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Abstract

Objective: Development of biomarkers for Charcot-Marie-Tooth (CMT) dis-

ease is critical for implementing effective clinical trials. The most common form

of CMT, type 1A, is caused by a genomic duplication surrounding the PMP22

gene. A recent report (Neurology 2018;90:e518–3524) showed elevation of neu-

rofilament light (NfL) in plasma of CMT1A disease patients, which correlated

with disease severity. However, no plasma/serum biomarker has been identified

that is specific to Schwann cells, the most directly affected cells in CMT1A.

Methods: We used the Olink immuno PCR platform to profile CMT1A patient

(n = 47, 2 cohorts) and normal control plasma (n = 41, two cohorts) on five

different Olink panels to screen 398 unique proteins. Results: The TMPRSS5

protein (Transmembrane protease serine 5) was elevated 2.07-fold

(P = <0.0001) in two independent cohorts of CMT1A samples relative to con-

trols. TMPRSS5 is most highly expressed in Schwann cells of peripheral nerve.

Consistent with early myelination deficits in CMT1A, TMPRSS5 was not signif-

icantly correlated with disease score (CMTES-R, CMTNS-R), nerve conduction

velocities (Ulnar CMAP, Ulnar MNCV), or with age. TMPRSS5 was not signifi-

cantly elevated in smaller sample sets from patients with CMT2A, CMT2E,

CMT1B, or CMT1X. The Olink immuno PCR assays confirmed elevated levels

of NfL (average 1.58-fold, P < 0.0001), which correlated with CMT1A patient

disease score. Interpretation: These data identify the first Schwann cell-specific

protein that is elevated in plasma of CMT1A patients, and may provide a dis-

ease marker and a potentially treatment-responsive biomarker with good disease

specificity for clinical trials.

Introduction

The heritable peripheral neuropathies known as Charcot-

Marie-Tooth disease (CMT) are the most common

genetic neuromuscular diseases affecting 1:2500 individu-

als.1 The majority of CMT neuropathies are dominant

and affect Schwann cell function and are classified as

demyelinating (CMT1), although up to one-third appear

to be primary axonal disorders.2,3 The most common

form of CMT is CMT1A, which is caused by a duplica-

tion of the PMP22 gene and subsequent overexpression of

PMP22 mRNA and protein.4,5 Animal models demon-

strate that increased expression of PMP22 is sufficient to

cause a demyelinating neuropathy, and that this can be

reversed by reducing PMP22 expression.6–8 Accordingly,

therapeutic approaches are currently being developed to

decrease PMP22 expression.7–9 Investigating these upcom-

ing therapies in patients, however, requires clinical trials
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based on clinical outcome measures and sensitive

biomarkers.

Composite scoring systems have been developed based

on CMT1A patients’ symptoms and neurological exam,

termed the Rasch modified CMT Neuropathy Score

(CMTNS-R) and the Rasch modified CMTES (CMTES-

R).10 However, while the CMTNS has been used as a pri-

mary outcome in clinical trials,11,12 annual change is small

and at least several hundred patients would be needed in

a double masked clinical trial to detect significant slowing

of disease progression using either of these instruments as

primary outcome measures.13 The progression of CMT1A

results in muscle atrophy, and with neuroimaging, it has

been demonstrated that the free intramuscular fat accu-

mulation (IMFA) within calf muscles increases ~1–2%
per year in patients with CMT1A.14,15 The IMFA of mus-

cle is specifically a measure of a myopathic or neurogenic

disease process and is independent of a subject’s overall

level of activity or fitness.16 These data suggest that a

double masked trial in CMT1A could be performed with

<100 patients/arm with MRI used as a primary outcome.

To complement the development of these outcome

measures, there is a need to develop molecular markers of

abnormalities in Schwann cells, degenerating axons or

denervated muscle that could serve as biomarkers for

severity and/or progression of CMT1A. A variety of mus-

cle protein biomarkers have been identified in plasma or

serum in muscular dystrophy studies,17,18 and recent

studies have indicated an elevation of neurofilament light

in CMT1A patients (NfL or NEFL).19 To identify the

potential molecular biomarkers in plasma for CMT1A, we

obtained and analyzed samples from 47 subjects with

CMT1A and 41 controls without known neurological dis-

ease, and analyzed them using five Olink Immuno PCR

assay panels to identify significant differences in expres-

sion of targeted proteins. We also determined the correla-

tion of the significantly regulated protein levels with

disease score, nerve conductions, and age. These studies

have revealed a novel blood protein biomarker that is

preferentially expressed in Schwann cells.

Methods

Patient recruitment and consent

Institutional Review Board approval was obtained from

University of Iowa and written informed assent/consent

were provided by participants under a protocol approved

by the ethics board of the NIH Rare Diseases Clinical

Research Network (Protocol INC6601). Subjects with

CMT1A were identified and evaluated in the Inherited

Neuropathy Consortium (INC) clinic in the Department

of Neurology at Iowa. Subjects were diagnosed with

CMT1A on the basis of clinical evidence of sensory and/

or motor peripheral neuropathy (including length-depen-

dent sensory loss, weakness and atrophy of the distal

musculature, and decreased deep tendon reflexes), nerve

conduction studies, and confirmatory genetic testing for

the PMP22 duplication in the subject or affected first-de-

gree relatives. Subjects and normal controls provided two

6-ml EDTA-containing tubes of blood during their visit

for plasma extraction performed by standard techniques20

which was performed within 15 min of the blood draw

and stored in aliquots stored at �80°C. All subjects were
examined clinically by investigators who were certified by

the INC for the proper administration of the CMTNSv2,

a validated 9 item, 36 composite score based on patients’

symptoms (three items), examination findings (four

items), and electrophysiology (two items).21 CMTESv2

scores were also calculated which included the seven items

based on patients’ symptoms and examination findings in

the CMTNSv2 but excludes the physiological results.

