; the orthogonal experiment was adopted to optimize the fermenta—
tion condition of the 50 L fermentor. Results The initial pH was 7.0 —-7.2 in the shaking culture and the incubation was performed
for 4 h under 30 °C ,then isopropyl thiogalactoside (IPTG) with a concentration of 0.4 mmol /L. was added for 8 h induction and the
bacteria were finally harvested, which could obtain higher biomass and recombinant enzyme protein expression quantity. The experimental
results revealed that the optimal conditions of the 50 L fermentor were as follows: with the initial pH value of 7.0 —7. 2, the incubation
lasted for 4 h under 32 °C ,the bacteria were harvested after adding 0.4 mmol /L. IPTG for 9 h induction. Each liter of fermentation
broth could obtain at least 2 g apoenzyme. Conclusion The expression of gene engineering bacteria can obtain the higher output of nu-
cleoside phosphorylase ,which can be used for the industrial production and establishes the basis of synthesizing the nucleotide analogues
by the enzymatic method.
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1 Gne01 50 L (n=9)
() (h) (mmol /L) (h) (g/L)
1 1(30) 1(3) 1(0.3) 1(8) 2.03
2 1(30) 2(4) 2(0.4) 2(9) 2.37
3 1(30) 3(5) 3(0.5) 3(10) 2.04
4 2(32) 1(3) 2(0.4) 3(10) 2.29
5 2(32) 2(4) 3(0.5) 1(8) 2.24
6 2(32) 3(5) 1(0.3) 2(9) 2.20
7 3(35) 1(3) 3(0.5) 2(9) 2.28
8 3(35) 2(4) 1(0.3) 3(10) 2.24
9 3(35) 3(5) 2(0.4) 1(8) 2.45
I 6. 44 6.47 6.47 6.72
I 6.73 6.85 7.1 6. 85
I 6.97 6. 69 6.56 6.57
K 2.15 2.16 2.16 2.24
K 2.24 2.28 2.37 2.28
K 2.32 2.23 2.19 2.19
R 0.17 0.12 0.21 0.09

23



W(a%vﬂ’ 2014 4 5 237

Drug Identification China Pharmaceuticals Vol. 23,No. 7, April 5,2014
( 536000)
: . Agilent TC = Cis (250 mm x4. 6 mm 5 pum)
-0.1% (4 :96) 1.0 mL /min 207 nm 40 C o
5.04 ~100. 80 pg/mL (r=0.999 9) RSD  0.27%
100.10% RSD  1.81% (n=9). . . . o
: R284. 1; R286. 0 TA 1006 —4931(2014)07 - 0024 — 03

Determination of Ephedrine Hydrochloride in Shixing Tanke Tablets by HPLC
Huang Haiting , Meng (Qingdong
( Beihai Municipal Institute for Food and Drug Control, Beihai, Guangxi, China  536000)

Abstract: Objective To establish a high performance liquid chromatography (HPLC) method for the content determination of ephedrine
hydrochloride in Shixing Tanke Tablets. Methods The Agilent TC - Cis column(250 mm x4. 6 mm,5 um) was adopted with the mobile
phase of acetonitrile —0. 1% phosphoric acid solution (4 :96). The flow rate was 1.0 mL/min,the detection wavelength was at 207 nm
and the column temperature was 40 °C. Results The linear range of ephedrine hydrochloride was 5.04 —100. 80 wg(r=0.999 9). The
RSD of the precision test was 0.27%.The average recovery rate was 100.10% , RSD =1.81% (n =9). Conclusion This method is
rapid, simple and accurate with good reproducibility and reliable detection results, which can be used for the quality control of Shixing
Tanke Tablets.
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