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Retraction

Dear Editor of Progress in Biochemistry and Biophysics:

I request to retract the paper published in Progress in Biochemistry and Biophysics: Muncl8c is Dispensable
for Insulin-stimulated GLUT4 Translocation in Adipocytes. 2014, 41 (11): 1144- 1154. Since not all the
contributors to the paper were informed before publication, now all the authors agree to withdraw the paper. 1

deeply apologize to the editors of Progress in Biochemistry and Biophysics and readers.
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Syntaxin4 5 Munc18c [ %, FA1FIH Muncl8c
FER R/ C 2 A5 75 3 2 i (botulinum toxin
type C light chain, BoNT/C)KiAMH4E &, IE4i R
W] Munc18c 2k Jf A4 %W GLUT4 (1) b i,
Munc18¢ IAF{E 5 A 25 5% W9 2| Syntaxing 714
MO e A, FATE RN, 75 Muncl8c F1T)fE
P Syntaxin2/3 BRI OLF ., GLUT4 4412 5
Muncl18b HHEHR. A JETE Muncl8c Hf A2 ik 2
1. BoNT/C %% %% Munc18c & [K] i [5: /1> B IR fif 1
21 ¢ 41 Jfid (mouse embryonic fibroblasts, MEFs) 71t
321 AR W7 40 e, HA-GLUTA4 5 40 Jifo 15 fik
M EIFRAWNE X . AT FE N
HA-Syntaxin4 #1 V5-Muncl8a.  V5-Muncl8b.
V5-Muncl8¢ TR — i 1 s 2 L ) A
% 3T3-L1 G40 f. Syntaxin4 5 Muncl8c HA
SRZAH B AE M, 1A & Munc18a 8¢ Muncl8b.
SR, 16 4 T HA-Syntaxind 1 % 5% 95 7 1)
Munc18c 3 [X] fiit 4 1) MEF 434X 1 i 10 40 o v
fE §t /b Muncl8c Hf Muncl8a FI Muncl8b 5
Syntaxind KILH TS KA BAER . UL B &
W], Syntaxind W] HELER L AP GLUT4 Feizid f2
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1.1 ##

Syntaxin4 $T & H# #& Tellam [¥) 75 32 il 4% ©;
VAMP2 $i4A M H Invitrogen 23 & ™; Muncl8c $t
AR Widberg Tk 1) 77 24 451; Munc18a 4L
& W) H Thomas Siidhof (University of Texas
Southwestern, TX); /MR $T HA Hii&(16B12 peptide)
JJ H Covance Research Products (CA, USA); /)i
Pt V5 HiAAIE B Invitrogen (Carlsbad, CA, USA);
BP0 AT AR BT 20 40 G kbR Il 1 — H10W H Rockland
Immunochemicals (PA, USA); Cy3 1 Cy5 #xic [
“ Pt H Jackson ImmunoResearch (West Grove,
PA); Pt 14-3-38 PR FI /N BT GFP Bkl B
Santa Cruz Biotechnology (Santa Cruz, CA);
C57Bl/6] 15 5% If) Muncl8c 4% & /) il H Masato
Kasuga (Kobe University Graduate School of
Medicine, Kobe, Japan)!9. Muncl8c H #5 J¥ 7
(5" acaggaaucucaggtttattt 3" ) Al 3E H Fx £ il )7 71
(5" nnuaaggcuaugaagagauac 3') siRNA fH Dharmacon