Thus, the CMTES has a maximum score of 28 rather than

36 points.21 These scores were then subjected to Rasch

modification to generate CMTNS-R and CMTES-R.10

Subjects with CMT1B, CMT1X, and CMT2A evaluated at

the University of Iowa were also included and provided

serum samples in an identical manner.

Nerve conductions

Ulnar motor conduction velocities (MNCV) were per-

formed by standard techniques22 with recording over the

belly of the Abductor Digiti Minimi (ADM) with stimula-

tion at the wrist and below the elbow. Maximum com-

pound muscle action potential (CMAP) amplitudes were

recorded using baseline to peak measurements in mV.

Plasma assays

Aliquots from the plasma samples were screened by Olink

immuno-PCR profiling, by an in-house developed Imper-

acer immuno-PCR method for TMPRSS5, and by the

Quanterix NfL methods. Olink (Uppsala, Sweden) profil-

ing was performed using the manufacturer’s recom-

mended protocols.23,24 Initially, a subset of the samples

was run on the Neurology Panel (92 proteins). Subse-

quently, the full set of samples was run on five Olink

panels (neurology includes TMPRSS5 assay, neurology

exploratory includes NfL assay, immuno oncology,

immune response and inflammation panels [total 398

unique proteins]). Subsequent to the initial single Neurol-

ogy Olink panel profiling, aliquots from the same samples

were assayed by an in-house developed Imperacer

immuno-PCR platform TMPRSS5 assay (Chimera Bio-

tech; Dortmund, Germany) using the manufacturer’s
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recommended protocols and using R& D Systems anti-

human TMPRSS5 mouse monoclonal catalogue number

MAB24951, and Goat polyclonal Catalogue number

AF2495 antibodies. Quanterix NfL assays were performed

according to the manufacturer’s protocols using the NfL-

Lite R kit on a single molecule array (Simoa TM) HD-1

instrument (Quanterix, Lexington, MA).

Statistical analysis methods

Data were analyzed using GraphPad Prism v7.03 (Graph-

Pad, San Diego CA). Pearson correlation coefficients were

calculated for each marker relative to neuropathy score

(CMTES-R, CMTES-N, Ulnar CMAP, Ulnar MNCV).

Correction for age effect was performed by partial corre-

lation calculated using software package R v3.5.0 (Open

source).

AUC curve program

The TMPRSS5 and NfL ROC curves and AUC calcula-

tions were generated using R packages ROCR and pROC

(R v 3.5.0 Open source).

Cell culture experiments

S1625 rat Schwann cells were transfected with Sox10

siRNA (Ambion, 4390771) or control siRNA using Lipo-

fectamine 3000 as described.26 RNA was isolated from

three replicate cultures 48 h after transfection using Tri

Reagent (Ambion) and relative levels RNA were deter-

mined quantitative RT-PCR using the Comparative Ct

method.27 Primers for Tmprss5 and Actb were as follows:

rTmprss5F: CAGTCTACTGTGCTGAGGAATG; rTmprss5

R: GAGACTTGCCCTGTATGTTAGG; rActb F: CACCCG

CGAGTACAACCTTC; rActb R: CCC ATA CCC ACC

ATC ACA CC.

Results

To identify novel biomarkers for CMT1A, we analyzed

plasma samples from those obtained from 47 subjects

with CMT1A and 41 control subjects from two indepen-

dent CMT1A cohorts and two independent control

cohorts. The demographic details of each group are sum-

marized in Table 1 (an additional four CMT1A cohort 2,

and three control cohort 2 subject samples are included

in the table which were included in a subsequent experi-

ment looking at other CMT subtypes (Fig. 5). Control

cohort 1 was taken from normal subjects without neu-

ropathy, control cohort 2 was obtained from family mem-

bers without neuropathy and not at risk for CMT1A or

from volunteers without neuropathy from the University

of Iowa. CMT1A cohorts 1 and 2 represent separate

groups of patients with CMT1A. Demographic informa-

tion concerning subjects with CMT1B (n = 17), CMT1X

(n = 16), CMT2A (n = 4), and CMT2E (n = 9) is also

provided. Age and gender distributions were similar in all

patient and control groups. The mean Rasch modified

Neuropathy and Exam scores (CMTNS-R and CMTES-R)

were similar between the two CMT1A cohorts and also

similar to what has been reported in the literature.13

Plasma proteins upregulated in Charcot-
Marie-Tooth disease 1A (CMT1A)

An initial pilot screen of 15 CMT1A samples from

cohort 1 against 10 control samples from control cohort

1 on the Olink Neurology panel had identified four can-

didate biomarkers that were elevated on average >two-
fold, P < 0.05 in CMT1A plasma, including TMPRSS5

(2.34-fold P = 0.017), NMNAT1 (4.87-fold P < 0.0001),

LAT (2.03-fold P = 0.0083), and MANF (2.75-fold

P = 0.0002) (Fig. S1). We then expanded the study by

testing samples from both CMT1A cohorts 1 (n = 20)

and 2 (n = 27), against control cohorts 1 (n = 20) and

2 (n = 21), on the five Olink panels (Neurology, Neurol-

ogy Exploratory, Immuno-Oncology, Immune Response,

Inflammation [total 398 unique proteins]). In all, 339 of

the proteins were detectable in >75% of samples tested,

including 91 out of the 92 in the Neurology panel. We

identified only TMPRSS5 to be consistently elevated in

both cohorts of CMT1A samples compared to both con-

trol cohorts (threshold >twofold, P < 0.05) (Fig. 1A).

