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VAMP4/syntaxin6/syntaxinl6/Vtila 2>5 k5 soluble N-ethylmaleimide sensitive factor
attachment protein receptor (SNARE) complex MEHH9 A/ MEEENEH L TWNWAZ &%

HOMT LT,

WFFER R OMESE (33C) : We show that, when parental Chinese hamster ovary (CHO) cells are
briefly exposed to *H-cholesteryl linoleate (CL) labeled-LDL, newly liberated *H-LDL-CHOL

appears in membranes rich in trans—Golgi network (TGN) long before it becomes available

for re—esterification at the endoplasmic reticulum (ER) or for efflux at the plasma

membrane. In mutant cells lacking NPC1, the appearance of newly liberated *H-LDL-CHOL

in the TGN-rich fractions is much reduced. We demonstrate that knockdown by RNAi of 3
TGN-specific SNAREs (VAMP4, syntaxin 6, and syntaxin 16) reduces »/=50% of the LDL-CHOL

transport in intact cells and in vitro.
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Fig.1 Association of °H-LDL-CHOL with
syntaxin 6-rich and syntaxin 16-rich
membranes in intact 25RA cells. The 25RA
and CT43 cells were pulsed with *H-CL-LDL
and chased in Medium A for 20 min. (A and
C) The PNSs were immunoadsorbed with
rabbit (antisS16)
antibodies or nonspecific rabbit
antibodies (CNTL). (B and D) The PNSs were

fractionated by OptiPrep density gradient

anti—syntaxin 16

ultracentrifugation; the syntaxin 6-rich
fractions (fraction 5) were isolated and
immunoadsorbed with rabbit anti—-syntaxin
6 (antiS6) nonspecific
rabbit (CNTL). (A and B)
Associated proteins were analyzed by

antibodies or
antibodies

immunoblot using appropriate antibodies
as indicated. The 25RA cells were used. (C
and D) °H-LDL-CHOL counts in the eluates
were analyzed after lipid extraction and
TLC. Values are
percentage of total labeled sterol (C).
The data are means & SD from 2 experiments.
% P < 0.05 by Student’s t test.
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Fig.2 Syntaxin 16 KDs reduce *H-LDL-CHOL
re—esterification in intact 25RA, WT cells,
or reconstituted 25RA cell system. The
25RA, CT43, or WT cells were transfected
with control (CNTL) or syntaxin 16
(iS16,-1S16,) siRNA and incubated for 72 h,
then pulsed with  *H-CL-LDL. (A)
Re-esterification in the 2bRA or CT43
cells; chase time, 3 h. Data are means =+
SD from 3 experiments. B)
Re—esterification in the WT cells treated
with or without 0.3 uM U-18666A; chase
time, 6 h. Data are means * SD from 2
experiments. (C) Efflux to CD in the 25RA
cells; chase time, 3 h. Data are means =+
SD from 3 experiments. D)
Re-esterification in reconstituted 25RA
cell system. Incubation time, 3 h. Data are

means = SD from 2 experiments. %%, P <
0.01 by Student’s t test.
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Fig. 3 Expression of hepatic transporters
in CRF rats.
Expressions were determined by real-time
RT PCR. #*:P < 0.01 compared vs control
Values are expressed as mean *SE

and metabolic enzymes
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Fig. 4 Correlation between SCr and the
expression of hepatic transporters or
metabolic  enzymes. Expressions were
determined by real-time RT PCR.
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