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α-synuclein aggregation is an important hallmark of neurodegenerative diseases such as Parkinson’s

disease (PD) and Lewy body dementia. α-synuclein has been increasingly used as a diagnostic biomarker

in PD and other synucleinopathies. Current clinical assays rely on antibody-based immunoassays to

detect α-synuclein, which possess high sensitivity, afford high throughput and require small sample

volumes. The utility of these assays, however, may be compounded by the specificity, selectivity and

batch-to-batch heterogeneity of the antibody used, which can lead to deviations in the total amount of

the protein measured when comparing results among different laboratories. Similarly, current mass spec-

trometry-based quantification methods for α-synuclein lack well-defined, value assigned calibrators to

ensure comparability of measurements. Therefore, there is still an unmet need for the standardisation of

clinical measurements for α-synuclein that can be achieved by the development of reference measure-

ment procedures (RMPs) utilising calibrators traceable to the SI (International System of Units). Here, we

report a candidate RMP for α-synuclein, using an SI traceable primary calibrator and an isotope dilution

mass spectrometry (IDMS) approach to address this need. The gravimetrically prepared primary calibrator

was traceably quantified utilising a combination of amino acid analysis (AAA) and quantitative nuclear

magnetic resonance (qNMR) for value assignment. An optimised targeted sample clean-up procedure

involving a non-denaturing Lys-C digestion and solid-phase extraction strategy was devised, followed by

the development of a targeted multiple reaction monitoring (MRM) method for the quantification of

α-synuclein in cerebrospinal fluid (CSF). This candidate RMP was then deployed for the sensitive detection

and accurate quantification of multiple proteotypic α-synuclein peptides in patient derived CSF samples.

The LC-MS based results were subsequently compared to immunoassay data to assess the overall per-

formance of our approach. The development and adoption of this candidate RMP, along with the avail-

ability of the SI traceable primary calibrator will allow for reliable quantifications of α-synuclein in CSF by

an LC-MS based assay. The RMP will potentially contribute towards the standardisation of this important

biomarker and may lead to future interlaboratory comparisons.
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Introduction

α-synuclein is an intrinsically disordered presynaptic protein
that is expressed predominantly in the central nervous
system.1 α-synuclein is the main constituent of Lewy bodies
and has been implicated in both familial and sporadic forms
of Parkinson’s Disease (PD) and Lewy body dementia.
α-synuclein gained significant interest as a potential thera-
peutic target and has been used as a clinical biomarker in the
diagnosis of a range of neurodegenerative diseases (NDD).2 In
addition, α-synuclein’s potential not only as a diagnostic- but
also as a prognostic biomarker in PD and Lewy body dementia
has been emerging.3–6 Due to the localised production of CSF
in the brain, it represents one of the most tractable biofluids
for directly monitoring molecular changes occurring due to
NDD in laboratory medicine. Publications have demonstrated
lower total α-synuclein concentrations in the CSF of PD
patients vs. healthy controls7–10 and more recently, data from
real-time quaking-induced conversion (RT-QuIC) assays of
α-synuclein showed the potential to discriminate between
disease and healthy states.11,12 Current challenges for reliable
and comparable clinical diagnostic outcomes include vari-
ations amongst the antibody-based quantification methods
and the lack of established analytical reference measurement
procedures (RMP) which can ensure spatiotemporal traceabil-
ity of results through the use of SI. Variability in clinical
measurements was reported to be especially apparent when
the absolute concentrations of α-synuclein in CSF were
compared.13,14 Previously, two mass spectrometry-based
methods were presented as alternatives to more reliably
measure the absolute concentration of α-synuclein in CSF.13,14

Interestingly, despite similar methodologies, the two publi-
cations reported an average α-synuclein concentration of 0.14
ng mL−1–0.46 ng mL−1 (ref. 13) and 1.46 ng mL−1–2.04 ng
mL−1 (ref. 14) in CSF samples, indicating that the use of mass
spectrometry alone is not inherently a solution to reducing
measurement variability. Both immunoassay-based methods
and mass spectrometry methods measure the total amount of
synuclein, but mass spectrometry has the unique the capa-
bility to differentiate between different isoforms and proteo-
forms present in clinical samples.15 More recently, the feasi-
bility of measuring misfolded states of α-synuclein showed
great potential in clinical practice through the application of
RT-QuIC measurements and seed amplification assays.12,16

