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5 N\I (A) Hetero dimer (p66/p51) of the recombinant HIV-1 RT (rRT) was generated by proteolysis of the rRT in homo
; . dimer (p66) with HIV-1 protease, as described in the “Methods”. Final preparation of the p66/p51 was subjected
g' 1.0E+05 J— to SDS-PAGE followed by staining with coomassie brilliant blue and western blot analysis with anti-HIV-1 RT
< ~ T antibody. (B) In vitro reverse transcription was performed with 0.83 fmol of HIV-1 RNA and 10 fmol of the pbs-
% \“ .\I sRNA in 20 pl of the reaction buffer containing 0, 0.07, 0.35, 1.7 or 8.7 pmol of the rRT (p66/p51). After
= 1.0E+04 - - incubation at 37°C for 90 min, reaction was stopped by heating at 95°C for 5min. Then, the reaction mixture was
3 o— 1) \‘.;__ - diluted 100-fold by TE and subjected to qPCR analysis using a primer pair of R1-55/AA55. Values were shown as
[+ 1 * copy number of R/u5 in 2ul of each diluted sample. © In vitro reverse transcription was performed with several
106403 ~h--37 amounts of the pbs-sRNA (0, 0.1, 1.0,10 or 100 pmol per reaction) at 37°C or 42°C for 90 min. The copy number
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of R/u5 was measured as described in (B).
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Fig.2.Prin er-dose dependency ofcDNA synthesband s strand transfers. In vitro reverse transcription was
performed with several amounts of the pbs-sRNA (0, 0.1, 1.0,10 or 100 pmol per reaction) at 42°C for 90 min.
Primer-dose dependency of the cDNA synthesis was examined with three different amounts of HIV-1 RNA (0.83,
8.3 or 83 fmol). The copy number of R/u5 (A), U3/u5 (B), U3/pbs (C) or U3/gag (D) in each sample was
determined. The experiment was performed in duplicate for each reaction and the mean value with error bar of
+1 standard deviation (S.D.) of each reaction was plotted.
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FIG 3.Tim e course analysis of DNAs and ther strand transfer. (A) In vitro RT assay was performed
with 83 fmol of HIV-1 RNA and 100 pmol of pbs-sRNA primer and aliquots of the reaction were
periodically harvested at 30, 60, 90 and 300 min after incubation at 42°C. The level of each cDNA
intermediate (R/u5, U3/u5, U3/pbs or U3/gag) was determined by gPCR, as described in Figure 2. The
% of the first strand-transfer of —sscDNA (B), the synthesis of +sscDNA (C) and the second strand-
transfer of +sscDNA (D) were estimated by calculating the ratio of the copy number of R/u5, U3/u5,
U3/pbs and U3/gag in each time point. The experiment was performed in duplicate for each reaction

and the mean value with error bar of +1S.D. of each sample was shown (A-D).
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Fg-4 . Aliquot of each reaction performed for the time-course analysis (Fig. 3) were subjected to southern
blot analysis under denatured condition. (A) Dig-labeled HIV-1 primer R1-25 (Dig-R1-25 probe) was used to
detect —sscDNA. The bands corresponding to —sscDNA (200 nt) and aberrant product generated by self-
priming of —sscDNA (SP) were denoted (#1~#4). (B)In vitro reverse transcription was performed by using HIV-1
rRT (p61/p51), homodimer (p66/p66) , or M-MLV RT lacking RNaseH activity. Aftter 300min incubation, the
level of —sscDNA and its aberrant products generated by each rRT was examined by southern blot analysis
using Dig-R1-25 probe. Dig-labeled HIV-1 primer R1-25 (Dig-R1-25 probe) was used to detect —sscDNA. The
bands corresponding to —sscDNA (200 nt) and aberrant product generated by self-priming of —sscDNA (SP)
were denoted by (#1~#4), respectivelly.
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FIG 5. Stim ulktory eflects of HV-1L NC.  HIV-1 RNA (68 pmol) and pbs-sRNA (100 pmol) were pre-incubated with
serial dilutions of sNC (0, 5, 10, 15 or 30 pmol) by ddw for 5 min at 37°C. The same serial dilutions of sNC that were
pre-treatment of with ZnCl, (with Zn) or without ZnCl, (w/o Zn) were examined in parallel. Reaction was initiated
by adding the reaction mixture containing 1.7 pmol of rRT (p66/51). After incubation for 300 min at 42°C, each
reaction was subjected to gPCR analysis. The % of the first strand-transfer of —sscDNA was estimated as described
in Fig. 2. This experiment performed at least three times and representative result was shown. Significant of
stimulatory effect of each dose of SNC was examined by student t analysis (***p<0.001).