TMPRSS5 was elevated on average by 2.07-fold

P < 0.0001 all CMT1A (n = 47) compared to all controls

(n = 41), and also to comparable levels in the individual

CMT1A cohorts compared to either control cohort. It

should be noted that the Olink scale (NPX) is a log2-

based scale. TMPRSS5 is a serine protease that is also

known as spinesin.28,29

NfL was elevated on average 1.58-fold P < 0.0001 for

all CMT1A (n = 47) relative to all controls (n = 41), and

to comparable levels in the individual CMT1A cohorts

compared to either control cohort (Fig. 1B). This is com-

parable to the 1.76-fold P = 0.0001 for the CMT1A sub-

group in the previous report,19 measure using the

Quanterix SIMOA assay. No other proteins on the five

Olink panels tested exceeded this threshold of >1.5-fold
P < 0.05 for all the comparisons of individual CMT1A

cohorts compared to either of the control cohorts.

The ability of TMPRSS5 levels to discriminate CMT1A

patients from controls can be assessed using a receiver

operator characteristic curve (Fig. 1C). The area under

the curves was 0.913 for TMPRSS5 compared to a value

of 0.81 for NfL (Olink data), demonstrating good
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specificity and sensitivity for discriminating TMPRSS5,

and also NfL, from control levels.

To confirm the elevation of TMPRSS5 in CMT1A sam-

ples using an orthogonal assay, we developed an in-house

Imperacer immuno PCR assay using commercial

TMPRSS5 antibodies and tested the same CMT1A cohort

1 and control cohort 1 samples shown in Figure S1. A

similar upregulation of TMPRSS5 was observed, average

4.21-fold P < 0.0029 (Fig. S2A), compared to the 2.34-

fold P 0.0017 observed by Olink analysis (Fig. S1). A very

good correlation was observed between Olink and Imper-

acer TMPRSS5 levels r = 0.964 P < 0.00001 (Fig. S2B).

To confirm the accuracy of the Olink NfL assay, we

determined the correlation between the Olink and Quan-

terix SIMOA assays in 10 CMT1A cohort 1 and 5 control

cohort 1 samples. A very good correlation was observed

r = 0.9735 P < 0.0001 (Fig. S2C).

Correlation of TMPRSS5 and NfL with
patient clinical data

The correlation of TMPRSS5 and NfL with age was deter-

mined (Fig. 2). No significant correlation was found for

TMRSS5 (Fig. 2A), whereas as expected,19 a positive cor-

relation was observed for NfL for both controls and

CMT1A samples (r = 0.6568 P = <0.0001 and r = 0.4735

P = 0.0008, respectively) (Fig. 2B). While the level was

elevated in CMT1A compared to controls, the rate of NfL

increases with age from the slope of the correlation plots

in is similar for both (Fig. 2B). No significant sex effect

was observed for the upregulation of TMPRSS5 or NfL in

CMT1A samples (data not shown).

The correlation of severity of neuropathy as assessed by

the Rasch-modified CMTES score with TMPRSS5 and

NfL CMT1A patient data from Figure 1 was determined.

First, we used a binned analysis in which mild (CMTES-

R < 5), moderate (CMTES-R 6–10), and more severe

cases (11–15 and 16–20) were grouped (Fig. 3). For

TMPRSS5 although all bins showed significant upregula-

tion of comparable magnitude fold change (1.95- to 2.41-

fold) compared to all controls, no significant correlation

with CMTES-R was observed as none of the bins were

statistically different P < 0.05 from each other (Fig. 3A).

Second, the correlation between CMTES-R and TMPRSS5

for all samples was determined (Fig. 4A) and was not sig-

nificant (r = 0.1975 P = 0.1833). The same pattern of

upregulation of TMPRSS5 was seen in all the equivalent

CMTNS-R score bins, and no significant correlation with

CMTNS-R (all samples) was observed (r = 0.22 P = 0.15

data not shown). This suggests TMPRSS5 is chronically

elevated in the progression of CMT1A. No significant cor-

relation was observed between TMPRSS5 and the electro-

physiological parameters CMAP and MNCV (all CMT1A

samples r = �0.12 P = 0.45 and r = �0.22 P = 0.158,

respectively – data not shown). As expected, following age

correction, no correlation was observed between

TMPRSS5 and CMTES-R, CMTNS-R, Ulnar CMAP, or

Ulnar MNCV (data not shown).

In contrast, NfL, as expected,19 increased across the

CMTES-R score bins (Fig. 3B). The two lowest score bins

CMTES-R < 5 and 5 < 10 were not significantly different

from the controls (1.11-fold, P = 0.9973; 1.38-fold

P = 0.2048, respectively), whereas the top three score bins

were significantly higher (1.57-fold P = 0.008, 1.68-fold

0.0001, 2.19-fold <0.0001, respectively). Also, the top

score bin CMTES > 20 was significantly upregulated

compared to the lowest score bin CMTES < 5 (1.98-fold,

P = 0.03). There was a significant correlation between

Table 1. Demographic details, median TMPRSS5 and NfL plasma concentration, and Rasch modified CMTES and Rasch modified CMTNS of the

CMT and healthy control cohorts.

