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Abstract
Background and Objectives
Blood biomarkers glial fibrillary acidic protein (GFAP) and ubiquitin carboxy-terminal hydrolase
L1 (UCH-L1) have recently been Food and Drug Administration approved as predictors of
intracranial lesions on CT after mild traumatic brain injury (mTBI). However, most cases with
mTBI are CT negative, and no biomarkers are approved to assist diagnosis in these individuals. In
this study, we aimed to determine the optimal combination of blood biomarkers to assist mTBI
diagnosis in otherwise healthy adults younger than 50 years presenting to an emergency de-
partment within 6 hours of injury. To further understand the utility of biomarkers, we assessed
how biological sex, presence or absence of loss of consciousness and/or post-traumatic amnesia
(LOC/PTA), and delayed presentation affected classification performance.

Methods
Blood samples, symptom questionnaires, and cognitive tests were prospectively conducted for
participants with mTBI recruited from The Alfred Hospital Level 1 Emergency & Trauma
Center and uninjured controls. Follow-up testing was conducted at 7 days. Simoa quantified
plasma GFAP, UCH-L1, tau, neurofilament light chain (NfL), interleukin (IL)–6, and IL-1β.
Area under the receiver operating characteristic (AUC) analysis assessed classification accuracy
for diagnosedmTBI, and logistic regressionmodels identified optimal biomarker combinations.

Results
Plasma IL-6 (AUC 0.91, 95% CI 0.86–0.96), GFAP (AUC 0.85, 95%CI 0.78–0.93), and UCH-
L1 (AUC 0.79, 95% CI 0.70–0.88) best differentiated mTBI (n = 74) from controls (n = 44)
acutely (<6 hours), with NfL (AUC 0.81, 95% CI 0.72–0.90) the only marker to have such
utility subacutely (7 days). Biomarker performance was similar between sexes and for partic-
ipants with and without LOC/PTA, with the exception at 7 days, where GFAP and IL-6
retained some utility in female participants (GFAP: AUC 0.71, 95% CI 0.55–0.88; IL-6: AUC
0.71, 95% CI 0.55–0.87) and in those with LOC/PTA (GFAP: AUC 0.73, 95% CI 0.59–0.86;
IL-6: AUC 0.71, 95% CI 0.57–0.84). Acute IL-6 (R2 = 0.50, 95% CI 0.34–0.64) outperformed
GFAP and UCH-L1 combined (R2 = 0.35, 95% CI 0.17–0.50), with the best acute model
featuring GFAP and IL-6 (R2 = 0.54, 95% CI 0.34–0.68).
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Discussion
These findings indicate that adding IL-6 to a panel of brain-specific proteins such as GFAP andUCH-L1might assist in the acute
diagnosis of mTBI in adults younger than 50 years. Multiple markers had high classification accuracy in participants without
LOC/PTA. When compared with the best-performing acute markers, subacute measures of plasma NfL resulted in minimal
reduction in classification accuracy. Future studies will investigate the optimal time frame over which plasma IL-6 might assist
diagnostic decisions and how extracranial trauma affects utility.

Introduction
Timely and accurate diagnosis of mild traumatic brain injury
(mTBI) remains challenging, largely due to a lack of objective
tests with sufficient diagnostic sensitivity and specificity.
Although standardized brief symptom evaluation and com-
puterized neurocognitive tools have been developed to
support rapid screening for mTBI,1-3 psychosocial factors
complicate their interpretation.4 Neuropsychological testing
has identified reduced processing speed and attention as key
early markers of mTBI, and therefore characterizing cognitive
impairment acutely postinjury may inform evaluation.5 Cog-
nitive assessments, however, are limited in their use acutely
due to expertise and time requirements.4 Diagnosis of mTBI
remains challenging in settings where expert clinicians are not
available, and cases are often missed.6

Blood biomarkers represent promising candidates that might
assist mTBI diagnosis by quantification of proteins associated
with astroglial (e.g., glial fibrillary acidic protein [GFAP];
S100 calcium-binding protein B, S100B), neuronal (e.g.,
ubiquitin carboxy-terminal hydrolase L1, UCH-L1), and ax-
onal (e.g., neurofilament light chain, NfL; tau) pathology.7