(Dharmacon, Inc., IL, USA)&TIHIH5 K.
1.2 A&
1.2.1 iRk gt

pEGFP-C1-BoNT/C ¢cDNA M Robert Burgoyne
#$Z (The University of Liverpool, UK)4b 3k 15 .
V5-Muncl8a. b Fl ¢ ¥ 4% 5 j % 1) #4 ¢ 2 Jf i
PCR ™ 3 ¥ s A~ VS st vl 7 51 3 /b |
Muncl8a. b, ¢ [f] cDNA ¥ N ¥ i 3K 7. )
BP & W # PCR /= 9 v P 1f N pDONR221 # f&
H1. V5-Muncl8-pDONR221 ¢ [ & /A K ] LR 4]
BE pQCXIP 1 % 5% 9 B¢ & ik # ik . 2 R
Syntaxin4. 2 [¥] ¢cDNA /& M >k H T R. Scheller
(Genentech, South San Francisco, CA, USA)[¥]5¢
/N, Syntaxind. 2 pBluescript JURi§ 34, PIATIH
HA $iJivhg 7% 51 2 Syntaxind F1 2 (R 5%, H
WereFE It N pBABE 10 i i #5 K IA B4R R
1.2.2 G

B R0 g 0 4l i >k 5 T MEFs!. £§ 7 K5I
34k, 1 0.05% 1 trypsin-EDTA (Gibeo) ik 4T 1
1k, il 400 g B0, AR5 PBS % 1 Ik
B 225k B IS IR B4y, B8eJia P Cytomix ¥ H &
M, AN 20 wg BRI ZARF A 400 wl. Ki 40
AW A 4 mm H b, K%, H BTX 830
Electroporator (Biocompare, South San Francisco,
CA, USAHHAY, HE 250V, Hiti20ms. Hil
Joi B R A M AR VR gelatin (OBE A b 40 B ILS
BE2 RRIRTH 75250, SRI0ny, Aasigid 2h
DL EJE MG R TR M L. SE56 T M4y KRBB
(%47 mmol/L ): 129 NaCl. 4.7 KCl. 1.2 KH,PO,.
5 NaHCO;. 10 Hepes. 3 Glucose. 2.5 CaCl,, 1.2
MgCl, 1 0.1% BSA (pH 7.2)18. ZHWF57 o 5 2 1)
WIEh 100 nmol/L, BRHFHRIEWIAN, FrailA4y
T Sigma A #].
1.2.3 TIRFM & /% RE 5 T

TIRFM & B 2 38 i L5038 SO 10 N S £ R S B
(R0 7 488 nm WOGF I & H B BE AN 1 (n=
1.518), HILBRMMZEHREA 113 nm. AEEIEE
B LR YL T GLUT4-eGFEP (1) 43 (5 6 40 ..
FH &R B 43 100 nmol/L 9 i B 2% 7R 40X 24 40 i,
GLUTA4-eGFP [1]5¢ 64338 1k TIRFM )18 IS A4
ARSI
1.2.4 MEF AR5 48 BRs2H 73 (1) 2l A i f 928 D 7E

S UKV 1R PBS BEVR 40 i 3 3, b &
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Wl 9 R 0 el 1 I A R Y HES 22 ob i
(20 mmol/L HEPES, 10 mmol/L EDTA, 250 mmol/L
REWE, pH7.4). HJJREEI4M5, 430 4 22G
BE S RS 2 AT 27G B Sk 7R 5 28 W 41 g 12
W K IZIBA 500 g B0 10 min J5 3G,
£ 18 000 g .0 20 min [MIRAF I T AL . IRAG
(PR il 48 1 o R R B 2R TR s TG Y A4t i v UK
(SDS-PAGE)7E 10%[¥ 70 & e EdEAT 04—
RIS, BN FLIE AR T A R B () AR
F. |E S a2 3] PVDF I F, 3
ZEML(PBS H I 2% WG 2 W AT 0.1% Rk 20)
AT, RIGHEH PN TIR g, B
I i MR I 2 3 Ik, PRI LA G4k} 800 A
W =P T E . 5o H Odyssey IR 4 & 4t
7t 800 nm 155 # B N X BLUEAT 14

1.2.5 HA-GLUT4 1 % 5% 955 B 1) £ Fl MEF 4 fig
(1)

F IR B4 A 5 30 5% 5% i 75 4044 pBABE-HA-
GLUT4 % %* Platinum-E 3540 fg0. 48 h Ji5 I 4
O T SO R RUORL I B IR A5 H 4 ml 55 5 J0RE
I RE TR YL 10 cm B IR ML 2 x 10° MEF 41 Jid,
24 h J& 7] i puromycin BFEATIH .

