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Fig 1 Residues of HIV-1 IN that are critical for specific
interactions with recombinant SIP1 in vitro. For

pull-down experiments, 10 pg of recombinant SIP1 was

incubated with 10 pg of each His-tagged IN (His-IN),
followed by purification through a nickel agarose column.
The level of SIP1 bound to each IN-nickel agarose complex

was determined by Western blot analysis using an anti-SIP1

antibody.
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Fig.2 Point mutations at V56, A75 abolished revere
transcription during viral infection. At 24 h
post—infection, levelsv of viral gene expression were
determined by measuring the luciferase activity (left)or
the level of viral cDNA synthesis for early (R/U5, middle)

and late (R/gag, right) products of reverse transcription

in cells.

IN-V5

Fig. 3 Intracellular interaction between SIP1 and
IN mutants resulting in a reverse transcription

defective phenotype. Wild type (WI) or IN mutant



expression plasmids with a V5-tag were transfected into
293T cells. For transfection, 1.0 pg of each plasmid for
WT-V5, D116G, N-ter, Cen, C-ter, N-Cen or Cen-C, and 2.5
pg for Y15A, K186Q, delta—KRK or LL241, 242AA was used,
respectively. At 48 h after transfection, cells were
harvested and lysed with RSB-100 containing 1.0% NP-40.
Cell lysate was then subjected to immunoprecipitation
using an anti-V5 antibody, followed by Western blot
analysis with an anti-SIP1 antibody. H and L denote heavy

and light chains of immunoglobulin, respectively.
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Fig. 4 Characterization of intracellular IN
proteins. (Left) 293T cells transfected each IN-V5
expression vector were suspended with CSK buffer
containing 0.5% NP-40. Cell lysates were incubated in
either the absence or presence of 0.2 mM DTSSP at room
temperature for 20 min and analyzed by Western blotting
using an anti-V5 antibody. Cell lysates in were treated
with 0. 2 mM of DTSSP and then analyzed by Western blotting.
The relative ratio of monomers, dimers, and tetramers
after treatment with 0.2 mM DTSSP.

(Right) 23T cells were transfected twice with 100 pmol of
siControl or siSIP1 and then with lacZ-V5 or an IN-V5
expression plasmid with MG-132 or DMSO. 48 h later, cells
were lysed with CSK buffer containing 0. 5% NP-40 followed

by Western blotting analysis

&4

Fig 5. Analysis of IN-IN interaction by using

a monomeric Kusabira-Green (mKG) fragment

complementation assay. (A) Four mKG-tagged IN

expression vectors were constructed by inserting entire

_Tetramercoding sequence of HIV-1 IN to upstream or downstream of
~Dimer  the N-terminal (mKGN) or the C-terminal fragment (mKGC)

~Mumeme0f MKG coding sequence in frame with linker. To increase

the fusion protein expression level, the beta-globin
intron sequence was inserted to downstream of the CMV
promoter (Puy). For negative control, four mKG expressing
vectors without IN sequences were used. (B) 293T cells
were transfected with a pair of each mKGN and mKGC vector.
At 48 hrs post transfection, mKG fluorescent was analyzed
by FACS analysis. Combination of mKG vectors was shown at

bottom of each panel.
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