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Figure legend

Fig 1. Effect of overexpressed TRIM5y, on HIV-1 production. (A) A schematic presentation
of TRIMSy, protein with the domains labeled and domain boundAaries numbered according to
the amino acid residue. (B) 293T cells (2x10%) were transfected with 0.01pug of
pNLApolEGFP together with various amounts of TRIMSot,-HA (hT5aWT or R437C) and
TRIMS5a-HA expression plasmid (thT5c). Note that we used half amount of pRhT50
plasmid for transfection since we found half amount pRhT5o expressed an equal amount of
TRIMS5a-HA protein compared to pHuTSaWT and pHuT50R437C. pCDM-B-gal (0.01ug)
was also transfected as a control of transfection efficiency. The amount of released p24 in
culture supernatant and B-gal activity in the cell lysate from pcDNA3.1-transfected cells was
38ng/ml and 8x 10™" unit, respectively. The ratio of p24 to B-gal activity was set as 1. (C)
Lysates from 293T cells expressing the HA-tagged TRIMS proteins were subjected to SDS-
PAGE, and the expression of HIV-1 Gag proteins and TRIM5o was detected by
immiunoblotting. The order of the samples applied is the same as B. The results of a typical
experiment are shown. Similar results were obtained in four independent experiments. (D)
293T cells were transfected with pYK-JRCSF, pNLA4-3, p89.6 , pSIVmac239 or pSA212
together with various amounts of TRIM5a expression plasmids as in (B). After 2 days, the
amount of released HIV-1 p24 in culture supernatant was measured by ELISA. The progeny
viruses produced were infected to TZM-bl cells, and luciferase activity induced in the TZM-bl
cells was evaluated to titrate the infectious viruses. Both luciferase activity and p24 amount
were divided by B-gal activity in the 293T cell lysates to calculate relative viral titer and
relative p24 amounts. The p24 concentration in the culture medium of pYK-JRCSF, pNL4-3,
or p89.6-transfected cells that did not receive Trim5a, expression plasmid was 193.2ng/ml,

102.7ng/ml or 10.16ng/ml, respeétively. The luciferase activity in the TZM-bl cells infected
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with the corresponding progeny viruses was 8.12 x 10%,3.56 x 10° or 2.03 x 10° relative light

unit (RLU), respectively. The progeny viruses produced from 293T cells transfected with
pSIVmac239 and pSA212 induced 9.62x 10°RLU, and 1.3x 10’ RLU, respectively. The data

represent a typical result of 2 independent experiments.

Fig 2. Incorporation of TRIMSa into HIV-1 virion. Culture supernatants of the 293T cells co-
transfected with pNLApolEGFP and various TRIMSa plasmids were harvested and passed
through 0.45um filter followed by ultracentrifugation through 20% sucrose layer. The VLP
fractions prepared from 1ml out of total 2ml culture medium were applied to immunoblotting
to detect the HIV-1 Gag proteins and incorporated TRIMSa. (A) pNLApolEGFP (0.01ug)
was transfected together with increasing amounts of TRIMS50t,.-HA (hTSoWT or R437C) and
TRIMS5a,,-HA expression plasmid (thT5o) as indicated in Fig.1B. (B) pNLApolEGFP
(0.01ug) was transfected along with 0.1pg of TRIMS0y,,-HA (hT50WT or R437C) or 0.05ug

TRIMSao,-HA expression plasmid (thT5aWT or R441C).

Fig 3. Effect of knockdown of TRIM5c. in human cells on HIV-1 production. (A) HT1080 or
293T cells were co-transfected with pNLApolEGFP and control siRNA or siRNA against
Trim5op,. (B) Jurkat E6-1 cells were electroporated with the plasmid and siRNAs described
above by nucleofection. pCDM-f3-gal was also included in both A and B to monitor the
electroporation efficiency. After 2 days, p24 levels in the supernatants and $-gal activity in
the cell lysates were measured. The relative p24 production was calculated by dividing p24
amount by B-gal activity (right panel of A and B). The p24 levels in the culture media are
indicated on the top of right panels of A and B. The level of TRIMSo. expression was
examined by usual and quantitative RT-PCR. Cells that were not subjected to any treatment

(Nt) were used as blank controls. The pictures of RT-PCR in the left panels represent a typical
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one of 3 independent experiments. The results of quantitative PCR represent the mean+ S.D.

of triplicate samples.

Fig 4. Effect of various TRIMS5as on HIV-1 entry. 293T cells were transfected with
TRIMSo,-HA (hT50WT or R437C) or TRIMS0,,-HA (rhT50) expression plasmid, and then
infected with VSV-G pseudotyped HIV-1-Venus (A). HelLa cells that had been transduced
with various TRIM5a. encoding retrovectors were infected with VSV-G pseudotyped HIV-1-
Venus (C). Forty-eight hours after infection, the cells were harvested and the Venus-positive
cells were counted by FACS. (A and C ) shows a typical result of three independent

experiments. (B and D) The expression of TRIM5a was examined by immunoblot assay.

Fig 5. Effect of various TRIM5as on N-MLV infection. The 293T cells transduced with
various TRIM5a encoding retrovectors were infected with VSV-G-pseudotyped GFP
encoding N and B tropic MLVs. Forty-eight hours after infection, the cells were harvested
and GFP-positive cells were counted by FACS. (A) The left panel includes the means + S.D,
which was calculated based on three independent experiments. The right panel represents a
typical result of 2 independent experiments. (B) The expression of TRIMSois was examined

by immunoblot assay.
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