Measures of S100B (Scandinavia) and GFAP and UCH-L1
combinations (United States) are now approved for clinical
use as highly sensitive predictors of intracranial bleeding post-
TBI,8 with CENTER-TBI9 and TRACK-TBI10 consortia
having demonstrated the added value of day-of-injury bio-
markers over existing prognostic models of functional out-
come after TBI, albeit primarily in moderate-to-severe TBI. In
addition, some classification accuracy with biomarkers has
been reported in smaller studies of mTBI in the emergency
department (ED) and sport.11

Despite this progress, several key gaps must be addressed
before biomarkers can be implemented within clinical practice
for mTBI diagnosis. First, findings from other studies may

lack generalizability to CT-negative mTBI in the ED. Several
hospital-based studies conflate TBI severities or CT-nega-
tive and CT-positive mTBI,9,10,12,13 and sport-related con-
cussion (SRC) cohort studies do not capture the
heterogeneity in patient demographics and injury mecha-
nisms present at EDs.14 Second, mTBI biomarker candidates
have divergent and dynamic temporal profiles.7,11 Thus,
findings from studies that collect blood at various time
points postinjury may not reflect classification performance
in an ED setting where presentations primarily occur within
5 hours.6,15 In addition, although biomarkers with an ex-
tended elevation may be more likely to assist with delayed
presentations,16,17 it is unknown whether these have com-
parable classification accuracy with acute biomarkers. Third,
while loss of consciousness (LOC; ≤30 minutes) and post-
traumatic amnesia (PTA; <24 hours) are strong indicators of
mTBI, their association with biomarkers is poorly charac-
terized. Moreover, biomarkers may be more useful to assist
mTBI diagnosis in patients who do not present with these
overt signs; however, their utility in this subset of patients
with mTBI is not established.

Studies have shown that cytokines interleukin (IL)–6 and IL-1β
are elevated in the brain and CSF after TBI.18-23 There is some
recent evidence that IL-6 may be elevated in blood acutely after
concussion in athletes24,25 and military personnel,26 though fur-
ther work is needed to establish acute classification accuracy for
mTBI in the ED. While few studies have investigated peripheral
levels of IL-1β after TBI, a new assay using Simoa technology has
shown unprecedented sensitivity for detecting IL-1β.27

The aim of this study was to investigate how plasma GFAP,
UCH-L1, tau, NfL, IL-6, and IL-1β, each emerging biomarker
candidate linked to mTBI pathophysiology, might assist
mTBI diagnosis in otherwise healthy patients younger than 50
years who present to an ED within 6 hours, without major
extracranial injury, and have no intracranial lesion detected by

Glossary
AIC = Akaike Information Criterion; AUC = area under the receiver operating characteristic; BIC = Bayesian Information
Criterion; CoV = coefficient of variation; ED = emergency department; GFAP = glial fibrillary acidic protein; IL = interleukin;
IQR = interquartile range; KD = King-Devick; LLOD = lower limit of detection; LOC = loss of consciousness; mTBI = mild
traumatic brain injury; NfL = neurofilament light chain; PTA = post-traumatic amnesia; RAVLT = Rey Auditory-Verbal
Learning Test; RPQ = Rivermead Postconcussion Symptom Questionnaire; S100B = S100 calcium-binding protein B; SRC =
sport-related concussion; UCH-L1 = ubiquitin carboxy-terminal hydrolase L1; WHO = World Health Organization.

Neurology.org/N Neurology | Volume 101, Number 20 | November 14, 2023 e1993

http://neurology.org/n


CT (or no clinical indication for CT). Biomarker classification
accuracy was assessed relative to an emergency physician di-
agnosis of mTBI as per the World Health Organization
(WHO) definition.28 We also assessed how biological sex and
presence or absence of LOC/PTA affected biomarker per-
formance. By including a 7-day follow-up, we aimed to de-
termine which subacute markers might best assist diagnosis
for delayed presentations and how performance compared
with the optimal acute stage markers and how biomarker
profiles evolve over time. Finally, we included symptom re-
port and cognitive tests to provide insights into their relative
classification accuracy. We hypothesized that: (1) GFAP
would have the highest classification accuracy when measured
at <6 hours and NfL at 7 days, (2) NfL performance at 7 days
would be similar to that of GFAP at <6 hours, (3) cytokines at
<6 hours would have diagnostic utility and boost classification
performance of GFAP and UCH-L1 combined, (4) classifi-
cation accuracy would be comparatively higher in mTBI with
LOC and/or PTA than that without, (5) cognitive and
symptom outcomes would differentiate mTBI and controls,
and (6) biomarkers would have similar performance in male
and female participants.

