


Picrosirius Red

WT control FOXO1 deleted
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Alcian blue

WT control FOXO1 deleted

2 OX WT control FOXO1 deleted

Supplemental Figure 3: Fracture slides from day 10 stained with (A)

Masson’s Trichrom (B) Picrosirius Red (C) Alician blue.
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RNA sequencing:

RNA was isolated from fracture calluses from 8 different study groups.
NG WT and FOXO1 deleted, Diabetic WT and FOXO1 deleted on both day 10
and day 16 post fracture the RNA was sent for RNA-Seq using next
generation sequencing. In addition, RNA was isolated from both day 7 and day
13 from NG WT and FOXO1 deleted mice to look at the temporal effect of

FOXO1 deletion on cartilage maturation and degradation.

Furthermore, primary chondrocytes isolated from WT control or FOXO1
deleted mice were cultured and treated under different condition to study the
role of FOXO1 in chondrocytes proliferation, differentiation, apoptosis, and
angiogenesis under both normal condition and high glucose cultured media.
RNA was isolated from those cells and sent for RNA-Seq using next

generation sequencing.

Chondrocytes trans differentiation:

An in Vivo study is taking place to evaluate the chobdrocytes —
osteoblast trans differentiation and wither; 1- diabetes alter this process, 2-
FOXO1 mediate the trans differentiation process involved in the process.
Linage specific labeling was achieved using ROSA tomato reporter mouse

under the effect of Col2 promoter.
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FOXO1 activation under high glucose and AGE conditions:

To better understand how high glucose regulates FOXO1 activations.
ATDCS5 murine chondrogenic were seeded and hypertrophic differentiation
was induced using DMEM/F12 media supplemented with 50ug/ml ascorbic
acid and 10mM B-glycerophosphate. Cells were incubated in high glucose
containing media with the use of the following; insulin, AKT inhibitor, TLR4
inhibitor, Sirt-1 inhibitor, HDAC inhibitor, N-Acetyl-L-cysteine, and L-NAME
hydrochloride. Another set of cells were incubated with AGE or unmodified
BSA control and were treated with the same inhibitors. To explore the effect of
insulin, phosphorylation, acetylation and ROS on FOXO1 activation under high
glucose conditions. Nuclear protein was extracted, western blot will be done.
The 96-well plates will be used for immunostaining with FOXO1 antibody
compared to matched IgG control. FOXO1 nuclear localization will be

quantified.
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