1.2.6 WOLILR B W% 4 2 HA-GLUT4 4
Y JS 4% €, P )

¥ MEF 301 G 107 40 3 R e e s v b
T 3% % B PBS W 2, H & 2% (wh)
BSA (1] PBS ¥ =t A, R )5 FH B Pt HA TR (Fioke
FE 11200008, diMugidnic BS54 Cy3 bridif —
Pr. A8 IEH S AT 22 (100 nmol/L) PR A& &L &
I & 215 HA-GLUT4 (1)1 95 40 ff 30 min Ji5, FJH]
WOt 3L 2R A 1 18 708 X 4l B ik 4T 2 AT (Leica
Microsystems, Wetzlar, Germany), HJ Leica 1L %
FEBAE T AL 3 I3 1 HCA-Vision #4455 1F 5 A
Jig 15y 2% A L) AN R 5 R % Ol 5 3R AT 8 B4 A
(http://www.hca-vision.com/).

1.2.7  D-2- JI 48U 2 B R AL S 6

W o AL 40 B2 43 21 12 FLBRh, 4R TG
MEYLE 2 h f5, 264 1 nmol/L 5¢# 100 nmol/L
52 1) KRH % (25 mmol/L HEPES-NaOH pH 7.4,
120 mmol/L NaCl, 5 mmol/L KCI, 1.2 mmol/L MgSO,,
1.3 mmol/L CaCl,, 1.3 mmol/L KH,PO,) ' % &
20 min, ARJ5 R IIA 50 pl % 0.5 mmol/L
2-deoxy-D-[1, 2-*H]glucose (0.25 pCi)ff] KRH %5 ¥,

5min i, FIVKIEM KRH %ML 3 &, &1Lt
5. AN, PR AN & AN LI BUR
PEFETELEY.
1.2.8 Sttt

TR AEBC R PEAOTREA KIS R« + 5.
2 p<0.05 I NFR AT Ge ik 28 X
1.2.9 40 0 2R G iie e Y.

44 10 em [IRFFRILQ DMAIEGE, 2 M
T SR8 BRI ) AE AN I 5 FR L 37°C /5%
CO, 1F R 2 h. BL 2 NS IR Al I e,
1 AN R A I ) v B 100 nmol/L i 8 1 25 il 3k
5min. 285K 40 Mo 72 20K VKIS 1) PBS YEE
3 K. KA 10 om 5 SR LA 1) 40 il 5 SR TN
300l PRV A7 5 A B 1 A0 1 750 R0l 7 Tt 4 )
7] 1) 24 i 2% b W (20 mmol/L Tris-HCI pH 7.4,
150 mmol/L NaCl, 1% (v/v) Triton-X-100). 2XJ5 73
AT 22G BE SR VRSN S8 AT 27G BE Sk VTS 4%
T 10 R0 2 IR, KBRS IAE 18 000 gv 4T &Y
> 30 min.  HER _FiE R 400wl AiZ EE R L
40 wl(10% 1 Ay G EN R S50 TR 6 BEAE ). Fl4x
FERE AT VS PURMMIIERERR & 4C T H;
FRA. HEFRE, FRBEHEEEH 400 wl 0KiE 1)
RSP PP YE 4 Ik, B 400 wl UK 1) PBS
PE2 ¥, 1000 g B0 2 min, WeZs BiE. A
40 pl 4 5L SDS - FEZE pBlls B A vk
%, 100°C fn#k 5 min 5, 2000 g Z5.0> 3 min. )
V6 B K R ik SDS-PAGE JI2 i %35 B[ 28 5 K1)
P VS FIdT Syntaxind (HUAREAT 7347