Cohort group N

Age, y

(SEM) Sex, F/M

TMPRSS5,

NPX (IQR) NfL, NPX (IQR)

CMTES-R

(SEM)

CMTNS-R

(SEM)

Ulnar CMAP

(SEM)

Ulnar MNCV

(SEM)

Control cohort 1 20 47.1 (2.8) 12/8 3.38 (2.96–3.62) 3.02 (2.57–3.14)

Control cohort 2 24 49.4 (2.5) 14/10 3.42 (3.11–3.75) 2.96 (2.49–3.08)

CMT1A cohort 1 20 47.4 (2.8) 13/7 4.48 (3.90–4.72) 3.63 (3.33–3.84) 14.20 (1.43) 18.80 (1.64) 4.36 (0.42) 21.45 (0.98)

CMT1A cohort 2 31 42.1 (2.8) 19/12 4.42 (4.09–4.74) 3.64 (2.95–3.97) 14.84 (1.16) 18.52 (1.59),

n = 23

4.58 (0.47),

n = 22

19.6 (1.09),

n = 22

CMT1B 17 48.6 (4.9) 8/9 3.63 (SEM 0.10)

CMT1X 16 47.0 (4.3) 6/10 3.63 (SEM 0.12)

CMT2A 4 42.0 (4.8) 3/1 3.45 (SEM 0.26)

CMT2E 9 46.9 (5.0) 5/4 3.44 (SEM 0.14)

Abbreviations: CMT, Charcot-Marie-Tooth-disease; CMT1, demyelinating CMT; CMT1A, 17p duplication; CMT1B, MPZ mutation; CMT1X, GJB1

mutation; CMT2, axonal CMT; CMT2A, MFN mutation; CMT2E, NfL mutation. Median numbers are given with SEM, standard error margin.

TMPRSS5 and NfL median levels are given in NPX, normalized protein expression (Log2scale where a change of 1 is a twofold change) from Olink

data; with IQR, interquartile range. CMTES-R, Rasch modified CMTES Exam Score; CMTNS-R, Rasch modified CMT Neuropathy Score; CMAP,

Compound Muscle Action Potential; Ulnar MNCV, Ulnar Motor Nerve Conduction Velocity.
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CMTES-R and NfL when plotted for all samples (r = 0.53

P = 0.0001) (Fig. 4B). The same pattern of increase in

NfL was seen across CMTNS-R score bins, and a signifi-

cant correlation was observed with all samples (r 0.54,

P = 0.003 data not shown). Following age correction, the

correlation of NfL with CMTES-R and CMTNS-R

remained significant but with reduced r values (r = 0.38

P = 0.0081 and r = 0.3695 P = 0.0174, respectively). No

significant correlation was observed between NfL and the

electrophysiological parameter CMAP (all CMT1A sam-

ples r = 0.19 P = 0.24, after age correction r = 0.22

P = 0.168). An apparent positive correlation with NCV

(all CMT1A samples r = 0.32 P = 0.0418) was not signifi-

cant following age correction (r = 0.29 P = 0.070).

Specificity for CMT1A

CMT1A is the prototype of the demyelinating form of

CMT, so we performed a pilot Olink Neurology panel

analysis of samples obtained from two other types of

demyelinating CMT: CMT1B caused by mutations in the

Myelin Protein Zero gene,30 and CMT1X, caused by muta-

tions in the Gap Junction beta1 gene.31 For comparison,

we also included samples from two other axonal forms of

CMT: CMT2A, caused by mutations in the Mitofusin 2

gene32 and CMT2E caused by mutations in the NEFL

gene.33 The level of TMPRSS5 was determined for a sub-

set of CMT1A and samples of the other CMT subtypes

and controls (Fig. 5). The expected increase in TMPRSS5

in CMT1A was observed (average FC 2.4 P = 0.0001), but

only a modest increase was seen for CMT1B and CMT1X

samples (demyelinating forms) which was not statistically

Figure 1. Elevation of TMPRSS5 in CMT1A plasma samples from

multiple cohorts. Plasma samples obtained from CMT1A cohorts 1

and 2 and control cohorts 1 and 2, described in Table 1, were

analyzed on Olink panels and TMPRSS5 (A) and NfL (B) levels

determined, shown as NPX (a log2-based parameter) with median

and IQR. Comparisons by Anova four-group comparison and Tukey’s

multiple comparison test of the four groups. Then, both CMT1A

cohorts, and both control cohorts were combined and compared by

unpaired t test. CMT1A sample cohorts 1 & 2 with all control samples

cohorts 1 & 2; of CMT1A cohort 1 with control cohort 1 or 2; and of

CMT1A cohort 2 with control cohort 1 or 2, gave: TMPRSS5 fold

change (FC): 2.07, 2.04, 1.99, 2.14, 2.08 and all P values < 0.001;

NfL FC 1.58 P < 0.0001, 1.55 P 0.002, 1.70 P < 0.001, 1.49 P 0.003,

1.62 P < 0.001, respectively. No significant differences seen in

comparison of CMT1A cohorts, or control cohorts with themselves:

TMPRSS5 FC 0.95 P 0.975, 0.97 P 0.997; NfL FC 1.04 P 0.98, 1.09 P

0.877, respectively. Statistically significant elevation in comparisons of

CMT1A cohorts to control cohorts is summarized as indicated

***P < 0.001, **P < 0.003–0.002. AUC plots are shown (C) for

TMPRSS5 (area under ROC 0.9131, 95% confidence interval (CI)

0.8525–0.9736, P = <0.0001) and NfL (area under ROC 0.8085, CI

0.7157–0.9013, P = <0.0001).
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Figure 2. Correlation of TMPRSS and NfL with patient age. Correlations of TMPRSS5 (A) and NfL (B) levels with age (Pearson correlation

coefficient) are shown for CMT1A and controls separately, with r and P values. The NPX value is a log2-based parameter.
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significant (FC 1.26 P = 0.1876 and FC 1.26 P = 0.2003,

respectively). No significant increase was seen for CMT2A

and CMT2E (axonal forms) (FC 1.11 P = 0.9647 and FC

1.11 P = 0.9156, respectively). Therefore, the elevation of

TMPRSS5 may be specific to CMT1A and not elevated in

all forms of CMT. As there is a wide range of different

specific mutations with a range of disease severity in

CMT1B and CMT1X, it is possible that patients with

specific mutations within these subtypes may prove to

have elevated TMPRSS5 levels. Further testing of addi-

tional patient sample with known specific mutations

would be needed to investigate this.