Nevertheless, challenges in the reproducibility of calibration
curves were commonly described across these different
measurement techniques and the need for characterisation
requirements of synuclein calibrators was highlighted.
Therefore, there is still an unmet need to date to standardise
clinical measurements of α-synuclein to provide accurate
results for differential diagnosis. Here, an SI traceable candi-
date RMP was developed for the detection of α-synuclein in
patient samples to bridge this gap.

Analytically validated RMPs are recognised ways to the stan-
dardisation of clinical measurements17,18 and will be crucial
in minimising measurement variability observed for

α-synuclein in CSF. Metrological traceability, whereby quanti-
tative measurements are directly anchored to the SI, is an
established route to reliable measurements and interlabora-
tory comparability. The current conventional metrological
methods for the development of primary calibrators mainly
focus on the determination of the total amount of protein via
AAA and purity assessment. It is, however, critical that for
α-synuclein that the higher order structure of the protein is
also considered, particularly if methods such as RT-QuIC are
to be further developed into more widespread clinical appli-
cations and uptake.

Herein, we report the production and application of an SI
traceable primary calibrator for α-synuclein that was used for the
development of a candidate RMP. Using this primary calibrator,
we have developed the first liquid chromatography-mass spec-
trometry candidate RMP based on MRM for the quantification of
α-synuclein in CSF. The method was applied to quantify fifteen
patient derived CSF samples, and the total values of the respective
α-synuclein peptides are given with associated uncertainty values.
To evaluate and compare the performance of this candidate RMP,
immunoassay-based data of LC-MS-based methods were com-
pared, and the results presented.

Experimental
Reagents

The α-synuclein primary calibrator and isotopically labelled
α-synuclein (13C and 15N) were purchased from Promise
Advanced Proteomics (Grenoble, France). Other materials were
rLys-C (Promega, WI, USA), ultrapure water (18.2 MΩ cm−1),
formic acid (Fisher Scientific, MA, USA), methanol, acetonitrile
(Honeywell, NC, USA), tris base and ammonium formate (Merck,
NJ, USA). Reagents for artificial CSF (aCSF) were sodium chloride,
sodium bicarbonate, potassium chloride, sodium phosphate
monobasic, magnesium chloride, D-(+)-glucose and calcium
chloride (Merck, NJ, USA).

Cerebrospinal fluid

A pool of 100 CSF samples from the biological resource centre
(CRB) of CHU-Montpellier was used for validation experi-
ments. Samples for generating pools were retrospectively
selected from the NeuroCognition Biobank of Montpellier’s
University Hospital from patients recruited in the Resource
and Research Memory Centre. Patients gave informed and
written consent to have their samples stored in an officially
registered and ethically approved biological collection
(#DC-2008-417) and later used for scientific research. For the
CSF panel, all participants gave written informed consent
before participation in the NeuroMET and NeuroMET2
studies. The study was approved by the ethics committee of
the Charité University Hospital (EA1/197/16 and EA2/121/19).

Amino acid analysis (AAA)