Methods
Standard Protocol Approvals, Registrations,
and Patient Consents
The Alfred Health Human Research and Ethics Committee
(Project ID 105/18) approved this study, and all participants
provided written informed consent.

Study Population and Study Design
Individuals with mTBI presenting to the Level 1 Emergency
& Trauma Center at The Alfred Hospital servicing the state of
Victoria in Australia, who met a priori study criteria, and
provided written consent were enrolled. Noninjured indi-
viduals responding to hospital and community communica-
tions were enrolled as controls.

Study Criteria
Inclusion criteria for the mTBI cohort were as follows: (1)
age 18–50 years, (2) observed/reported head strike, (3)
mTBI diagnosis as per the hospital-based use of the WHO
definition,28 and (4) blood sampling <6 hours and cognitive
testing <24 hours postinjury. Exclusion criteria were as fol-
lows: (1) previous moderate-to-severe TBI, (2) mTBI
within the past year, (3) neurologic, psychiatric, or medical
history of significance (i.e., such history acted on for exclu-
sion were as follows: schizophrenia, extensive and acute
eating disorder, autism, intellectual disability, and in-
travenous drug user), (4) medication confounding blood
sampling, (5) significant extracranial injury (e.g., open, long
bone, or complex fractures), (6) surgery and/or anesthesia
requirement, (7) pregnant or breastfeeding status, and (8)
English as a second language. Control participants had no
observed/reported head strike, were aged 18–50 years, and
had the same exclusion criteria.

Participant Information, SymptomReport, and
Cognitive Testing
Participant demographics and medical history were gathered
with the Acute Concussion Evaluation29 and a basic ques-
tionnaire. PTA was ascertained by retrospective self-report of
memory loss duration immediately postinjury.

The Rivermead Postconcussion Symptom Questionnaire
(RPQ)30 included 16 items self-rated on a 5-point scale that
measured symptom frequency (0–16) and symptom severity
(0–64) (Cronbach α = 0.94–0.95).31

The Test of Premorbid Functioning32 consists of 70 words of
increasingly difficult grapheme-to-phoneme translations
(mean = 100, SD = 15) used to estimate premorbid in-
tellectual functioning, with higher age-corrected scale scores
indicating greater premorbid functioning.

The Rey Auditory-Verbal Learning Test (RAVLT)33 con-
sists of 5 learning trials, a 30-minute delay recall of 15 words
with higher age-corrected34 index scores for total learning
(correct trial 1–5 sum score), and delayed recall (correct
delayed sum score), indicating greater verbal memory per-
formance. Alternate forms at follow-up were used to reduce
practice effects.35

The Digit Span test36 consists of 3 number repetition tasks
measuring attention with higher age-corrected total scaled
scores (mean = 10, SD = 3) indicating greater performance.

The King-Devick (KD) test37 are rows of numbers (left to
right) read aloud with increasingly variable spacing across 3
trials (Cronbach α = 0.92)38 measuring visual scanning speed
with lower total speed (seconds) and higher accuracy (omis-
sion and commission errors) indicating greater performance.

Cogstate39 is a computerized neurocognitive battery in-
cluding 3 measures of performance speed: detection
(psychomotor speed), identification (attention), and one
back (working memory) with higher scores indicating
worse performance and 1 measure of accuracy: one card
learning (visual learning) with higher scores indicating
better performance.

Blood Collection and Analysis
Venous blood was collected into K2EDTA tubes and centri-
fuged at 1,000–1,100g, with plasma aliquots stored at −80°C.
Biomarkers were quantified on a Simoa HD-X Analyzer
(Quanterix, Billerica, MA), using commercial kits. Neurology
4-plex B kits were used for GFAP, UCH-L1, NfL and tau, and
single-plex Simoa assays were used for IL-6 and IL-1β. All
samples were tested in duplicate, with plates balanced be-
tween groups. Some samples measured below the lower
limit of detection (LLOD) for UCH-L1 (40/168) and IL-1β
(3/166; and 2 samples could not be run) and were allocated
values equal to the LLOD (i.e., 2.43 and 0.016 pg/mL, re-
spectively). The duplicate coefficient of variation (CoV) of
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duplicates for GFAP, UCH-L1, NfL, tau, IL-6, and IL-1β was
8%, 27%, 6%, 5%, 4%, and 14%, respectively, and interpolate
CoV of controls were 7%, 5%, 17%, 8%, 6%, and 8%,
respectively.