2 & R

2.1 RERAZARESH, Muncl8c ERETEAE MRS
AR TRFEREEFENS GLUT4 LI

SM & [ 1] Munc18c #A A A2 N5 7 4i i o s
i 5 t-SNARE %5 [ syntaxin-4 #1454 K H# GSVs
(GLUT4 storage vesicles, GLUT4 fifi £7539) -5 41 Jfy
JEE A RS . s, AT I T ) A
Munc 8¢ F K1V ER IR 7 240 Hf o JB % 22 30 1) 4
ZPRERRI. A5 4] 100 nmol/L i & 25 3% 2.
Ja (Kl 1a), Munc18c FPRTER 1R i 107 40 i A6 i 4
ST, B FE RN )R A W S X
A XU T WYERTER GLUTS #4245 Munc18c
SRR . ARIETRH, BERET VpsdSp (— P
Seclp/Munc18 (SM)# 1) 12k 2 8 Tig2p (—
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F syntaxin-like SNARE %5 1) 1] F# /%, Munc18a 1 Syntaxing [FHEI> T 50% (& 1b). X — KL%
BB /N U, Syntaxind (R E K-t 23 AL H] 7 Muncl8c F1 Syntaxin4 X Py F & (2 [A] () AH T
Eix e i S, AT siRNA KI5 05 40 i H KA, HIEAIFE4 I ol e & DU S I AP E
FrEE [ Muncl8c sk T 21 90% )5, KILAM  fE1E.

(@) (b)
.%’ © 140 3T3-L1 adipocytes
g %5120y Control SIRNA Muncl8c SiIRNA
5 g = 100 loading loading ot:
z 0.5 xI 0.5 x1
g _i z 8ot X X X x
é ZTE 60t —— . Muncl8¢
£33 % :
;E 20| —— . o Syntaxind
L mm

Basal 100 nmol/L Insulin

Fig. 1 Insulin-stimulated glucose uptake in Munc18c KD adipocytes
() Insulin-stimulated glucose transport in Munc18c¢ KD adipocytes. Uptake of 2-deoxy-D-[1, 2-*H] glucose was assayed in control or Munc18c siRNAs
adipocytes stimulated with the indicated concentration of insulin. Data represent x + s of three independent experiments and are expressed as fold
stimulation of glucose uptake relative to that without insulin. Il : Control siRNA; [ : Munc18c siRNA. (b) siRNA mediated knockdown of Munc18c in
3T3-L1 adipocytes results in a co-incident downregulation of Syntaxin4 protein expression levels. 3T3-L1 adipocytes were electroporated with control

or Munc18c siRNAs. After 72 h, whole cell lysates were prepared and immunoblotted for Munc18c¢ and Syntaxin4.

FRATTR) FH 42 4 R 9% 6 W 0B (total internal  FS6HBR B AT GLUT4 % 1& (¥ i )3 #5404 B
reflection fluorescence microscope, TIRFM) il T 2. O T A siRNA X Muncl8c PR P71 BR 1) 3L
3T3-L1 JIG W5 40 M i i 28 2 0 2806 B R, AE 3T3-L1 IR W 4 i b, R T X B4 A
(enhanced green fluorescent protein, eGFP)#x it [ siRNA 4t 2 (1) Muncl8c £ [, 18 ik b5 ENF L 5,
GLUT4 #iz. AT HiMATTEY], ik eGFP A UH A E 3 Muncl8c & 142 siRNA AL 5 47
FRic i) GLUT4 76 TIRFM o] LUE 2 3T3-L1 IR AR& 225 1k (8] 2¢). X3 B Munc18c % KT
41 P S GSVsUS B R ILAE Munc18c Jik /b 1) BRXT IR 5 2K GLUT4 #5127 il 2 52,
LT, TCRAES) )2 (8] 2a)i8 2 B A2 A (18] 2b)

(a) (b) © .
3L 12+ 3T3-L1 adipocytes
210 Control siRNA Muncl8c siRNA
2 = - - Blot:
s S g loading loading
5 Fay x0.5 x1 x0.5 xl
£ 2t £ 6
% s 4 — Muncl8c
= S y
S 2
. < - D aass G- 433
. . . 0

