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[ Abstract)
(Mth) Rv0757 gene, and to determine the effect of the protein of Rv0757 gene on ANA-1 cells. Methods We

Objective To construct recombinant plasmid pET28a-Rv0757 with Mycobacterium tuberculosis
recombined the amplified Rv0757 gene into theprokaryotic plasmid pET28a (+ ). The expressed product was
identified by SDS-PAGE and Western blot. Murine macrophages were treated with purified protein PhoP. Survived
cells, lactic dehydrogenase (LLDH), nitric oxide (NO), and cell apoptosis were detected after the treatment. Results
We successfully constructed the recombinant plasmid pET28a-Rv0757. The target protein was confirmed by SDS-
PAGE and Western blot. The protein had no significant effect on cell numbers and LDH activities in the culture
supernatant, but it inhibited the release of NO and apoptosis of ANA-1 cells. Conclusion pET28a-Rv0757 plasmid

with prokaryotic expression was successfully constructed. The targetprotein has no toxicity on macrophages, but it

can inhibit NO release and cell apoptosis of ANA-1.
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Fig 1 The Rv0757 gene was amplified by PCR
M. Marker;1:The PCR amplified products of Rv0757
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Fig 2 The positive recombinant plasmid pET28a-Rv0757 was

identified by digestion of the incision enzyme and PCR
M. Marker; 1: pET28a(+); 2. pET28a-Ru0757; 3: pET28a
(+)digested by BamH [ ; 4. pET28a-Rv0757 digested by BamH
1; 5: pET28a-Rv0757 digested by BamH | and Hind Il ; 6: PCR
amplification from pET28a-Rv0757; 7:
pET28a(+)
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Fig 3 SDS-PAGE of the protein Rv0757 (PhoP)

1: The supernatant of pET28a ( +) with induced; 2: The
precipitation of pET28a(+) with induced; 3: The supernatant of
pET28a-Rv0757 without induced; 4: The supernatant of pET28a
(+) without induced; 5: The precipitation of pET28a(+) without
induced; 6: The supernatant of pET28a-Rv0757 with induced; 7.
The Rv0757 (PhoP) protein after purified
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Fig 4 Western blot of the protein Rv0757 (PhoP)
1: The supernatant of pET32a ( +) with induced; 2: The
Rv0757 (PhoP) protein after purified
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Table 1  Effect of PhoP protein on ANA-1 cell numbers and the
release of nitric oxide

PhoP <

(pg/mL) n CCK-8 (Aus0) LDH (mU/mL) NO (pmol/L)

0 5 0.9424+0.029 1 009. 00449, 22 96.33+3.38

10 5 0.9494+0. 040 1 005.00+41. 88 89.31+4.55*
50 5 0.951£0.029 988.00£57.75 75.46+£2. 44 %
100 5 0.9894+0.065 999. 00+49. 36 63.37+1.68*
150 5 0.936+0.028 1 007.00432. 69 59.48+1.98*

% P<C0. 05, vs. control group (PhoP 0 ng/mL)

%2 PhoP EAX ANA-1 AMBTHHI(%)
Table 2 The effect of PhoP protein on cell apoptosis of ANA-1 cells (%)

PhoP protein

Staurosporine

0 gg/mL 10 [Jg/mL 50 #g/mL 100 p,g/mL 150 yg/mL
- 3.70£1.13 4.4540.78 2.85+0.78 2.75%+0.07 2.65+0.07
+ 31.2520. 49 25.55+7.71 22.35%2.33 16.950. 64~ 11.754+0.35*

% P<C0. 05, vs. positive control group (0 pg/L PhoP protein with staterosporine)
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Fig 5 The role of phop protein in cell apoptosis of ANA-1 detected by flow cytometry

A Blank control; B: Positive control; C, D, E, F: 10, 50, 100, 150 pg/mlL PhoP protein with staurosporine
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