Analysis
Statistical analyses were conducted in R, version 4.0.3.28 Unless
otherwise stated, all analyses were 2-tailed with significance
levels of p < 0.05. Nominal and ordinal variables were eval-
uated using the Fisher exact test. Biomarkers underwent
natural logarithm (Ln) transformation to provide a better ap-
proximation of a normal distribution. Cogstate values were
transformed as per industry-based recommendations.40 Neu-
ropsychological measures were analyzed in their raw/original
format. The R package pROC40 was used to analyze area under
the receiver operating characteristic (AUC) curves for plasma,
symptom, and cognitive outcomes between groups at <6 hours
and 7 days with AUC values classified (<0.5 failed, 0.6–0.7
poor, 0.7–0.8 moderate/acceptable, 0.8–0.9 good, and >0.9
excellent).41,42 Youden index optimal cutoffs were determined
for each biomarker with good or excellent classification utility
in the overall mTBI vs control comparison for each time point.
The pROC package was also used to compare 2 AUC curves
and compared unpaired AUC curves using the Delong method
with a false discovery rate implemented. In line with our hy-
potheses, AUC comparisons were made between GFAP and
the other biomarkers acutely and between NfL and other
biomarkers subacutely. Additional AUC analyses were con-
ducted that adjusted for age and sex using the ROCnReg
package.43 Unadjusted AUC were used throughout the man-
uscript, given age and sex did not result in significant changes.
Logistic regression models were developed with different bio-
marker combinations, assessing model performance with the
primary index of Tjur R2, Bayesian Information Criterion
(BIC), and Akaike Information Criterion (AIC). Mean and
standard deviation data from a study of SRC (acute GFAP in
SRC [n = 100] vs contact control [n = 133]; α of 0.05 and
desired power of 0.90) were used to determine a required
sample size of 43.44

Table 1 Participant Demographics

Control
(n = 44)

mTBI
(n = 74) p Value

Agea 30.0 (25.4–33.4) 32.1 (25.5–37.9) 0.154

Sexb

Female 23 (52.3) 31 (41.9) 0.340

Male 21 (47.7) 43 (58.1)

Highest level of
educationb

Missing 0 3

Year 12/certificate 10 (22.7) 35 (49.3) 0.012

Bachelor’s degree 20 (45.5) 18 (25.4)

Postgraduate 14 (31.8) 18 (25.4)

Employmentb

Missing 1 1

Laborer/skilled trade 6 (14.0) 14 (19.2) 0.192

Transportation and
hospitality

7 (16.3) 7 (9.6)

Administrative and
public safety

2 (4.7) 7 (9.6)

Professional or
individual contributor

22 (51.2) 27 (37.0)

Management 4 (9.3) 4 (5.5)

Upper management or
CEO

0 (0.0) 1 (1.4)

Unemployed 2 (4.7) 13 (17.8)

History of concussionb

Missing 0 3

Yes 11 (25.0) 29 (40.8) 0.108

No 33 (75.0) 42 (59.2)

No. of past concussions
(if yes)a

1 (1–3) 2 (1–4) 0.978

History of headaches or
migrainesb

Missing 0 5

Yes 11 (25.0) 27 (39.1) 0.154

No 33 (75.0) 42 (60.9)

History of LD/ADHDb

Missing 0 5

Yes 1 (2.3) 8 (11.6) 0.088

No 43 (97.7) 61 (88.4)

History of depression or
anxietyb

Missing 0 5

Yes 13 (29.5) 23 (33.3) 0.836

Table 1 Participant Demographics (continued)

Control
(n = 44)

mTBI
(n = 74) p Value

No 31 (70.5) 46 (66.7)

History of sleep disorderb

Missing 0 5

Yes 2 (4.5) 5 (7.2) 0.704

No 42 (95.5) 64 (92.8)

Abbreviations: ADHD = attention deficit hyperactivity disorder; CEO = chief
operating officer; IQR = interquartile range; LD = learning disorder; mTBI =
mild traumatic brain injury.
a Summarized using median (IQR).
b Summarized using frequencies (proportions).
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Data Availability
Data sharing requests will be considered by the corresponding
author.

