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Assays
Serum thyrotropin (TSH), free triiodothyronine (FT3) and free thyroxine (FT4) concentrations were measured using immunoassays (Dimension VISTA, Siemens Healthcare Diagnostics, Eschborn, Germany). The functional sensitivity was 0.005 mU/l for TSH, 0.77 pmol/l for FT3 and 1.3 pmol/l for FT4. Sex hormone-binding globulin (SHBG) concentrations were determined using a chemiluminescent enzyme linked immunoassay (ELISA) on an Immulite 2000XPi analyzer (SHBG Immulite 2000, Siemens Healthcare Medical Diagnostics, Bad Nauheim, Germany). The functional sensitivity was 0.02 nmol/l. Factor XIII and factor IX concentrations were determined for time points T1, T2, T3 and T5 using ELISAs from AssayPro (St. Louis, MO, USA) at a sensitivity of 2.5 ng/ml and 1.56 ng/ml, respectively. 

Preparation of peptide extracts and mass spectrometry
In total, 4 µg protein of each sample was reduced (2.5 mM DTT, 60 °C, 1h), alkylated (10 mM IAA, 37 °C, 30 min) and proteolytically cleaved with trypsin (Promega, Madison, WI, USA) in a ratio  1:25 (overnight, 37 °C). After stopping the digestion with acetic acid (final concentration 1 %) the peptides were desalted using µC18 ZipTip® (Millipore Cooperation, Billerica, MA, USA) as described [9].
[bookmark: _GoBack]Subsequently, before mass spectrometric (MS) analysis the peptides were bound onto a pre-column (nano Aquity UPLC Trap column, 180 µm × 20 mm, 5 µm, Waters Corporation, Milford, MA, USA) and separated on a nanoAquity UPLC reverse phase column (BEH130 C18, 100 µm × 100 mm, 1.7 µm) operated on a nanoAquity UPLC system (Waters Corporation, Milford, MA, USA) using a 100 min non-linear gradient of 1-60 % ACN in 0.1 % acetic acid with a constant flow rate of 0.4 µl/min.
The MS data was recorded on an Orbitrap Velos mass spectrometer (Thermo Electron, Bremen, Germany) which was set up in a data-dependent acquisition mode. MS/MS fragmentation was performed by collision induced dissociation (CID).
  
Peptide identification and quantification
The obtained raw data was analyzed using the Refiner MS software version 7.6.6 (GeneData, Basel, Switzerland) with a workflow including the following steps: (i) chemical noise removal, (ii) retention time alignment across all samples, (iii) feature extraction and isotope group clustering. Spectral data were then searched using the MASCOT algorithm against a swissprot/uniprot database limited to human entries with a mass tolerance for precursor ions of 10 ppm and a fragment ion tolerance of 0.6 Da. Carbamidomethylation of cysteine was set as static modification whereas methionine oxidation was set as variable. Peptides identified with an ion score ≥ 20 and rank = 1 were later on included in the analysis.
The resulting peptide intensities were added up to protein intensities considering only unique peptides. All proteins with more than 40 % of missing values over all samples were excluded from the analysis. Next, intensity values were log10 transformed and median normalized. Mean values for all 16 subjects were calculated for all 5 time points and used for the correlation analysis between protein abundance and FT4-level according to Pearson.
For functional classification, Ingenuity Pathway Analysis software (Ingenuity Systems, Redwood City, CA, USA) was used. The significance of the enrichment of altered proteins among functional categories was calculated with a Fisher’s exact test.
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