Amino acid quantification was performed by microwave
assisted hydrolysis and exact matching isotope dilution mass
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spectrometry (IDMS) with calibration against SI traceable
amino acid standards by using a previously described
method.19 SI traceability was achieved by using amino acid cer-
tified reference materials from the National Metrology
Institute of Japan (NMIJ). Briefly three sample blends contain-
ing the isotopically labelled amino acids and the sample to be
quantified (α-synuclein or peptide internal standards) were
gravimetrically prepared together with three calibration blends
containing the natural and the isotopically labelled standard
amino acids in an equimolar amount to the sample blend.
Reagent blanks, natural amino acid standard solution without
addition of labelled standard and labelled amino acid stan-
dard solution without addition of natural standard were pre-
pared. All sample solutions were freeze-dried in a Genevac
EZ-2 plus vacuum centrifuge (SP Scientific, PA, USA) and
hydrolysed by acid hydrolysis in an Ethos EZ Microwave
Digestion System (Analytix, Tyne and Wear, UK) with 6 M high
purity hydrochloric acid. Samples were derivatized for 1 hour
at 85 °C using N-tert-butyldimethylsilyl-N-methyl-trifluroaceta-
mide with 1% tert-butyldimethylchlorosilane (Merck, NJ, USA)
and immediately analysed by GC-MS. Analysis of the sample
solutions was performed on an Agilent 5975C Mass
Spectrometer (Agilent Technologies, CA, USA) using a Zebron
ZB-5HT Inferno GC column (30 m × 0.25 mm i.d., 0.25 mm
film thickness) with a Z-guard column (2 m, 0.53 mm i.d.)
(Phenomenex, CA, USA) coupled to an Agilent 5890A gas
chromatography system with CTC CombiPAL autosampler.
Sample blends were bracketed with calibration blends and
injected five times. Amino acid level data was then corrected
for peptide impurities, according to the abundance of amino
acid residues in those impurities.

SI-traceable quantification of α-synuclein

Aliquots of α-synuclein (Promise Proteomics, Grenoble,
France) at a nominal concentration of 0.1 µM were prepared
and stored at −80 °C. Quantification was performed in tripli-
cates by tryptic digestion and exact matching IDMS using pep-
tides as internal standards. SI traceability was achieved
through the utilisation of in-house SI traceable quantified syn-
thetic peptides. For practical considerations, including avail-
ability of labelled peptides, purity, suitability for derivatisation,
tryptic digestion and kinetics of digested peptide release, four
peptides (MDVFMK_T1, QGVAEAAGK_T6, EGVLYVGSK_T8,
TVEGAGSIAAATGFVK_T13) and four isotopically labelled ana-
logues (all K(13C6, 15N2) labelled) were purchased from GL
Biochem (Shanghai, China) with a stated purity ≥95%. In-
house assessment of the purity of the peptides was carried out
as previously described.20 Traceability was ensured by AAA and
qNMR. The calculated purity (as a percentage) of peptides was:
MDVFMK: 95.1 ± 0.6; QGVAEAAGK: 78.7 ± 0.8; EGVLYVGSK:
99.0 ± 0.2; TVEGAGSIAAATGFVK: 26.1 ± 0.4. Additional purifi-
cation of T13 was conducted, but the peptide was not used for
quantification of the primary calibrator due to its different
kinetic release when compared with that of T1, T6 and T8. For
the quantification of α-synuclein sample blends, three cali-
bration blends and reagent blanks were gravimetrically

prepared.21,22 Each sample and calibration blend was
digested in duplicate for calculating the contribution of
digestion variability to the measurement uncertainty. 2.4 µg
of Lys-C and 4.8 µg of trypsin were added to solutions con-
taining a nominal concentration of α-synuclein corres-
ponding to 0.3 µg g−1. Digestion was performed for 4.5 h at
37 °C with gentle agitation. Following tryptic digestion,
formic acid was added to each blend to a final concen-
tration of 1% to stop the digest. Each blend was analysed
(1 μL injection) on a Waters H-Class UPLC system (Waters,
Wilmslow, UK) coupled to a Waters Xevo G2-XS QToF oper-
ated in sensitivity mode with a typical resolving power of
25 000. Peptides were separated by reverse phase chromato-
graphy using a CORTECS 90 Å C18 3.0 × 150 mm column
(Waters, Wilmslow, UK). Sample blends were bracketed with
calibration blends and were injected five times.