Results
There were 118 participants enrolled, 74 with mTBI and 44
uninjured controls. mTBI follow-ups were completed by 69%
(n = 51) at a median of 8 days (interquartile range [IQR] =
7–9, min = 5, max = 15) postinjury. Follow-ups with repeat
symptom and cognitive testing were completed by 57% (n =
25) of control participants at a median of 9 days (IQR =
7–10.5, min = 7, max = 15). Comparable demographics and
medical histories were observed for participants with mTBI and
controls (Table 1), except for higher education among controls.

Injury Characteristics
Causes of mTBI were most commonly falls (23%), sport-
related injuries (19%), motor vehicle accident (16%),
“other” blunt trauma (16%), and cycling (14%) (eTable 1,
links.lww.com/WNL/D130). Of 74 participants with mTBI,
63 (85%) underwent a CT brain scan, and all revealed no
intracranial pathology. A CT scan was not performed on 11
participants, as determined by the treating clinician. mTBIs
were regarded isolated injury in 65 (88%) participants or
mTBI with minor extracranial injuries in 9 (12%) partici-
pants (eTable 2).

Symptoms
Participants with mTBI endorsed greater RPQ symptom
frequency and severity than controls at both time points
(eFigure 1, links.lww.com/WNL/D130), with AUC analysis
demonstrating good (<6 hours) to excellent (7 days) mTBI
classification accuracy (Table 2).

Cognitive Performance
All control participants completed all testing; however, 31
(41.9%) participants with mTBI did not complete <6 hours
Cogstate (primarily due to cervical collar use) and 7 (9.5%) in
total were unable to complete other individual tasks. Visual
scanning speed (KD) revealed slower performance among
those with mTBI when compared with that among controls at
<6 hours (t(105.8) = −4.41, p < 0.001) and 7 days (t(64.3) =
−2.78, p = 0.007) (eFigure 2, links.lww.com/WNL/D130),
with AUC values of 0.69 and 0.63, respectively (Table 2).
Digit span performance was worse in participants with mTBI
at <6 hours (t(83.1) = 2.32, p = 0.023) though not at 7 days
(t(40.2) = 1.28, p = 0.208); however, classification accuracy
was poor at both time points. RAVLT Total Learning and
Delayed Recall performance was worse in participants with
mTBI at <6 hours (Total Learning: t(107.4) = 5.13, p < 0.001;
Delayed Recall: t(107.1) = 3.54, p < 0.001), though not at 7
days (Total Learning: t(43.2) = 2.0, p = 0.052; Delayed
Recall: t(48.2) = 1.76, p = 0.085). Cogstate identification
[attention] at <6 hours was poorer in participants with
mTBI (t(73.8) = −4.31, p < 0.001) and had most utility with
moderate/acceptable classification accuracy (AUC = 0.78).

Cogstate detection [speed] (t(52.2) = −3.24, p = 0.002), one
card learning [visual learning] (t(74.6) = 3.31, p = 0.001), and
one back [working memory] (t(77.3) = −2.21, p = 0.03) tasks
at <6 hours were poorer in participants with mTBI. Cogstate
one back [working memory] at 7 days was poorer in partic-
ipants with mTBI (t(66.9) = −3.59, p < 0.001) and had
most utility with moderate/acceptable classification accuracy
(AUC = 0.71). Classification accuracy for cognitive measures
was largely unchanged after controlling for premorbid func-
tioning (eTable 3).

Biomarker Temporal Profile
Multiple differences in Ln-transformed concentrations were
observed between controls and participants with mTBI
(Figure 1). Untransformed concentrations are shown in
eFigure 3 (links.lww.com/WNL/D130). One <6 hours mTBI
sample was unsuitable for analysis, and samples from 3 par-
ticipants with mTBI were missing at 7 days. When compared
with controls, GFAP was elevated in mTBI at <6 hours
(t(98.8) = +6.76, p < 0.001) but not at 7 days (t(89.9) =
+1.81, p = 0.074). Participants with mTBI had higher UCH-
L1 levels at <6 hours (t(94.8) = +5.22, p < 0.001) and 7 days
(t(88.6) = +2.40, p = 0.019). NfL levels in those with mTBI
were comparable with those in controls at <6 hours (t(114.8)
= +1.86, p = 0.065), though higher at 7 days (t(55.6) = +5.55,
p < 0.001). For IL-6, levels were higher for those with mTBI
than for controls at <6 hours (t(112.5) = +9.71, p < 0.001)
and at 7 days (t(88.8) = +2.61, p = 0.011). No differences
in tau and IL-1β were found (eFigure 4). eTable 4 summa-
rizes that <6 hours biomarker and symptom profiles were