0 10 20 30

. Control siRNA Muncl8¢ siRNA
t/min

Fig. 2 Insulin-stimulated GLUT4 trafficking in Munc18c KD adipocytes
(a) Time course of the change in fluorescence induced by insulin within the evanescent field in Control (n=35 cells) and Muncl8c siRNAs (»n=50 cells)
adipocytes. Fluorescence was normalized to the value prior to insulin application. e— e : Control siRNA; e— e : Munc18c siRNA. (b) x + s of arbitrary
units of the change in fluorescence from (a). Data represent the fold increase in fluorescence induced by insulin from 0 to 30 min. (¢) siRNA mediated
knockdown of Muncl8c in 3T3-L1 adipocytes. 3T3-L1 adipocytes were electroporated with control or Munc18c siRNAs. After 72 h, whole cell lysates

were prepared and immunoblotted for Munc18c and 14-3-3. 14-3-3 was used as a loading control.
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2.2 Muncl8c HYER KA &M MEF 4 1v. & A5 B 48
R iR B R R GLUTY %15

FH T Munc18c 3 Rl i BR 5 A7 5 i g 5 22
MBI GLUTS Fia . FRATTIA A v] g & JE B G
LIS 100%19%%% . T LA Muncl8c 5 AR /)
B (Munc18c ko) ) JIi JIi7 41 fifd 5% 45 W GLUTA4 [f) 4%
1. Muncl8c BRI/ BRI H T8 A2 B0
MG, DRIk B AL DA R B /s UV G 1F) MEFs 48 fifd
W o3 A s N 7 40 M 2. % I B /> Muncl 8¢ X

Ak, Muncl8c A W] WL /D> T Syntaxing £
MRk &, 1% Muncl8a. Muncl8b. Syntaxin2
M VAMP2 [FJZRIERA (K 3a). kil MEF
AL I RE T 48 L rf eGFP KRG I GLUT4 #3158, R
B Muncl8c (1R TR TES) J) 2 (K] 3b)id 2% =
A 3¢) b, 0B B Z AT GLUT4 4 iz # ik
. IX A Muncl8c K& AITER ) 3T3-L1

JT 07 440 B B B 2ROV GLUT4 32 21 i 1)
ST e A 2.

AUC(arbitrary units)

MEF 4} 7344 BT 07 40 B 1 e 0 Ve A =5 52
(@) wt ko (b)
P Muncise 201
et
et S
— Syntaxin4 § L5¢
o
_ Syntaxin2 -
IR P2 y
- (433 "0 10

t/min

20 30

Muncl8c wt  Muncl8c ko

Fig. 3 Insulin-stimulated GLUT4 trafficking on the kinetics or magnitude in Munc18c ko adipocytes

(a)Immunoblot analysis of Muncl18c ko adipocytes protein lysates. Lysates prepared from MEF-derived adipocytes of Munc18c wt and ko mice were

subjected to immunoblot analysis with antibodies specific for the indicated proteins. 14-3-3 was used as a loading control. (b) Time course of the change

in fluorescence induced by insulin within the evanescent field in Munc18c wt (n=16 cells) and ko (n=28 cells) adipocytes. Fluorescence was normalized

to the value prior to insulin application. e— e : Muncl8c wt; e— e: Munc18c ko. (c) x + s of arbitrary units of the change in fluorescence from (b). Data

represent the fold increase in fluorescence induced by insulin from 0 to 30 min. wt: Wild type; ko: Gene knock out.

2.3 Muncl8c AYER K A< #2 i Syntaxind 7 R IR &
B RE AL

T R NI TR, 5EAERUN AL,
Munc18c & K i B /)N B 40 g 1) Syntaxing 25 1 7%
B> T 4 60%( 4a, b). W] T HE B 40 i

(2)

Total cell lysate PM

ko

wt

-——

wt ko
P _ Syntaxin4

Muncl18c 7] fig & il ik 55 Syntaxing J& % & & 9 i
Syntaxind fa 2 KL M. SR1T, Muncl8c & A i
/N BT 0 40 5 JE | Syntaxing [ LD T 4
20%( &l 4a, b). X3 B Syntaxing 7£ i 5t I ¥ 52 A
A BEH A TEA BT Muncl8c.

