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Supplementary Methods 

 

Liver and serum iron levels were determined as previously described1, 2. Transferrin 

saturation was determined by first measuring the total iron level and the unbound iron 

binding capacity (UIBC) of the serum. The total iron binding capacity (TIBC) of the serum 

was then calculated by adding the total iron and the UIBC. Finally, the total iron was divided 

by the TIBC x 100 to give the percentage transferrin saturation. Transferrin species were 

quantified from plasma samples by urea PAGE analysis as previously described3, 4. The 

primary antibody used was a goat anti-mouse transferrin IgG (1:10000, Alpha Diagnostic 

International, TX) and the secondary was a donkey anti-sheep/goat IgG antibody, HRP 

conjugate (1:10000, Chemicon, Boronia, Australia).  

 

Analysis of gene and protein expression 

 

Gene expression analysis was carried out on bone marrow, spleen and liver tissue as 

previously described2. Primer sequences are listed in Table S1. The level of phosphorylated 

SMADs 1, 5 and 8 in liver tissue was determined by Western blotting as previously 

described5. The primary antibodies used were rabbit polyclonal antibodies to either 

phosphorylated SMAD 1/5/8 (1:1000; Cell Signaling Technology, Danvers, MA, USA), 

SMAD1 (1:250; Invitrogen) or ACTB (-actin; 1:1500; Sigma-Aldrich, Castle Hill, NSW, 

Australia) and the secondary antibody was a goat anti-rabbit horseradish peroxidase 

secondary antibody (1:1000; Merck, Kilsyth, Australia). 
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Table S1. Primer sequences used for quantitative polymerase chain reaction. 

Gene 

abbreviation 
Full gene name Primer sequence 

Erfe Erythroferrone 

Forward - CCAGGCCCCTTTATCCCATC 

Reverse - GTGCTCCAGATGGCTCTCTC 

Gypa Glycophorin A 

Forward - GTGATGGCAGGGATTATCGGA 

Reverse - CACTGTTGTCACCACCCTCA 

Hamp1 
Hepcidin antimicrobial 

peptide 1 

Forward - CCTGAGCAGCACCACCTATC 

Reverse - TGCAACAGATACCACACTGGG 

Hprt 
Hypoxanthine guanine 

phosphoribosyl transferase 

Forward - GGACTGATTATGGACAGGA 

Reverse - GAGGGCCACAATGTGATG 

Tfr1 Transferrin receptor 1 

Forward - TCATGAGGGAAATCAATGATCG 

Reverse - CCCCAGAAGATATGTCGGAAAG 

 

  



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Figure S1. Relative changes to Hamp1 expression and diferric transferrin levels 

following erythropoietin injection in mice. 

Six week old male C57BL/6 mice were euthanized 0, 5, 9, 12, 15 or 18 hours following the 

intravenous injection of 10U/g body weight human erythropoietin and tissues were taken for 

analysis. Hepatic Hamp1 expression () and relative diferric transferrin levels () were 

determined for each time point (as represented in Figures 1A and 3D). Gene expression levels 

were calculated relative to the general housekeeping gene Hprt and are expressed as a 

proportion of the values at 0 hours. The relative diferric transferrin levels represent the 

percentage of transferrin in the diferric form expressed as a proportion of the values at 0 

hours. The data represent mean ± SEM. Statistical significance is shown relative to the 0 

hours group. *P < 0.05; ** P < 0.01; ***P < 0.005. 
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