Candidate reference measurement procedure (RMP)

CSF (0.5 mL), the α-synuclein primary calibrator (33 nM) and
labelled α-synuclein (3.5 nM) were thawed at room temperature
for 30 min. Nine calibration samples in 500 µL of aCSF with
0.175 mg mL−1 BSA were gravimetrically prepared from the
primary calibrator at 0.1, 0.5, 1, 1.5, 2, 4, 6, 8 and 10 ng g−1,
along with the addition of labelled α-synuclein (100 µL). Tris
buffer (1 M, pH 8.2) was added to a final concentration of
50 mM. Samples were digested overnight at 27 °C using Lys-C
(1.17µg). Solid phase extraction (SPE) cartridges (Phenomenex
StrataX 33 µm, 30 mg mL−1) were conditioned with MeOH
(1 mL), MeCN (1 mL) and ammonium formate (10 mM, pH 10,
2 mL). Samples were loaded and washed with ammonium
formate (10 mM, pH 10, 2 mL). Elution was performed at pH
10, using ammonium formate buffer (10 mM) with different
percentages of acetonitrile (MeCN). The T6 peptide was eluted
using 3% MeCN (1.8 mL) and T8 was eluted using 10% MeCN
(3 mL). The T12 and T13 peptides were eluted using 15%
MeCN (1.8 mL) and combined with the T6 fraction.
Alternatively, during the later stages of method development,
the T6 and T8 elution steps were replaced with a 10% MeCN
wash, followed by the focussed elution and further processing
of T12/T13 peptides. Samples were dried to completion over-
night under vacuum at 37 °C. Samples were resuspended in
0.1% FA, 3% MeCN (70 µL), vortexed, sonicated (5 min) and
centrifuged (3000g, 5 min). Final peptide samples were trans-
ferred into total recovery vials (Waters, Wilmslow, UK) and cen-
trifuged (3000g, 5 min).

Measurement uncertainty

The standard and combined uncertainties were calculated in
accordance with the EURACHEM/CITAC Guide CG4 and with
the ISO Guide to the Expression of Uncertainty in
Measurements.22,23

The uncertainty (u) associated with the double exact match-
ing IDMS values from the AAA or tryptic digestion experiments
for quantification of the α-syn primary calibrator were calcu-
lated as previously reported.19,21 Particularly the combined
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uncertainty associated to the α-synuclein primary calibrator
was calculated as by eqn (1):

u ¼
ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
uav2 þ bvar2

p
ð1Þ

uav is the average standard uncertainty calculated from nine
tryptic digests for the three peptides monitored (T1, T6 and
T8) and bvar represents the variability of the digestion and is
calculated by eqn (2):

bvar ¼ σ
ffiffiffi
n

p ð2Þ
σ is the standard deviation from the α-synuclein values
obtained by n tryptic digestions from each peptide (T1, T6 and
T8). The uncertainty from the calibration curve measurements
was estimated based on the Eurachem Guide to Quantifying
Uncertainty in Analytical Measurement.19 The standard devi-
ation of the calibration curve residuals was calculated using
eqn (3):

s ¼

ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiP
i
ðyi � ŷiÞ2

n� 2

vuut
ð3Þ

yi is the peak area ratio between the natural and labelled pep-
tides, ŷi is the value of y generated from the calibration curve
at a gravimetrically calculated primary calibrator concentration
and n is the number of calibration measurements.

The uncertainty associated with the calibration curve
quantification was estimated for each of the three peptides
quantified using eqn (4):

uðc0Þ ¼ s
b

ffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffiffi
1
m

þ 1
n
þ ðy0 � ŷÞ2
b2

P
i
ðxi � x̂Þ2

vuuut ð4Þ

s is the residual standard deviation of the calibration curve
obtained from eqn (3), b is the slope of the calibration curve,
m is defined as the number of analytical measurements per-
formed on the sample and n is the number of calibration
measurements. xi is the measured α-synuclein sample concen-
tration, x̄ is the average concentration of all the calibration
standards, y0 is the observed peak area ratio between the
natural and labelled peptides and ȳ is the average natural to
labelled ratio of the calibration curve.