Schwann cell-specific expression of TMPRSS

The tissue-specific expression of TMPRSS5 in Schwann

cells was evaluated in several ways. First, profiling of

human tissues performed by the Broad Institute (gtexpor-

tal.org) identified the highest levels in human peripheral

nerve (i.e., tibial nerve) (Fig. 6A). Lower amounts are

observed in salivary gland and some CNS tissues, but

expression of TMPRSS5 was almost negligible in other tis-

sues. Consistent with these data, cell sorting studies in

mouse skin showed that expression of Tmprss5 was con-

fined to Schwann cells.34 Many myelin-associated genes

are regulated by Sox10 expression, which is an important

transcription factor at all stages of Schwann cell develop-

ment. We had previously reported on Sox10-dependent

genes in the S16 Schwann cell line,35 and found that

Tmprss5 is regulated by Sox10, which was confirmed by

independent quantitative RT-PCR analysis. Sox10 binding

by ChIP-seq was analyzed in both peripheral nerve and

spinal cord,36 and shows binding of Sox10 to enhancers

that are marked by the presence of histone H3K27 acety-

lation (Fig. 6B). Notably, there is strong Sox10 binding in

both oligodendrocytes and Schwann cells to an enhancer

located ~11 kb upstream of the gene in the rat genome.

Next, we performed a Sox10 RNAi knockdown experi-

ment in cultured S16 rat Schwann cells and demonstrated

a substantial, over 90% reduction, in TMPRSS5 mRNA

levels (Fig. 6C). Finally, after nerve injury, many SC-

specific myelin genes like PMP22 decline dramatically as

Schwann cells lose contact with degenerating axons, and

then they are reactivated if nerve regeneration occurs. The

Tmprss5 gene, similarly declines after nerve injury and

then increases again as regeneration/remyelination occurs,

indicating that TMPRSS5 is regulated by the Schwann cell

differentiation program.37–39

Discussion

The analysis of independent cohorts of CMT1A plasma

samples and controls by Olink assays (total 398 proteins)

identified two proteins, TMPRSS5 and NfL, that were

consistently increased >average FC 2.07 and 1.58, respec-

tively, in subjects with CMT1A. The elevation of

TMPRSS5 in CMT1A was also confirmed with an orthog-

onal Imperacer Immuno-PCR assay.

TMPRSS5 was consistently elevated about twofold

across all CMT1A patients but was not correlated to

severity of neuropathy by CMTES-R or CMTNS-R, or to

electrophysiological parameters CMAP and MNCV, or to

age. It was elevated very early in disease, even at the low-

est CMTES-R or CMTNS-R scores, and was consistently

elevated throughout the progression of the disease as

measured across the higher disease scores. Hence,

TMPRSS5 is indicated to be chronically and consistently

elevated in CMT1A with an AUC of 0.9131. It was not

significantly elevated in CMT1B, CMT1X (demyelinating

CMTA forms) or CMT2A, CMT2E (axonal CMT forms),

indicating it may be a biomarker specific to CMT1A, and

not involved in the pathogenesis of other forms of CMT.

It was not correlated to NfL or to age. From our analysis

of multiple CMT1A and normal cohorts, TMPRSS5 and

NfL are indicated to have long-term multi-year stability

in samples stored at �80°C. Further studies are required

to determine the stability of TMPRSS5 within CMT1A

patients with longitudinal samples. A steady-state eleva-

tion of a biomarker of a disease process can be quite use-

ful if it proves responsive to treatment. This has been

noted in previous reviews.40

In contrast, for NfL, we found that it correlated with

age (r = 0.47 controls), and with CMTES-R (r = 0.37)

and CMTNS (r = 0.37) after age correction. It did not

correlate with electrophysiological parameters CMAP and

MNCV after age correction. In the previously reported

Figure 3. Elevation of CMT1A TMPRSS5 and NfL levels across binned Neuropathy Scores compared to controls. Elevation of TMPRSS5 (A) and

NfL (B) with CMTES-R neuropathy scores compared to controls, after binning CMT1A samples into five ranges from mild to severe (<5, 5 to <10,

10 to <15, 15 to <20, and >20) are shown (Tukey’s multiple comparison). Shown as NPX value a log2-based parameter with median and IQR. For

TMPRSS5 FC and P values across the bins were 1.95 P 0.0057, 1.77 P 0.0014, 1.98 P < 0.0001, 2.41 P <0.0001, respectively (for all CMT1A to

all controls FC 2.07 P < 0.0001). For TMPRSS5, none of the individual bins were significantly different from each other. For NfL, FC 1.11 P

0.9973, 1.38 P 0.2048, 1.57 P 0.008, 1.68 P 0.0001, 2.19 P < 0.0001, respectively (all CMT1A to all controls FC1.58 P < 0.0001). For Nfl only,

the CMT1A > 20 bin was significantly elevated compared to the <5 bin FC 1.98 P 0.03, out of all the comparisons of the bins to each other.

