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Figure 1 TSG101 induced Gag aggregation. HeLa
cells were transfected with Gag-Venus plasmid alone
or co-transfected with the indicated amount of
eCFP-TSG101 plasmid for 48 hr. The green arrows
indicate co-localization of Gag/TSG101.
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Figure 4 TSG101 down-regulated Gag through
lysosomal pathway. 293T cells were co-transfected
with Gag + FLAG-TSG101 plasmids for 24 h. The
inhibitors, BFA1l (Bafilomycin Al) or LC
(Lactacystin) at indicated concentrations were added
and the cells were cultured for 6 h before collecting
total cells for Western blot analysis.
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Figure 2 FRET analysis of Vpr rescued TSG101 induced Gag aggregation. HelLa cells were transfected with
eCFP-TSG101 or Gag-Venus plasmid alone (A), or co-transfected with eCFP-TSG101 + Gag-Venus plasmids (B, upper
row), or eCFP-TSG101 + Gag-Venus + mRFP-Vpr plasmids (B, lower row) for 48 hr. The precision FRET (PFRET)
and FRET efficiency were analyzed by sensitized emission method. (C) FRET ratio (PFRET/eCFP-TSG101) calculated
from B. The white arrow heads indicated co-localization of Gag/TSG101.

A B 250000

Gag WT Gag LIRL 'E 200000 1 VLP
c
Empty O 038 075 15 0 038 075 1.5 pgFLAG-TSG101 3 ™%
£ 100000 -
aGag ‘ — p— ‘ VLP & o000 |
o} o
e - — 300000
ozGag ‘ ‘ £ 250000 - Cells
aFLAG ‘ e o TR o ‘ £ 200000 -
(TSG101) Cells -'E 150000 1
Q_D 100000
oActin ‘W § w0
- G
FLAG-TSG101 (ug) :| 0 0.380.75 1.5| 0 0.380.75 1.5
Gag WT Gag LIRL

c Gag-Venus D N

§ e vie
Empty 0 0.38 0.75 1.5 pgeCFP-TSG101 & 300000
2 'a 200000 -
aGag oy - - VLP g 100000
04
600000
aGag ‘ [ Y —— \ 2 sonooo | Cells
£ 400000 {
aFLAG ‘ = ‘ Cells g 300000 -
(T5G101) “ap 200000 -
. T 100000
GACtin | — —— o
eCFP-TSG101 (ug): | 0 0.38 0.75 1.5
Gag-Venus

Figure 3 TSG101 induced Gag down-regulation and decreased VL P production. 293T cells were co-transfected
with Gag (WT or LIRL, APTAP) + FLAG-TSG101 plasmids (A) or Gag-Venus + eCFP-TSG101 plasmids (C). After 48
hr, the VLP was collected by 20% sucrose cushion/ultracentrifugation method and the total cell lysates were prepared
for Western blot analysis. The Gag intensity of VLP and cell lysate in A and C were compared in B and D, respectively.



