Preparation of 0.5 %  SUDAN IV (Catalog: Sigma 198102-25G )
Put 0,25 g sudan IV to 30 ml isopropanol  
Incubate at 56 oC in water bath for 1 hour
After incubation, wait 10 minutes for cooling of solution
Add 20 ml deozined water to 30 ml sudan IV solution and filter it using 0,2 um filter.
SUDAN IV Staining protocol
1. Any adventitial and adipose tissue was removed carefully with the use of a dissecting microscope.
2. The aorta was cut open longitudinally. 
3. Melt wax dissection pan  at 95 oC for 90 minute.
4. Pinn aortas to flat on a black wax surface with %60 isopropanol.
5. Pinned aorta was immersed for 25 min with filtered Sudan IV stain solution containing 0.5% Sudan IV (Sigma) in 60% isopropanol.
6. The opened aorta then was de-stained in 60% isopropanol for 5 min to eliminate background staining 
7. The stained aorta was then immersed in deionized water and images were captured through a dissecting microscope.

Analysis of pictures:
- Open image in imagej.
-Set scale with the ruler that you have take up the picture of the aorta on the adjusted scale.(It always is between 4cm-5cm in vertical length) 
- draw the main area of the complete aorta and measure only area with free drawing tool.
- Then with same tool measure partial areas that are stained with SUDAN IV. 
[bookmark: _GoBack]- divide total of partial fats that are stained by SUDAN IV to complete aortic area and multiply with 100. This will give you that plaque percentage / aorta area for each mice.
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