Results and discussion
Primary calibrator characterisation and quantification

A fundamental requirement for developing SI traceable refer-
ence methods is access to traceable value assigned standards.
A commercial stock of α-synuclein (Promise Proteomics,
Grenoble, France) was sourced. This stock was quantified
using a tryptic digestion IDMS approach previously reported.21

Purity was confirmed to be >95% by LC-MS (Fig. S1†). Three
peptides (MDVFMK: T1, QGVAEAAGK: T6 and EGVLYVGSK:
T8) were selected for α-synuclein quantification based on
measured digestion kinetics, with rapid enzymatic release

from the standard. These peptide stocks were traceably quanti-
fied using a combination of AAA, IDMS and qNMR (Fig. S2†).
Note that peptide T1 contained oxidised methionines (singly
and doubly oxidised methionines, at 0.7% in abundance rela-
tive to the unmodified main peak) as determined by mass
spectrometry, for which during value assignment an impurity
correction was considered to account for those (Table S1a†).
AAA and qNMR quantifications showed good agreement with
the T1 and T8 peptides. The AAA results of these two peptides
were used for quantifying the primary calibrator. However, the
T6 peptide quantifications did not agree between AAA and
qNMR, due to the conversion of the N-terminal glutamine into
pyroglutamate. Following tryptic digestion optimisation and
confirmation of complete enzymatic release from the protein,
quantification of the purified α-synuclein stock was achieved
(Fig. 1).24 Results gave a final α-synuclein stock concentration
of 477 ng g−1 with a combined uncertainty (k = 2) of 9.1%
(Table S1b†). The combined uncertainty calculation included
uncertainties from AAA/qNMR quantification, proteolytic
digestion and homogeneity of the sample.

Structural characterisation of the primary calibrator

For an RMP, the aggregation properties and structure of the
primary calibrator must be characterised. Bovine serum
albumin (BSA) was used as a carrier protein to reduce sample
loss of the primary calibrator in the calibration curve of the
candidate RMP. Therefore, structural characterisation was per-
formed with and without BSA using ion mobility mass spec-
trometry under native-like conditions (Fig. S3†). A previous
report suggested that human serum albumin targets
α-synuclein and redirects its aggregation into different inter-
mediates.25 No apparent changes were detected in the charge
state distribution of α-synuclein encompassing ions from 6+ to
16+ suggesting that BSA could be used under our conditions.

Fig. 1 Plot showing the agreement between individual peptide level
values for T1, T6 and T8 tryptic peptides liberated from the α-synuclein
primary calibrator stock (n = 9). Combining the peptide level data
permits value assignment of the primary calibrator with its expanded
uncertainty (k = 2), representing the 95% confidence interval.
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Analyses of the corresponding drift times revealed that BSA
caused only a minor compaction of ions ranging from 8+ to
11+. The full series from charge states 6+ to 16+ can be found
in Fig. S4.† The shifts in drift times in the presence of BSA did
not result in significant changes in the calculated mean col-
lision cross sections (TWCCSN2→He) (Table S2†). To probe the
stability of α-synuclein with and without BSA, collision
induced unfolding (CIU) was employed under native-like con-
ditions. The samples did not show major differences in their
CIU fingerprints (Fig. S5†). α-Synuclein is known to self-assem-
ble into oligomers which are often observed in recombinant
sources.26 On closer inspection of the mass spectra, we
detected various preformed oligomeric populations (Tables
S3–S4 and Fig. S6†) of α-synuclein with very low intensities.
Importantly, no differences were found in the distributions of
these different multimeric α-synuclein complexes ranging
from dimers to hexamers in the absence or presence of BSA
(Fig. S7–S9†). In order to address the effect of freeze and thaw
cycles during sample preparation of the primary calibrator,
1 µM α-synuclein with 0.175 mg mL−1 BSA (2.6 µM) was sub-
jected to one or two cycles of freeze and thaw. It was observed
that up to two freeze thaw cycles did not lead to discernible
differences in the charge state distributions (Fig. S10†). Lastly,
brief vortexing steps were included during the preparation of
the primary calibrator. To investigate whether any aggregation

occurred and to study the effects of shaking on α-synuclein,
45 µL of 15 μM protein was incubated at pH 7.0 at 21–22 °C in
the presence of 0.175 mg mL−1 BSA (2.6 µM) with or without
shaking at 350 rpm on an orbital benchtop shaker. Between
the two conditions monitored, neither significant changes,
nor any indications of aggregation were observed, which often
exhibits itself in the appearance of bimodal distributions in
the data of intact hydrogen deuterium exchange mass spec-
trometry (Fig. S11†).

