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Figure S-1. Computation of concentrations from SRM data. Peptide concentrations are determined 

based on the signal ratio between the analyte and the known amount of synthetic isotope labelled 

standard. Sequence variants are summed before averaging. All computations are based on molar 

concentrations, conversion to mg/L is done before plotting where required. 
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Figure S-2. Efficacy of the depletion of intact immunoglobulins by Protein A/G beads plus anti-IgA. 
Shown is the concentration of IgG (green) and IgA (blue) in the serum sample plotted against the 
concentration remaining after depletion with the beads. 
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Figure S-3. Quality control metrics. A. Oxidation artifacts. Shown are the ratio of the uncalibrated signals 
of the peptide DTLMISR and its counterpart containing an oxidized methionine residue. The X-axis show 
the time elapsed after sample processing, during which samples were stored in a LC vial at 4°C. B. 
Missed cleavage after digestion. Shown are the uncalibrated signal of the peptide 
VYACEVTHQGLSSPVTK, and its ratio to the signal of the peptide HKVYACEVTHQGLSSPVTK which contains 
two additional amino acids due to a missed cleavage by trypsin. C. Alkylation efficiency. Cysteines are 
alkylated with iodoacetamide during sample preparation. The alkylated product which is used for the 
SRM assay is shown on the X-axis, remaining un-alkylated peptide is shown on the y-axis. 
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Figure S-4. Comparison between the SRM test for sFLC and the commercial N-Latex assay for κ and for λ 
sFLC (A-C), as well as between the commercial Freelite and N-Latex assays (D-F). These figures 
complement those in Figure 4, red markers indicate samples with undepleted intact immunoglobulin 
classes. Shown are the results for those samples from the cohort that have data available from both 
tests. The LLoQ of the SRM method is shown by an additional tick on the Y-axis. 
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Table S-1. List of peptides for which transitions were included in our LC-MS method. For some peptides 
stable isotope labeled reference peptide were added to the samples, but not all of these were ultimately 
used for quantitation. Some reference standards were characterized by qNMR; the ratio between this 
characterization and the manufacturer’s data has been noted in the table. The table indicates 
polymorphisms registered in the ExAC database at a frequency of more than 0.01, as well as those 
encountered in the samples. If the polymorphism was not accounted for in the SRM method, the 
sequence has been noted in the table. 
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Table S-2. Summary of results that were obtained with sera from healthy controls (n=15). The control 

sera resulted in data within the normal range for all analytical platforms. All data shown as mean ± SD. 

 

  

Freelite N-Latex SRM

κ (mg/L) 15.3 ± 3.7 (range 9.2-24) 13.1 ± 2.8 (range 8.8-19.1) 5.9 ± 2.5 (range 3.6-11.4)

λ (mg/L) 17.8 ± 7.5 (range 4.3-30.3) 18.4 ± 8.9 (range 8.7-38.2) 7.4 ± 3.2 (range 3-13.5)

κ/λ Ratio 1 ± 0.4 (range 0.6-2.1) 0.8 ± 0.2 (range 0.4-1.2) 0.8 ± 0.2 (range 0.5-1.2)
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Table S-3. Comparison of sFLC data obtained by two commercial nephelometric assays, the SRM method 
described in this paper, and by serum protein electrophoresis and immunofixation (SPE). All data are 
shown as g/L sFLC. NA = not assessed; < = below detection limit 
 
 
  

Sample Freelite κ N-Latex κ SRM κ SPE κ Freelite λ N-Latex λ SRM λ SPE λ

1 32.2 23.5 1.9 3.1 NA 0.011 0.032 <

2 22.4 4.6 1.9 2.3 0.008 0.016 0.028 <

3 NA 0.017 0.009 < 77.8 8.7 14.5 14.7

4 0.015 0.014 0.009 < 15.0 16.6 6.6 5.5
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Table S-4. Concentration of intact immunoglobulins in the CRM reference serum material based on the 
SRM method, and based on the certified information accompanying the CRM serum. 

Certificate

(g/L)

SRM

(g/L)

IgA 1.8 1.4

IgG 9.2 5.9

IgM 0.7 0.5


