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Abstract: HIV-protease coding sequence was amplified from HIV-1;;3 RNA by one- step RT-PCR. The
PCR product was inserted into the pet28a expression vector with an additional ATG start codon before
and TAA stop codon after the coding sequence. Positive clone was selected and transformed into E. coli
BL21 DE3. Cells were cultured in LB medium and induced by IPTG. The recombinant protease was
expressed in the form of inclusion body and was up to 40% of total bacterial protein. The inclusion body
was washed by Triton X-100 before dissolved in 8M urea and then applied on sephacyl s-200 H.R
column. The purity of the protease reached 90% after purification. Protease fraction was collected and
diluted in refolding buffer and left at 4°C for 24 h. The diluent was concentrated by ultrafiltration. The
activity of recombinant protease and the inhibiting effect of indinavir were analyzed by FRET with
synthesized fluorescence-labeled peptide. The results above indicates that the method can be used to
screen inhibitor of HIV-1 protease.
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Fig. 1 expression and purification of HIV-1 protease

1, LMW protein molecular weight standard; 2 , lysate of
pet28a-PR/BL-21DE3 cell before induction ; 3, lysate of cell induced by
IPTG for 8 h; 4, inclusion body protein washed by Triton X-100; 5, HIV-1
protease purified by sephacyl s-200 H.R.

%21 %
kDa 1 2
(}? —_— —
6T ———
43 — ——
30 —— —
20 — w-
14.4— 7

2 A IFENES I HIV-1 5 H i
Fig. 2 SDS-PAGE analysis of purified and refolded HIV-1

protease
1, LMW protein molecular weight standard; 2, HIV-1 protease
recovered from refolded diluent.
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Fig. 3  Optimization of reaction buffer
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Fig. 5 Analysis of recombinant HIV-1 protease activity

2.5 Indinavir
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Fig. 6 Inhibition of indinavir on HIV-1 protease activity
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