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Perfluorooctane sulfonate exerts inflammatory bowel disease-like intestinal injury in rats 
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Supplementary Materials & Methods
Animals. Male Sprague-Dawley rats (220 ± 5 g) were purchased from the Laboratory Animal Center of Zhejiang Province (Hangzhou, China). All rats were housed in an environmentally-controlled room (22- 26 ℃, 12 h light-dark cycle, relative humidity 60%), and had free access to standard chow and water. Animals received human care in accordance with the National Institutes of Health Guide for the Care and Use of Laboratory Animals. The animal experiments were accredited by the Ethics Committee of Laboratory Animal Care and Welfare, Zhejiang Academy Medical Sciences, with the proved number 2018-142.
[bookmark: _Hlk55563755]Experimental protocols. PFOS was purchased from Sigma Aldrich company (MO, USA), and dissolved in dimethylsulfoxide (DMSO) to the concentration of 100 mg/ml as stock solution. After a one-week adjustable feeding period, the rats were assigned to three groups of 10 rats: two experimental groups and one control group. Rats in the experimental groups were administrated with PFOS by gavage every other day. The concentrations of PFOS were 1 mg/kg and 10 mg/kg. PFOS was diluted by normal saline (NS). Rats in the control group received an equal volume of NS. On the 15th day after PFOS exposure, half rats of three groups were anesthetized (S-ketamine 100 mg/kg, and diazepam 1.5 mg/kg) and sacrificed. Blood, the duodenum, and the jejunum were harvested for biochemical determination or histology. On the 28th day after PFOS exposure, the remaining rats were sacrificed and tissues were collected.
Blood biochemical. Blood samples were collected from aorta abdominalis in anesthetized rats. Samples were standing at room temperature (RT) for 1 h, at 4 ℃ for 2 h, which was subsequently centrifuged at 3,000 g for 10 min. The supernatant was harvested and stored at -80 ℃ for blood biochemical index determination. The serum amyloid A (SAA) protein and high sensitivity C reactive protein (hsCRP) were quantified by commercial enzyme-linked immunosorbent assay (ELISA) kits (Uscn Life Science, Wuhan, China) according to the manufacturer’s instructions.
Histopathological analysis. The proximal duodenum and proximal jejunum were obtained from three groups for histopathological analysis. Samples were fixed in 4% formalin with phosphate buffer solution (PBS), and were embedded in paraffin. Two 5 μm slides of each rats were cut and stained by hematoxylin and eosin (H&E) for analysis. Photos were picked up at 100 magnifications by a light microscope (Leica Microsystems, Wetzlar, Germany). Intestinal villus was captured at 100 magnifications, and the height of villus was assessed.
Histopathological score of intestinal tissues were performed based on the appearance and severity of lesions according to previously described (Lucioli et al., 2013). The tissue score used a scale of 0-12 points, where numbers of crypts and villus, the height of villus, the morphological change of enterocytes, the extent of villus coalescence, and pathological injury of tissues including autolysis, edema, apoptosis and necrotic debris were referred. The score in regard to morphological and injury data was implemented by two blinded observers. 
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[bookmark: _Hlk55801996][bookmark: _Hlk55389574]SFigure1 Effect of PFOS exposure on inflammatory markers and histological lesions in the proximal duodenum and proximal jejunum of rats. Rats were administrated with PFOS by gavage once two days for 15 days or 28 days. The doses of PFOS were 0 mg/kg (normal saline), 1 mg/kg and 10 mg/kg. After PFOS treatment, blood and intestinal tissues of rats were collected for biochemical determination and H&E staining respectively. The high sensitivity C reactive protein (hsCRP; A) and serum amyloid A (SAA) protein (B) were measured by ELISA assay. (C-H) Representative images of the villi from the duodenum and jejunum were shown. Bar 100 μm, 100×. (I) Villi height were analyzed. (J) Lesion scores of the duodenum and the jejunum were assessed. Values are mean ± SD, N = 5/group. *P < 0.05.