Quantification of α-synuclein in CSF

Based on the results obtained from the quantification of the
primary calibrator, the T6, T8, T12 and T13 peptides were
chosen as measurands for the RMP due to their sensitivity,
selectivity, and equimolar release between the natural and
labelled proteins (Fig. 2A). Previous literature reports CSF
α-synuclein concentrations to be in the region of low ng mL−1,
placing the required method limit of quantification (LOQ) at
the sub ng mL−1.14 Mass spectrometry is a highly sensitive
analytical technique, where attomole concentrations can be
detected in solvent standards. At low concentrations in
complex biological samples however, an optimised sample
preparation protocol is required to reduce ion suppression and
the presence of closely eluting isobaric compounds which may
introduce bias. To meet these requirements, a bespoke sample

Fig. 2 Protocol for the candidate reference method procedure. (A) Sequence of α-synuclein and the monitored peptides. (B) Sample preparation
and analysis workflow for artificial CSF (aCSF) or real CSF.
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clean up method was developed (Fig. 2B). Initial experiments
confirmed the previously reported use of a non-denaturing
and non-reducing overnight tryptic digestion protocol for
increased method sensitivity towards α-synuclein in CSF. A
high pH SPE protocol was optimised to allow the concurrent
removal of intact proteins, salts and other small molecules.
The monitored peptides (T6, T8, T12 and T13) were fractio-
nated during SPE elution using increasing concentrations of
MeCN. The T6, T12 and T13 peptides were collected together
in the same fraction because T6 eluted early in the chromato-
graphic gradient, while T12 and T13 co-eluted near the end of
the gradient. This allowed for the concurrent analysis of these
three peptides in the same chromatographic run. Samples
were concentrated and injected in triplicate into an ultra-per-
formance liquid chromatography (UPLC) system with a forty-
minute acidic reverse phase gradient prior to MRM MS ana-
lysis. Both standard flow and capillary flow chromatographic
methods were developed and compared. The capillary method
produced higher signal to noise (S/N) and was taken forward
for sample analysis. MRM transitions with the best signal
intensity along with their collision energies were optimised
using Skyline (Table S5†).27

Initial trials applying the above method showed no quanti-
fiable signal with the T6, T12 and T13 peptides in CSF. It was
hypothesised that despite the non-reducing tryptic digestion,
matrix suppression was still an issue with these peptides. To
address this, a more specific protease was required for the
digestion of α-synuclein to reduce the complexity of the
sample. α-synuclein is unique in the fact that it does not
contain any arginine residues. Therefore, the use of Lys-C
allowed for the full digestion of α-synuclein while background

proteins were only partially digested compared to a tryptic
digestion. Furthermore, Lys-C has a greater digestion efficiency
for lysine, which permitted a more complete digestion of the
measurand.

The switch from trypsin to Lys-C resulted in a four to thirty-
fold increase in sensitivity compared to trypsin across the four
peptides in spiked samples, with T12 and T13 showing the
best improvements. In real CSF samples, matrix effects of T12
and T13 were reduced significantly to a point where the peak
intensities were comparable to aCSF. Unfortunately, the T6
peptide was still poorly detectable in CSF. In addition, T8 has
a shared sequence with β-synuclein, so that the protocol was
simplified to only isolate and analyse the T12/T13 fraction at
the final stages of quantification of clinical samples.

The optimised method, nevertheless, showed excellent line-
arity across three orders of magnitude (0.1 ng g−1–10 ng g−1) of
α-synuclein, with r2 = 0.999 for all four peptides (Fig. 3A). The
LOQ was assigned to be the lowest point on the calibration
curve (0.1 ng g−1), which fulfils the requirement of having a
sub ng mL−1 method. Precision between aCSF injections was
between 1.1%–5.8% (Fig. 3B). Intra-assay precision between six
replicates of the same CSF samples was satisfactory for the T8,
T12 and T13 peptides (2.8%–6.4%). CSF samples that have
been over spiked with primary calibrator to 5 ng g−1 showed
even higher precision (2.1%–2.2%). However, T6 peptides dis-
played poor sensitivity and was excluded in follow up
experiments.