Table 2 Cognitive and Symptom Classification Accuracy

<6 h 7 d

Cognitive measures

Cogstate

Detection 0.69 (0.58–0.81) 0.51 (0.35–0.67)

Identification 0.78 (0.68–0.88) 0.59 (0.45–0.74)

One card learning 0.64 (0.51–0.76) 0.61 (0.47–0.76)

One card back 0.60 (0.47–0.73) 0.71 (0.58–0.83)

Digit span total 0.58 (0.47–0.70) 0.55 (0.40–0.70)

RAVLT learning 0.68 (0.56–0.80) 0.61 (0.46–0.76)

RAVLT delayed recall 0.62 (0.49–0.74) 0.62 (0.48–0.76)

King-Devick speed 0.69 (0.58–0.81) 0.63 (0.48–0.77)

Symptom report

RPQ symptom severity 0.85 (0.78–0.93) 0.94 (0.88–0.96)

RPQ symptom frequency 0.83 (0.75–0.92) 0.94 (0.87–0.99)

Abbreviations: AUC = area under the receiver operating characteristic;
RAVLT = Rey Adult Verbal Learning Test; RPQ = Rivermead Post Concussion
Symptom Questionnaire.
Data presented as AUC (95% CI).
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comparable between participants with mTBI who did and did
not return at 7 days.

Biomarkers were compared across time for participants with
mTBI who completed testing at both <6 hours and 7 days
(Figure 2). Lower concentrations were observed at 7 days for
GFAP (t(46) = −6.45, p < 0.001), UCH-L1 (t(46) = −3.83,
p < 0.001), tau (t(46) = −2.65, p = 0.01), and IL-6 (t(46) =
−7.45, p < 0.001). Conversely, plasma NfL values were higher
at 7 days (t(46) = +5.45, p < 0.001).

Biomarker AUC Analysis
Table 3 details biomarker classification performance. Age
and sex were found to have a minimal influence on AUCs;
adjusted values are summarized in eTable 5 (links.lww.com/
WNL/D130). Figure 3, A and B shows the relative AUC for the
overall controls vs participants with mTBI, and Figure 3, C and
D shows the AUC comparisons between biomarkers.

eTable 6 (links.lww.com/WNL/D130) summarizes the AUCs
for the entire mTBI cohort with blood samples (n = 73) com-
paredwith the same cohort with 11 participants excluded because
of lack of CT scans, as determined by the treating clinician. The
results showed negligible differences in AUC between the 2 co-
horts; thus, considering the clinical rationale for not performing
CT, the larger cohort is used and classified as CT negative.

GFAP
Acute plasma GFAP demonstrated good accuracy in dis-
tinguishing participants with mTBI from controls (AUC 0.85,
95% CI 0.78–0.93), with comparable AUC values in partici-
pants with (AUC 0.88, 95% CI 0.80–0.96) and without (AUC
0.83, 95% CI 0.73–0.93) LOC/PTA and for male (AUC 0.83,
95% CI 0.73–0.94) and female (AUC 0.92, 95% CI
0.89–0.97) participants with mTBI and control counterparts.
At 7 days, moderate/acceptable GFAP performance was ob-
served between controls and participants with mTBI with

Figure 1 Distribution of Plasma Biomarkers (Ln Transformed) Among Participants With mTBI at <6 Hours and 7 Days
Postinjury in Comparison With Control Participants

Compared to uninjured controls, plasma levels of GFAP (A), UCH-L1 (B), and IL-6 (D) were significantly elevated in mTBI <6 hours, while NfL levels (D) were
elevated at 7 days. GFAP = glial fibrillary acidic protein; IL = interleukin; mTBI =mild traumatic brain injury; NfL = neurofilament light chain; UCH-L1 = ubiquitin
carboxy-terminal hydrolase L1.
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LOC/PTA (AUC 0.74, 95% CI 0.59–0.86), and between
female controls and female participants with mTBI (AUC
0.71, 95% CI 0.55–0.88), but not for participants without
LOC/PTA or among male participants.