Statistically significant elevation in comparisons of CMT1A cohorts to control cohorts is summarized as indicated ****P < 0.0001, ***P 0.0001–

0.003, **P 0.0014–0.008, *0.0194, not significant (ns) >0.20.
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Figure 4. Pearson Correlation of CMT1A TMPRSS5 and NfL levels with Neuropathy Scores Unbinned. Correlation of TMPRSS5 (A) and NfL (B)

levels with CMTES-R neuropathy scores are shown, with r and P values. Following age correction by partial correlation using the data from

Figure 2, NfL correlation with CMTES-R r = 0.38, P = 0.081 (NfL with CMTNS-R r = 0.3695 P = 0.0174).
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study of CMT subtype samples, including CMT1A and 11

other subtypes (31 out of the total 75 patient samples

were CMT1A),19 the combined data for all subtypes also

showed NfL increased with age (r 0.7 controls) and with

CMTES (r 0.41) after age correction and so significant

correlation was found with CMAP. NfL is indicated to be

a good biomarker of axonal degeneration in CMT1A and

other CMT subtypes, as well as a range of neurological

diseases including ALS,41 frontal temporal dementia,42

and MS.43 NfL may prove a good efficacy biomarker in

CMT; interestingly, NfL plasma levels were elevated in a

mouse model of CMT4C and were returned to normal

with successful gene therapy treatment.44 Further studies

are required to determine its stability in CMT1A longitu-

dinal samples. Its correlation with age must be considered

in clinical trials and correction for age effect may be

necessary.

TMPRSS5 (also known as spinesin) contains a trans-

membrane domain, a stem region containing a scavenger

receptor-like domain, and a serine protease domain that

is able to cleave trypsin substrates.28 However, no knock-

out mouse has been characterized, and its specific role in

CMT1A or regulation of myelination remains unknown.

Mutations in TMPRSS5 have been associated with deaf-

ness,41 and other family members may play similar roles.

Interestingly, several types of CMT including CMT1A are

associated with hearing loss.42–44

TMPRSS5 is highly expressed in human peripheral

nerve with some lower level expression in salivary gland

and the CNS (gtexportal.org). In a mouse database of cell

type-specific expression in skin,34 TMPRSS5 showed pref-

erential expression in Schwann cells, presumably due to

its regulation by the Sox10 transcription factor.35. Fur-

thermore, in the S16 rat Schwann cell line, depletion of

Figure 5. Evaluation of TMPRSS5 in plasma samples from different CMT subtypes. TMPRSS5 levels in plasma samples from CMT1B (n = 17),

CMT1X (n = 16), CMT2A (n = 4), CMT2E (n = 9), CMT1A (n = 7) compared to control (n = 13) shown as NPX with median and IQR. FC and P

(Abnova comparison of groups followed by Dunnett’s multiple comparison test) for comparison with controls were CMT1B 1.26 P 0.1876,

CMT1X 1.26 P 0.2003, CMT2A 1.11 P 0.9647, CMT2E 1.11 P 0.9156, CMT1A 2.40 P 0.0001. Statistically significant elevation to the control

cohort is indicated ****P 0.0001, not significant (ns) >0.20.
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Sox10 reduced TMPRSS5 level, indicating that Tmprss5,

like many other myelin genes, is regulated by this critical

transcription factor required for Schwann cell develop-

ment.35 While it is not yet clear that increased TMPRSS5

levels in plasma are due to enhanced release from Sch-

wann cells and/or increased synthesis, the Tmprss5 tran-

script is elevated in a recently published profile of the rat

CMT1A model,45 and analysis of the C3 model of

CMT1A showed a similar elevation of the Tmprss5

transcript.

The levels of TMPRSS5 are consistently elevated in

CMT1A samples with a good discrimination of cases ver-

sus controls, but there is no statistically significant corre-

lation with either neuropathy score or age. This would be

Figure 6. Specificity and Regulation of TMPRSS5 expression. (A) Human tissue profiling data (gtexportal.org) show highest expression of

TMPRSS5 in peripheral nerve (tibial nerve), which is predominantly composed of Schwann cells. Lower expression levels are found in different

brain regions. (B) The panel shows ChIP-seq analysis around the Tmprss5 gene in rat peripheral nerve, and the shaded bars indicate upstream

binding sites for two Schwann cell transcription factors (EGR2 and SOX10), along with colocalized histone H3K27 acetylation, which is a marker

of engaged enhancers. (C) To determine regulation of TMPRSS5, siRNA directed against Sox10 was transfected into the S16 rat Schwann cell line.

The results show dramatic downregulation of Tmprss5 transcript with Sox10 depletion, as Sox10 is required for expression of many myelin genes

in Schwann cells.
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expected in a protein whose expression is mechanistically

correlated with impaired Schwann cell myelination. The

decreased nerve conduction velocities associated with

impaired myelination are evident early in the course of

CMT1A, and do not further decrease with the progression

of the disease, indicating that the level of demyelination is

relatively constant. Studies of patients with CMT1A46 and

rodent models47,48 demonstrate that impairment corre-

lates more with axonal degeneration than demyelination

in CMT1A.

Taken together, we believe our results for TMPRSS5

and NfL support a complementary biomarker strategy

in CMT1A in which TMPRSS5 can serve as a novel

potential biomarker for myelinating Schwann cells,

along with assessments of NfL as a marker for axonal

degeneration. Key additional studies are required to

look at the longitudinal stability of these biomarkers in

patients, and to determine if they decrease in appropri-

ate animal efficacy studies and hence could be used as

efficacy biomarkers.

Acknowledgments

This work was supported by a grant from the Charcot-

Marie-Tooth Association, U54NS065712 provided by

NINDS/NCATS-ORD, a core grant to the Waisman Cen-

ter from NICHD (U54 HD090256), and funds provided

by the Stahl family and the Rovner Family Neuromuscu-

lar Research Fund. The Genotype-Tissue Expression

(GTEx) Project was supported by the Common Fund of

the Office of the Director of the National Institutes of

Health, and by NCI, NHGRI, NHLBI, NIDA, NIMH, and

NINDS.

Authors’ Contributions

KW, HW, MD, MS, and JS were responsible for study

concept and design. HW, MD, JS, and MS drafted the

manuscript and figures. KW, HW, MD, TX, MK, KC, JL,

XW, RZ, CB, YB, JM, LG, DA, AR, MR, JS, and MS per-

formed data acquisition and analysis.