(b)

S L o =
> o o o
: T T

Stx4(Munc18c ko)/
Stx4(Munc18c wt)

e
)

PM

Total

Fig. 4 The expression of Syntaxin4 in Munc18c ko adipocytes

(a) Immunoblot analysis of the expression of Syntaxind protein at the plasma membranes (PM) in Muncl8c ko MEF-derived adipocytes. Total cell

lysates prepared from MEF-derived adipocytes of Muncl8c wt and ko mice were subjected to immunoblot analysis with Syntaxin4 antibody (left).

Plasma membranes of Munc18c wt and ko MEF-derived adipocytes were isolated using the cationic silica isolation method and Syntaxin4 protein levels

at the plasma membranes were detected by immunoblotting (right). 14-3-3 was used as a loading control. (b) Quantification of changes in protein

expression of Syntaxin4 in total cell lysates and at the plasma membranes between Munc18c wt and ko MEF-derived adipocytes from (a). Data represent

x + s of values from three separate experiments. *P < 0. 01; a statistically significant difference.
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2.4 7£3T3-L1 A5RAZAAR S Syntaxin2 HIPERE R 52
Mo fR 52 = RIS RS GLUTS 3%z Ef&

Munc18¢ #IN N 2N T GLUTS #4128 L &
TESM AR, SRIMIRATAE Munc18c B2k 1 48 i
BRI GLUT4 #5181f 5% M. XA~ 45 R R0,
Munc18¢ 1] §& FF A 2 R 5 2 il ¥ GLUTS ¥4z fy 4
I, AT BE A H T4l LAl Munc18 M Bk
T Muncl8c [f12hfE, BFIHARE R GLUTY #i8
W Munc18c M HE BV, HITHF9T £ W, Muncl8b
SEAN UL B G TP 3 WA B () T LA S, A
TN 53 AT K7 TR 4 A ol D R 1 o 2 v
OB EEAEA . FATIAE 3T3-L1 JIE /N 41 L F1 MEF
Sy A6 IR 107 48 B v #B R B T Muncl8b.
Syntaxin2 7t 3T3-L1 fiF JIij 40 A w19 B &5 25 0 3%

& Muncl8b 71 GLUT4 iz it fhge A EH, il
M T X Syntaxin2 A % 9 B fi# 1E H (1) BoNT/C.
BoNT/C #] LA % 811J) Syntaxinl. 2 F1 3 (HASGEHY
) 4. {fH GFP-BoNT/C ki, AT LA[H I ik
B % M brAd 28 1 GFP. 3T3-L1 fig I 40 Jf b,
GFP-BoNT/C ] # 1A A7 2 Hh 85 ¥) T 3 R ik 1
HA-Syntaxin2, {H/BJ1J) HA-Syntaxind([4] 5b). &
18 %5 %« HA-GLUT4 [¥) 3T3-L1 ARG 40 Jeit ot 1
GLUT4 5 sy fil 25 . 38 3ok 9002 40 g 3610 HA $t
PRI 98 e brac, R I 6 40 g e I 2R 3 10
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Fig. 5 GFP-BoNT/C does not affect insulin-induced surface deployment of HA-GLUT4 in 3T3-L1 adipocytes
(a) 3T3-L1 adipocytes were infected with pBabe-HA-GLUT4 retrovirus in the presence of GFP control cDNA (left) or GFP-BoNT/C ¢cDNA (right) and

processed for indirect immunofluorescence using anti-HA antibodies under basal and insulin-treated conditions. GFP or GFP-BoNT/C is shown in green

and HA antibody labeled with Cy3-conjugated secondary antibody is shown in red. Representative images are shown. (b) BoNT/C can effectively cleave

Syntaxin2 but not Syntaxin4 chimeras in 3T3-L1 adipocytes. 3T3-L1 adipocytes were transfected with HA-Syntaxin2 (left) and Syntaxin4-HA (right) in
the presence of GFP control or GFP-BoNT/C cDNA as shown. Total cell lysates from all samples were separated by 10% SDS-PAGE and

immunoblotted with anti-HA antibodies. The black and gray arrowheads indicate the cleaved and uncleaved fragments of the t-SNAREs, respectively.

