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[ Abstract] Objective The targeting fusion protein XE-TNFam2 produced by the genetic engineered E. coli strain
DH5a/pCW-PL-XE-TNFam2 was shown a prospect to effectively eliminate the HIV in AIDS patients. Its expression level
reached 32% ~36% of total cell soluble proteins. The purpose of this study was to investigate the hereditary stability of this
engineered strain. Methods This strain was transferred on LBAmp*~ and LBAmp ™~ solid culture media day by day as
generation by generation for a total of 100 generations, and then stored at 4°C for 4, 5, 6 months, respectively. Finally, to
check the protein XE-TNFam2 (20.3 kDa) expression levels of each transferred generation strain on LBAmp® and

LBAmp ™~ media cases, respectively, by general protocol for temperature control expression, so as to compare the expression
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levels in the above different cases. The samples were taken from generations transferred for 1, 10, 20, 30, 40, 50, 60,

70, 80, 90, 100 days on LBamp* and LBAmp-media, respectively. Results The protein XE-TNFam2 expression levels

were not obviously changed from the 1st generation to 100th generation under LBamp * and LBAmp ~ cases, respectively ( P

>0.05). Only in the case that after the strains were transferred for 100 generations on LBamp * or LBAmp-media and then

stored at 4C for 4, 5 or 6 months, respectively, the protein XE-TNFam2 expression levels were reduced by 8% .

Conclusions Clis857 sequence, PL promoter and termination T1T2 sequence, existing in this plasmid vector, are three

key elements to maintain such a high expression level. This genetic engineering E. coli strain DH5a/pCW-PL-XE-TNFam2

has good hereditary stability.
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targeting fusion protein XE-TNFam?2
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Fig. 2-1 Expression levels of the fusion protein
XE-TNFam?2 of the engineered strain transferred
for different generations on LB Amp * medium.
M. Standard protein marker; 1. Non-induced sample; 2 ~ 12
Induced samples taken from the strains transferred through 1,
10, 20, 30, 40, 50, 60, 70, 80, 90, 100 days, respectively,

on LBamp * medium.
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Fig. 2-2 Expression levels of fusion protein XE-TNFam2
of the engineered strains transferred for different
generations on LB Amp-medium.

M. Standard protein m arker; 1: Non-induced sample; 2 ~
12 Induced samples taken from the strains transferred for 1,
10, 20, 30, 40, 50, 60, 70, 80, 90, 100 days,

respectively, on LBAmp-medium.
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Fig. 3 Results of optical density analysis of expression
levels of the fusion protein XE-TNFam2 using a laser
densitometer after the engineered stains were transferred
for different generations on LB Amp * and LB
Amp-media, respectively.
Note: The expression levels of the targeting fusion protein XE-
TNFam2 are indicated by its percentage of total cell soluble protein.
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Fig. 4-1 Expression levels of the fusion protein
XE-TNFam?2 of the engineered strains transferred
on LBAmp " medium for 100 generations and then
stored at 4°C for 0, 4, 5, 6 months, respectively.
Note: M: Standard protein marker; 1: Non-induced; 2:
Original induction products of the strain without transfer and
stored at 4°C for 0 month; 3,4,5: Induction products of the
strain transferred for 100 generations then stored at 4°C for O
month; 6,7,8: Induction products of the strain transferred for
100 generations then stored at 4°C for 4 months; 9,10,11:
Induction products of the strain transferred for 100 generations
then stored at 4°C for 5 months; 12, 13, 14 Induction

products of the strain transferred for 100 generations then

stored at 4°C for 6 months.
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Fig. 4-2 Expression levels of the fusion protein

XE-TNFam?2 of the engineered strains transferred

on LBAmp- medium for 100 generations and then

stored at 4°C for 0, 4, 5, 6 months, respectively.
M. Standard protein marker; 1: Non-induced; 2: Original
induction products of the strain without transfer and stored at
4°C for 0 month; 3,4,5: Induction products of the strain
transferred for 100 generations then stored at 4°C for 0 month;
6,7,8: Induction products of the strain transferred for 100
generations then stored at 4°C for 4 months; 9, 10, 11:
Induction products of the strain transferred for 100 generations
then stored at 4°C for 5 months; 12,13,14 . Induction products
of the strain transferred for 100 generations then stored at 4°C

for 6 months.
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Tab. 1 Results of optical density analysis of the
expression levels of the fusion protein XE-TNFam2
using a laser densitometer after the engineered stains
were transferred for 100 generations and then stored at
4°C for 0, 4, 5, 6 months on LB Amp * and LB

Amp-media, respectively.

AEERHEHER LB K
F# % LBAmp ~

TARNEFHERLB
H: ¥ LBAmp *

i 1E] (A )

Time ( months)

0 31.358 £0. 130 31.596 £0. 526

4 31.102 £0. 077 31.168 £0. 206

5 31.333 £0.482 33.834 £0.945

6 33.018 £2.598 33.341 £2.340

Control 36. 364 £2. 400 37.249 £1.963
RN x s,

Note: n=3; P =0.17, compared with the control (time); P =0.85,

compared with the control (LBAmp *, LBAmp ™).
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