LIPID DROPLETS HYPERTROPHY: A CRUCIAL DETERMINING FACTOR IN
INSULIN REGULATION BY ADIPOCYTES
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Figure 1. Comparison of mMRNA expression between INS, IGF1 and IGF2 in human pancreas
and AT with and without T2D.

Relative IGF-1, IGF-2 and INS mRNA levels expressed as “log. Each mMRNA was measured in
triplicate.

15-
B8 Human PAN-CON
@l Human PAN-T2D
3 Human AT-CONT
3 Human AT-T2D

10+

Relative mRNA expression ( 2 log )
(@) ]
H

S
& & \§

Human genes



Figure SI-2 A-G. Human primary subcutaneous adipocytes
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Figure SI-2 A-G. Immunofluorescent confocal laser scanning microscopy (IFCLSM) analysis of human subcutaneous
adipocytes. Confocal microscopy analysis was applied to detect and localize insulin protein in the human primary subcutaneous
adipocytes. From A to D (Negative control experiment), the cultured adipocytes in six-well plates were incubated with 1gG1
isotype and the detection antibody Alexa 647 (A; considered as negative control), lipid droplets were visualized with FITC (B;
green color); adipocytes were stained with DAPI to detect nuclei (C, blue color). A, B and C were merged in D. Adipocytes were
incubated with monoclonal antibody against human insulin (E, red color). Bound antibodies were detected with Alexa 647
coupled goat anti-mouse (E; red color). Adipocytes were stained with FITC to show Lipid droplet (F, green), and DAPI to detect

nuclei (G, blue color). Fluorescent labeling was used for all detections. Original magnification was 400 times.



Figure SlI- 3 A-G. Human primary subcutaneous preadipocytes
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Figure A-G. Confocal microscopy analysis was applied to detect and localize insulin protein in the human primary subcutaneous
preadipocytes. The cultured preadipocytes in six-well plates were incubated with 1gG1 isotype and the detection antibody Alexa
647 (A; considered as negative control), lipid droplets were stained with FITC (B; green color) and DAPI to detect nuclei (C, blue
color). A, B and C were merged in D. Adipocytes were incubated with monoclonal antibody against human insulin. Bound
antibodies were detected with Alexa 647 coupled goat anti-mouse (E; red color); preadipocytes were stained with FITC to
visualize lipid droplets (F, green) and DAPI to detect nuclei (G, blue color). Fluorescent labeling was used for all detections.

Original magnification used was 400 times.



Figure SI-4 A-B. Immunoelectron microscopy analysis of human visceral adipocytes.

Panel A exhibits labelling without specific primary monoclonal antibody against human insulin, but with 19G
isotype 1 (considered as control). Panel B: labelling with specific primary monoclonal antibody again human insulin

detected with gold-conjugated goat anti-mouse. Black dots represent insulin bound gold particles (15 nm).
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Figure SI-5 A-F. The localization and visualization of Insulin in the fat tissue cryostats of prediabetes BB rats

(type 1 diabetes-like = T1D-like) using confocal microscopy strategy.

Confocal microscopy analysis was used to localize Insulin in insulin dependent diabetes mellitus (IDDM) and
control rats. Cryostats were made from fat tissues of these rats. The thickness of fat cryostats were 15 um. Fat
cryostats were also stained with Polyclonal antibody against rat insulin and bound antibodies were displayed with
alexa 633 coupled goat anti-guinea pig (panel A, C, D and F). DAPI was used to stain nuclei in all slides. Insulin

was found to be positive in both IDDM and control rats.
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Figure SI-6. mRNA levels of PPARy and the C/EBPs in human primary visceral and
subcutaneous preadipocytes and adipocytes.
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Figure 6. Relative C/EBPs and PPAR-y mRNA levels expressed as ’log. Each mMRNA was
measured in quadruplicate.