Quantification of α-synuclein in fifteen CSF samples

Fifteen CSF samples from Charité University Hospital were
analysed using the candidate RMP (Fig. 4A). These samples

Fig. 3 Initial validation experiments for the candidate RMP. (A) Calibration curves for the four monitored peptides (T6, T8, T12 and T13), plotting the
natural/labelled peak area ratio against the volumetrically prepared natural concentration. Upper and lower limits of uncertainty at 95% confidence
are represented by dotted lines. r2 = 0.999 for all peptides. (B) Method precision between injections in aCSF and between samples in real CSF.
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were first analysed via immunoassay (Meso Scale, MD, USA).
500 µL of each sample was used for MS analysis. Calibration
curves showed good linearity for all four peptides (r2 =
0.996–0.999). The full calibration curve covered three orders of
magnitude (0.1 ng g−1–10 ng g−1), but only the lower half was

used for the quantification of α-synuclein in the CSF samples.
The curves were plotted using the gravimetrically calculated
concentration of primary calibrator against the ratio of peak
areas between the labelled and natural MRM transitions. The
amount of α-synuclein in the fifteen samples were calculated

Fig. 4 Analysis of a panel of CSF samples from Charité University Hospital. (A) Levels of α-synuclein in the CSF samples analysed from an immuno-
assay and the mass spectrometry methods (MS). * = omitted result due to isobaric interferences. (B) Comparison of concentration values obtained
from the T8, T12 and T13 peptides. Error bars represent the expanded uncertainty at 95% confidence. (C) T12 and T13 values were plotted to show
linearity. (D) Scatter plot comparing the quantification results from the immunoassay and the MS method for the T8, T12 and T13 peptides.
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using the same ratios. The method monitored three peptides,
T8 (which is a sequence that is shared with β-synuclein) and
the T12 and T13 peptides which were the main targets
(Fig. 4B). Although, the T6 calibration curve was in line with
the other peptides, the T6 peptide was not detected in the CSF
samples. This may have been due to the CSF matrix suppres-
sing the peptide signal.

The calculated concentration values between T12 and T13
peptides showed good linearity (r2 = 0.97), with Sample 1
being the only outlier (Fig. 4C). A thorough inspection of the
peak areas of this sample showed that the natural channel had
a slightly higher peak area compared to the other two MRMs
of the peptide, suggesting the presence of an isobaric inter-
ference. Further analysis of the ratios between the main and
qualifier MRMs of the other CSF samples have shown that
only the aforementioned sample had significant isobaric inter-
ferences (Table S6†).

A degree of linearity was observed for all three peptides
when plotting the immunoassay results with each of the indi-
vidual peptides (Fig. 4D). However, the values associated with
the immunoassay were consistently above the values obtained
from the T12 and T13 peptides, while being below the T8
values obtained by the MS method. No data is available about
homology of the epitope sequences between α-synuclein and
other synucleins such as β- and γ-synuclein. Other proteoforms
may have been also present and specifically recognised, which
may have been a contributing factor for the discrepancies
observed in total levels of α-synuclein. The mass spectrometry-
based method however uses unique peptides and therefore
can rely on a single protein isoform of interest.

Conclusion

An SI traceable candidate RMP for the quantification of
α-synuclein from CSF samples is reported here. The method
covers the physiological concentrations of α-synuclein over
three orders of magnitude (0.1 ng g−1–10 ng g−1). The candi-
date RMP showed correlation with immunoassay results based
on the preliminary analysis of CSF from a small patient
cohort, including fifteen patient samples. Furthermore, the
structurally characterised and value assigned SI traceable
primary calibrator of α-synuclein may allow better comparabil-
ity of results in the future upon wider availability and utilis-
ation. It can be potentially harnessed in phenotypic assays or
deployed for the advancement of clinical diagnostics.
Although the candidate RMP requires further full-scale vali-
dation in terms of recovery, linearity and precision, it serves as
a proof-of-concept that α-synuclein can be traceably measured
in biological fluids.
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