(c) Quantification of surface HA fluorescence measured from adipocytes in the presence of GFP control or GFP-BoNT/C ¢DNA under both basal and

insulin-treated conditions from (a). Data represent x + s of values from three separate experiments, with ~20 cells quantified per experiment.

M : Control; [: BoNT/C.
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Fig. 6 Inactivation of Syntaxin2 does not affect GLUT4 externalization in Munc18c ko adipocytes
Munc18c wt and ko adipocytes were transfected with HA-GLUT4-FLAG cDNA in the presence of GFP or GFP-BoNT/C ¢cDNA as shown and processed

for indirect immunofluorescence using anti-HA and anti-FLAG antibodies under basal and insulin-treated conditions. GFP and GFP-BoNT/C are shown

in upper panel, FLAG antibody labeled with Cy3-conjugated secondary antibody is shown in middle panel and HA antibody labeled with

Cy5-conjugated secondary antibody is shown in lower panel. Representative images are shown. Images are from three separate experiments, with

~ 20 cells for each condition per experiment.
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Fig. 7 Syntaxin4 can interact with Muncl8a and Munc18b in the absence of Munc18c
(a) HA-Syntaxin4 binds Munc18c but not Munc18a or Munc18b in 3T3-L1 adipocytes. 3T3-L1 adipocytes were co-infected with HA-Syntaxin4 and
each of the V5-Munc18a, V5-Munc18b or V5-Muncl8c retrovirus. After 48 h, Triton-X-100 detergent lysates were prepared and combined with HA

antibody-conjugated beads overnight, then washed, eluted and analysed by immunoblotting for the HA and V5 protein tags and Munc18a, Munc18b and

Munc18c antibodies. The left panel shows equal fractions of the starting material. The right panels show the amount of both HA-Syntaxin4 and
Munc18a/b/c bound to the beads. 14-3-3 was used as a loading control. (b) HA-Syntaxin4 binds Muncl8a and Munc18b in Muncl8c ko MEFs.

Munc18c wt and ko MEFs were infected with HA-Syntaxin4 retrovirus. After 48 h, Triton-X-100 detergent lysates were prepared and combined with

HA antibody-conjugated beads overnight, then washed, eluted and analysed by immunoblotting for the HA, Muncl8a, Muncl8b and Muncl8c

antibodies. The left panel shows equal fractions of the starting material. The right panels show the amount of both HA-Syntaxin4 and Muncl8a/b/c

bound to the beads. 14-3-3 was used as a loading control.
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Munc18c is Dispensable for Insulin-stimulated
GLUT4 Translocation in Adipocytes’
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(" College of Life Science, South Central University for Nationalities, Wuhan 430074, China,
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Abstract The insulin-dependent uptake of glucose by adipose and muscle tissues is accomplished through the
regulated vesicle trafficking of the GLUT4 glucose transporter to the plasma membrane. The Seclp homologue
Muncl8c is believed to play a central role in the docking of GLUT4 vesicles by controlling SNARE complex
assembly. In the present study we have examined the function of SM proteins in insulin-stimulated GLUT4
trafficking in adipocytes. Syntaxin4 at the plasma membrane is not dependent on the presence of Muncl8c. We
found that absence of Muncl8c did not affect GLUT4 externalization at the plasma membrane and GLUT4
trafficking was normal in the absence of Muncl8c and functional Syntaxin2, known to be associated with
Munc18b. Syntaxin4 demonstrates a robust interaction with Muncl8c but not either Muncl8a or Muncl8b in
3T3-L1 adipocytes. However, Muncl8a and Muncl8b exhibited weak interaction with Syntaxin4 in the
background of absence of Muncl8c. These data suggest that Syntaxind may play an important role in
insulin-stimulated GLUT4 trafficking and its interaction with SM proteins are complementary.
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