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Figure S1. A. Structural diagram of the HA-GLUT4-GFP protein. The F5QQI motif is 

indicated, and the positions of the HA-epitope tag and GFP are shown. B-E. dSTORM 

images GLUT4 on the PM of insulin-stimulated adipocytes treated with different 

concentrations of anti-HA 1.1-Alexa Fluor 647 (0.01- 0.5 µM). F. Localization density 

of GLUT4 on the PM of insulin-stimulated adipocytes treated with different 

concentrations of anti-HA 1.1-Alexa Fluor 647 (0.01- 0.5 µM); at an anti-HA 

1.1-Alexa Fluor 647 concentration of about 0.05 µM, the number of localizations per 

unit of cell membrane area, as determined by dSTORM, was saturated. 
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Figure S2. Measurement of the localization precision of a single Alexa Fluor 

647-conjugated anti-HA.11 monoclonal antibody (mAb) molecule on a coverslip or 

the cell surface. (A) Typical dSTORM image of Alexa Fluor 647-conjugated 

anti-HA.11 mAbs at an appropriate concentration (~7 nM) on a clean coverslip. Each 

spot in the image represents a cluster of localizations from a single Alexa Fluor 

647-conjugated antibody molecule. (B) Two-dimensional histograms of the 

localizations were generated by aligning 50 single antibody molecules, and the 

localization precision of 27 nm was determined by measuring the full-width at 

half-maximum (FWHM). (C，D) The localization precision of a single Alexa Fluor 

647-conjugated anti-HA.11 mAb molecule on the 3T3-L1 adipocyte membrane. The 

FWHM was 31 nm. Scale bar: 2 µm. 
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Figure S3. The entire GLUT4 molecules distribution of different sizes of clusters in 

all conditions studied: (A) wide-type GLUT4 on the PM of normal cells; (B) 

wide-type GLUT4 on the PM of insulin-resistant cells; (C) F5QQI-GLUT4 on the PM 

of normal cells. 
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Figure S4. Representative western blot of screened proteins involved in the insulin 

signaling pathway in insulin-resistant adipocytes. Insulin signaling was monitored by 

measuring phosphorylation of Akt at Thr-308 and Ser-473 and AS160 at Thr-642 in 

response to 100 nM insulin. Total levels of Akt and AS160 were assessed in all 

conditions, and β-actin was used as a control. 

Table S1. Compare of corresponding data in Figure 1 and Figure 3. 

Jo
ur

na
l o

f C
el

l S
ci

en
ce

 •
 S

up
pl

em
en

ta
ry

 in
fo

rm
at

io
n

J. Cell Sci. 130: doi:10.1242/jcs.192450: Supplementary information




