
Supplementary Materials:  

 

Supplementary Figure S1: Conditional Slc7a7 gene deletion and effect on protein. (a) 

Schematic representation of Slc7a7 conditional strategy. First row represents wild-type 

murine Slc7a7 with open boxes for untranslated exons and black boxes for codifying exons. 

Exons 3 and 4 are flanked by loxP sequences (triangles) generating a conditional Slc7a7 loxP, 

in which, after tamoxifen induction, an in vivo Cre-mediated excision occurs, leading to a 

non-functional protein (Slc7a7-/-); (b) Genotyping of control (Slc7a7+/+), Slc7a7loxP/+ and 

Slc7a7loxP/loxP mice with or without Cre by multiplex PCR amplification of genomic DNA. 

Expected bands of 741 bp and 886bp are detected for the Slc7a7+ and Slc7a7loxP alleles. 

Amplification of the Cre band is detected at 597 bp; (c) Schematic topology of y+LAT1 

protein. Deleted region in the Slc7a7-/- mouse is depicted in gray and the epitope used to 

generate rabbit anti-mouse SLC7A7 antibody is showed in red. 



 

Supplementary Figure S2. Metabolic parameters and organ weights. (a-c) Liver, kidney and 

gastrocnemius weight of control (black bars) and Slc7a7-/- (white bars) animals fed with an 8% 

of protein diet with or without citrulline supplementation; (d) amount of feces excreted in 

24h; (e) water intake, in mL in 24h; (f) volume of urine excreted in 24h.  

 

Supplementary Figure S3. Glomerular filtration rate. (a) Glomerular filtration rate was 

estimated using Equation 2 (see Supplementary equation 2) in control (black bars) and Slc7a7-

/- (white bars) mice; (b-c) Creatinine concentration (μM) in plasma and urine are also shown. 

In all cases, mice were analyzed after 7-10 days on an 8% protein diets with or without 

citrulline in drinking water. Data corresponds to the mean±SEM of 6 mice per group. 

Statistical significance *p < 0.05 vs. control. #p<0.05, ##p<0.01 vs. citrulline treatment was 

analyzed using a Student's t-test. 

  



 

 

Supplementary Figure S4. Oral gavage of 1g glucose/kg was performed in control (black 

squares) and Slc7a7-/- (white squares) animals. Glucose was measured before the oral gavage 

and at 5, 15 and 30 minutes after the glucose administration. Data corresponds to the 

mean±SEM of 6 mice per group. 

 

 

Supplementary Figure S5. PAP development. Analysis of PAP development compared to 

severity of LPI measured as body weight lost at the day of sacrifice. Data corresponds to the 

mean±SEM of 15 control (n=7 treated with citrulline and n=8 without citrulline treatment) 

and 20 Slc7a7-/- (n=10 treated with citrulline and n=10 not treated) mice. Statistical significance 

*p < 0.05 vs. control was analyzed using a Student's t-test. Animals were on a low protein diet 

with or without citrulline supplementation for 15-55 days.  

  



Supplementary Table S1. Amino acid concentration in plasma. Plasma concentrations (μM) 

were determined in mice with the indicated genotypes at 12 months of age and after 10 days 

on an 8% protein diet. Data corresponds to the mean±SEM of 6 mice per group. Statistical 

significance *p < 0.05, **p<0.01, ***p<0.001, ****p<0.0001 vs. control. #p<0.05, ##p<0.01, 

###p<0,001 vs. citrulline supplementation was analyzed using a Student's t-test. Amino acids 

are designated with the three-letter code. 

 

  



Supplementary Table S2. Excretion of amino acids in urine. Excretion, expressed as nmols 

of the indicated amino acid per gram of body weight in a 24-hour sample, was assessed in 

mice with the indicated genotypes at 12 months of age and after 7-10 days on an 80% protein 

with or without citrulline (Cit) supplementation. Data corresponds to the mean±SEM of 6 

mice per group. Statistical significance *p < 0.05, **p<0.01, ***p<0.001 vs. control. #p<0.05, 

##p<0.01, ###p<0,001 vs. citrulline supplementation was analyzed using a Student's t-test. 

Amino acids are designated with the three-letter code. 

 

  



Supplementary Table S3: Renal clearance of amino acids. Renal clearance (mL/24h·g body 

weight) was calculated in control and Slc7a7-/- mice at 12 months of age and after 7-10 days on 

an 8% protein diet with or without citrulline (Cit) supplementation. Data corresponds to the 

mean±SEM of 6 mice per group. Statistical significance *p < 0.05, **p<0.01, ***p<0.001 vs. 

control. #p<0.05, ##p<0.01 vs. citrulline supplementation was analyzed using a Student's t-

test. Amino acids are designated with the three-letter code. 

 

  



Supplementary Table S4: Tubular reabsorption of neutral and acidic amino acids. The 

percentage of tubular reabsorption was estimated in control and Slc7a7-/- at 12 months of age 

and after 7-10 days on an 8% protein-content diet with (Cit) or without citrulline 

supplementation. Data corresponds to the mean±SEM of 6 mice per group. Statistical 

significance *p < 0.05, **p<0.01, ***p<0.001 vs. control. #p<0.05, ##p<0.01 vs. citrulline 

supplementation was analyzed using a Student's t-test. Amino acids are designated with the 

three-letter code. 

 

 