Conflict of Interest

There are no conflicts of interest.

References

1. Skre H. Genetic and clinical aspects of Charcot-Marie-

Tooth’s disease. Clin Genet 1974;6:98–118.

2. Saporta AS, Sottile SL, Miller LJ, et al. Charcot-Marie-

Tooth disease subtypes and genetic testing strategies. Ann

Neurol 2011;69:22–33.

3. Murphy SM, Laura M, Fawcett K, et al. Charcot-Marie-

Tooth disease: frequency of genetic subtypes and

guidelines for genetic testing. J Neurol Neurosurg

Psychiatry 2012;83:706–710.

4. Lupski JR, de Oca-Luna RM, Slaugenhaupt S, et al. DNA

duplication associated with Charcot-Marie-Tooth disease

type 1A. Cell 1991;66:219–232.

5. Raeymaekers P, Timmerman V, Nelis E, et al. Duplication

in chromosome 17p11.2 in Charcot-Marie-Tooth

neuropathy type 1a (CMT 1a). The HMSN Collaborative

Research Group. Neuromuscular Disord. 1991;1:93–97.

6. Huxley C, Passage E, Robertson AM, et al. Correlation

between varying levels of PMP22 expression and the

degree of demyelination and reduction in nerve

conduction velocity in transgenic mice. Hum Mol Genet

1998;7:449–458.
7. Zhao HT, Damle S, Ikeda-Lee K, et al. PMP22 antisense

oligonucleotides reverse Charcot-Marie-Tooth disease type

1A features in rodent models. J Clin Investig

2018;128:359–368.
8. Sereda MW, Meyer zu H€orste G, Suter U, et al.

Therapeutic administration of progesterone antagonist in a

model of Charcot-Marie-Tooth disease (CMT-1A). Nat

Med 2003;9:1533–1537.
9. Attarian S, Vallat JM, Magy L, et al. An exploratory

randomised double-blind and placebo-controlled phase 2

study of a combination of baclofen, naltrexone and

sorbitol (PXT3003) in patients with Charcot-Marie-Tooth

disease type 1A. Orphanet J Rare Dis 2014;9:199.

10. Sadjadi R, Reilly MM, Shy ME, et al. Psychometrics

evaluation of Charcot-Marie-Tooth Neuropathy Score

(CMTNSv2) second version, using Rasch analysis. J

Peripher Nerv Syst. 2014;19:192–196.

11. Pareyson D, Reilly MM, Schenone A, et al. Ascorbic acid

in Charcot-Marie-Tooth disease type 1A (CMT-TRIAAL

and CMT-TRAUK): a double-blind randomised trial.

Lancet Neurol 2011;10:320–328.

12. Lewis RA, McDermott MP, Herrmann DN, et al. High-

dosage ascorbic acid treatment in Charcot-Marie-Tooth

disease type 1A: results of a randomized, double-masked,

controlled trial. JAMA Neurol 2013;70:981–987.
13. Fridman V, Sillau S, Acsadi G, et al. A longitudinal study

of CMT1A using Rasch analysis based CMT neuropathy

and examination scores. Neurology. In Press.

14. Morrow JM, Sinclair CD, Fischmann A, et al. MRI

biomarker assessment of neuromuscular disease

progression: a prospective observational cohort study.

Lancet Neurol 2016;15:65–77.

15. Morrow JM, Evans MRB, Grider T, et al. Validation of

MRC Centre MRI calf muscle fat fraction protocol as an

outcome measure in CMT1A. Neurology 2018;91:e1125–
e1129.

16. Morrow JM, Sinclair CD, Fischmann A, et al.

Reproducibility, and age, body-weight and gender

12 ª 2019 The Authors. Annals of Clinical and Translational Neurology published by Wiley Periodicals, Inc on behalf of American Neurological Association.

Novel CMT1A Plasma Marker H. Wang et al.



dependency of candidate skeletal muscle MRI outcome

measures in healthy volunteers. Eur Radiol 2014;24:1610–

1620.

17. Nedergaard A, Karsdal MA, Sun S, Henriksen K.

Serological muscle loss biomarkers: an overview of current

concepts and future possibilities. J Cachexia Sarcopenia

Muscle 2013;4:1–17.

18. Hathout Y, Brody E, Clemens PR, et al. Large-scale

serum protein biomarker discovery in Duchenne

muscular dystrophy. Proc Natl Acad Sci USA

2015;112:7153–7158.

19. Sandelius �A, Zetterberg H, Blennow K, et al. Plasma

neurofilament light chain concentration in the inherited

peripheral neuropathies. Neurology 2018;90:e518–e524.
20. Rhode H, Muckova P, Buchler R, et al. A next generation

setup for pre-fractionation of non-denatured proteins

reveals diverse albumin proteoforms each carrying several

post-translational modifications. Sci Rep 2019;9:11733.

21. Murphy SM, Herrmann DN, McDermott MP, et al.

Reliability of the CMT neuropathy score (second version)

in Charcot-Marie-Tooth disease. J Peripher Nerv Syst

2011;16:191–198.
22. Kimura J. Nerve conduction and electromyography. In: P.

J. Dyck, P. K. Thomas, eds. Peripheral Neuropathy pp.

899–970. Philadelphia: Elsevier/Saunders, 2005.

23. Assarsson E, Lundberg M, Holmquist G, et al.

Homogenous 96-plex PEA immunoassay exhibiting high

sensitivity, specificity, and excellent scalability. PLoS One

2014;9:e95192.

24. Jabbari E, Woodside J, Guo T, et al. Proximity extension

assay testing reveals novel diagnostic biomarkers of

atypical parkinsonian syndromes. J Neurol Neurosurg

Psychiatry 2019;90:768–773.