UCH-L1
Plasma UCH-L1 had moderate/acceptable accuracy for dis-
tinguishing mTBI and control cohorts at <6 hours (AUC 0.79,
95% CI 0.70–0.88). UCH-L1 measured at <6 hours had
comparable AUC values in participants with (AUC 0.83, 95%
CI 0.74–0.93) and without (AUC 0.75, 95% CI 0.64–0.86)
LOC/PTA and for male (AUC 0.76, 95% CI 0.62–0.90) and
female (AUC 0.83, 95% CI 0.70–0.95) participants. At 7 days,
moderate/acceptable UCH-L1 utility was observed between
controls and participants with mTBI with LOC/PTA (AUC
0.74, 95% CI 0.59–0.86) and between female controls and
female participants withmTBI (AUC 0.71, 95%CI 0.55–0.88);

however, this 7 days utility was reduced when controlling for
age (within female participants) or age and sex (LOC/PTA vs
controls) (eTable 5, links.lww.com/WNL/D130).

NfL
Poor or no utility was seen for all <6 hours plasma NfL;
however, NfL had a good ability to distinguish overall controls
from all participants with mTBI at 7 days (AUC 0.81, 95% CI
0.72–0.90). Classification accuracy at 7 days was comparable
for female (AUC 0.82, 95% CI 0.62–0.95) and male (AUC
0.80, 95% CI 0.67–0.93) participants and those with (AUC
0.84, 95% CI 0.72–0.96) and without (AUC 0.78, 95% CI
0.65–0.91) LOC/PTA.

IL-6
Excellent utility was found for distinguishing those with mTBI
from controls at <6 hours (AUC 0.91, 95% CI 0.86–0.96).

Figure 2 Temporal Profile of Plasma Biomarkers in 48 Participants With mTBI Who Completed Sampling at Both <6 Hours
and 7 Days

Analyzing within subjects, comparing baseline (<6 hours) and 7 day testing, we observed significantly elevated levels of GFAP (A), UCH-L1 (B), and IL-6 at 6
hours. Conversely, NfL (C) exhibited an increase at 7 days. GFAP = glial fibrillary acidic protein; IL = interleukin; mTBI = mild traumatic brain injury; NfL =
neurofilament light chain; UCH-L1 = ubiquitin carboxy-terminal hydrolase L1.
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While performance among the mTBI subgroup (9/74) with
minor extracranial injury were higher than among those with
isolated mTBI (eTable 2, links.lww.com/WNL/D130), their
omission resulted in highly comparable IL-6 utility (AUC
0.90, 95% CI 0.84–0.96). Acute IL-6 had highly comparable
AUC values in participants with (AUC 0.91, 95% CI
0.84–0.97) and without (AUC 0.92, 95% CI 0.86–0.98)
LOC/PTA and for male (AUC 0.89, 95% CI 0.81–0.97) and
female (AUC 0.94, 95%CI 0.84–1.00) participants. By 7 days,
utility was restricted to female participants (AUC 0.71, 95%
CI 0.55–0.87) and those with LOC/PTA (AUC 0.71, 95% CI
0.57–0.84); however, these 7 days differences were not pre-
sent after controlling for age (within female participants) or
age and sex (LOC/PTA vs controls) (eTable 5).

Optimal Biomarker Exploratory Cutoffs
At <6 hours, a GFAP cutoff of 63.0 pg/mL produced a sen-
sitivity of 0.74 and specificity of 0.89. For UCH-L1 at
<6 hours, a cutoff of 4.96 pg/mL had a sensitivity of 0.79 and
specificity of 0.75. For acute IL-6, a cutoff of 1.44 pg/mL had a
sensitivity of 0.90 and specificity of 0.80. For 7 days NfL,
a cutoff of 7.40 pg/mL produced a sensitivity of 0.65 and
specificity of 0.91.