25. Toda K, Small JA, Goda S, Quarles RH. Biochemical and

cellular properties of three immortalized Schwann cell

lines expressing different levels of the myelin-associated

glycoprotein. J Neurochem 1994;63:1646–1657.

26. Gokey NG, Srinivasan R, Lopez-Anido C, et al.

Developmental regulation of MicroRNA expression in

Schwann cells. Mol Cell Biol 2012;32:558–568.

27. Livak KJ, Schmittgen TD. Analysis of relative gene

expression data using real-time quantitative PCR and the

2(-Delta Delta C(T)) Method. Methods 2001;25:402–408.
28. Yamaguchi N, Okui A, Yamada T, et al. Spinesin/

TMPRSS5, a novel transmembrane serine protease, cloned

from human spinal cord. J Biol Chem 2002;277:6806–

6812.

29. Watanabe Y, Okui A, Mitsui S, et al. Molecular cloning

and tissue-specific expression analysis of mouse spinesin, a

type II transmembrane serine protease 5. Biochem Biophys

Res Commun 2004;324:333–340.
30. Hayasaka K, Himoro M, Sato W, et al. Charcot-Marie-

Tooth neuropathy type 1B is associated with mutations of

the myelin P0 gene. Nat Genet 1993;5:31–34.

31. Bergoffen J, Scherer SS, Wang S, et al. Connexin

mutations in X-linked Charcot-Marie-Tooth disease.

Science 1993;262:2039–2042.
32. Zuchner S, Mersiyanova IV, Muglia M, et al. Mutations in

the mitochondrial GTPase mitofusin 2 cause Charcot-

Marie-Tooth neuropathy type 2A. Nat Genet 2004;36:449–
451.

33. De Jonghe P, Mersivanova I, Nelis E, et al. Further

evidence that neurofilament light chain gene mutations

can cause Charcot-Marie-Tooth disease type 2E. Ann

Neurol 2001;49:245–249.

34. Sennett R, Wang Z, Rezza A, et al. An integrated

transcriptome atlas of embryonic hair follicle progenitors,

their niche, and the developing skin. Dev Cell.

2015;34:577–591.

35. Srinivasan R, Sun G, Keles S, et al. Genome-wide analysis

of EGR2/SOX10 binding in myelinating peripheral nerve.

Nucleic Acids Res 2012;40:6449–6460.
36. Lopez-Anido C, Sun G, Koenning M, et al. Differential

Sox10 genomic occupancy in myelinating glia. Glia

2015;63:1897–1914.

37. Clements MP, Byrne E, Camarillo Guerrero LF, et al. The

wound microenvironment reprograms Schwann cells to

invasive mesenchymal-like cells to drive peripheral nerve

regeneration. Neuron 2017;96:98–114.e7.

38. Ma KH, Duong P, Moran JJ, et al. Polycomb repression

regulates schwann cell proliferation and axon regeneration

after nerve injury. Glia 2018;66:2487–2502.
39. Barrette B, Calvo E, Valli�eres N, Lacroix S. Transcriptional

profiling of the injured sciatic nerve of mice carrying the

Wld(S) mutant gene: identification of genes involved in

neuroprotection, neuroinflammation, and nerve

regeneration. Brain Behav Immun 2010;24:1254–1267.

40. Zhao X, Modur V, Carayannopoulos LN, Laterza OF.

Biomarkers in pharmaceutical research. Clin Chem

2015;61:1343–1353.
41. Guipponi M, Toh MY, Tan J, et al. An integrated genetic

and functional analysis of the role of type II

transmembrane serine proteases (TMPRSSs) in hearing

loss. Hum Mutat 2008;29:130–141.

42. Verhagen WI, Huygen PL, Gabreels-Festen AA, et al.

Sensorineural hearing impairment in patients with Pmp22

duplication, deletion, and frameshift mutations. Otol

Neurotol 2005;26:405–414.

43. Giuliani N, Holte L, Shy M, Grider T. The audiologic

profile of patients with Charcot-Marie Tooth neuropathy

can be characterised by both cochlear and neural deficits.

Int J Audiol. 2019; 58:902–912.

44. Choi JE, Seok JM, Ahn J, et al. Hidden hearing loss in

patients with Charcot-Marie-Tooth disease type 1A. Sci

Rep 2018;8:10335.

45. Fledrich R, Abdelaal T, Rasch L, et al. Targeting myelin

lipid metabolism as a potential therapeutic strategy in a

model of CMT1A neuropathy. Nat Commun 2018;9:3025.

ª 2019 The Authors. Annals of Clinical and Translational Neurology published by Wiley Periodicals, Inc on behalf of American Neurological Association. 13

H. Wang et al. Novel CMT1A Plasma Marker



46. Krajewski KM, Lewis RA, Fuerst DR, et al.

Neurological dysfunction and axonal degeneration in

Charcot-Marie-Tooth disease type 1A. Brain 2000;123

(Pt 7):1516–1527.

47. Maier M, Berger P, Suter U. Understanding Schwann cell-

neurone interactions: the key to Charcot-Marie-Tooth

disease? J Anat 2002;200:357–366.

48. Sancho S, Magyar JP, Aguzzi A, Suter U. Distal

axonopathy in peripheral nerves of PMP22-mutant mice.

Brain 1999;122(Pt 8):1563–1577.

Supporting Information

Additional supporting information may be found online

in the Supporting Information section at the end of the

article.

Figure S1. Elevation of TMPRSS5 and 3 other proteins in

initial pilot experiment with CMT1A and controls.

Figure S2. Increase in TMPRSS5 and NfL confirmed by

orthogonal assays.
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