AUC Comparison Between Biomarkers
Classification accuracy was compared between our hypothe-
sized leading biomarker candidate at each time point and
other biomarkers, that is, GFAP and other biomarkers at <6
hours (Figure 3C) and NfL and other biomarkers at 7 days
(Figure 3D). At <6 hours, GFAP performed better than other all
biomarkers except UCH-L1 (z = 1.27, p = 0.203) and IL-6 (z =
−1.49, p = 0.169). At 7 days, NfL outperformed all biomarkers.
When comparing AUC values across time points (i.e., mTBI vs
control for participants with mTBI who had biomarker results at
both <6 hours and 7 days), <6 hoursGFAPwas comparable with
7 days NfL (z = 0.836, p = 0.403), as was <6 hours UCH-L1 and
7 days NfL (z = 0.258, p = 0.796); however, <6 hours IL-6 did
outperform 7 days NfL (z = 2.13, p = 0.033).

Examining Added Utility of Acute
Biomarker Combinations
Biomarkers with AUC >0.70 were investigated in various com-
binations. As summarized in Table 4, IL-6 alone (R2 = 0.50)
outperformed a GFAP and UCH-L1 combination (R2 = 0.35; p
= 0.046), and that combination was improved by the addition of
IL-6 (R2 = 0.54; p < 0.001, AUC = 0.92). Overall, AIC and BIC
postestimation assessment supported these conclusions.

Table 3 AUC and 95% CI for Controls vs All Participants With mTBI (Original Analysis and Data Analyzed With k-Fold CV),
Controls vs Participants With mTBI With and Without LOC or PTA, and Controls vs Female andMale Participants
With mTBI

All mTBIs All mTBIs (CV)
mTBI without
LOC/PTA mTBI with LOC/PTA

mTBI in female
participants

mTBI in male
participants

n = 73 n = 73 n = 37 n = 36 n = 30 n = 43

<6 h

GFAP 0.85 (0.78–0.93) 0.86 (0.79–0.93) 0.83 (0.73–0.93) 0.88 (0.80–0.96) 0.92 (0.83–1.00) 0.83 (0.73–0.94)

UCH-L1 0.79 (0.70–0.88) 0.78 (0.70–0.89) 0.75 (0.64–0.86) 0.83 (0.74–0.93) 0.83 (0.70–0.95) 0.76 (0.62–0.90)

Tau 0.53 (0.42–0.64) 0.34 (0.24–0.44) 0.62 (0.49–0.75) 0.55 (0.42–0.69) 0.50 (0.34–0.67) 0.53 (0.39–0.68)

NfL 0.59 (0.49–0.70) 0.61 (0.51–0.72) 0.61 (0.48–0.74) 0.58 (0.45–0.71) 0.57 (0.41–0.73) 0.62 (0.48–0.76)

IL-6 0.91 (0.86–0.96) 0.92 (0.86–0.97) 0.91 (0.84–0.97) 0.92 (0.86–0.98) 0.94 (0.87–1.00) 0.89 (0.81–0.97)

IL-1β 0.53 (0.42–0.65) 0.39 (0.27–0.50) 0.49 (0.36–0.62) 0.55 (0.42–0.68) 0.62 (0.46–0.78) 0.57 (0.41–0.73)

n = 48 n = 48 n = 25 n = 23 n = 22 n = 26

7 da

GFAP 0.63 (0.52–0.75) 0.62 (0.51–0.74) 0.46 (0.30–0.61) 0.73 (0.59–0.86) 0.71 (0.55–0.88) 0.60 (0.44–0.76)

UCH-L1 0.66 (0.55–0.77) 0.68 (0.55–0.80) 0.67 (0.54–0.80) 0.65 (0.51–0.80) 0.67 (0.50–0.83) 0.65 (0.49–0.81)

Tau 0.61 (0.49–0.73) 0.62 (0.50–0.74) 0.62 (0.47–0.77) 0.60 (0.44–0.76) 0.52 (0.33–0.72) 0.67 (0.52–0.83)

NfL 0.81 (0.72–0.90) 0.82 (0.73–0.91) 0.78 (0.65–0.91) 0.84 (0.72–0.96) 0.82 (0.69–0.95) 0.80 (0.67–0.93)

IL-6 0.64 (0.52–0.75) 0.64 (0.53–0.76) 0.43 (0.29–0.56) 0.71 (0.57–0.84) 0.71 (0.55–0.87) 0.45 (0.29–0.61)

IL-1β 0.55 (0.43–0.67) 0.37 (0.25–0.49) 0.51 (0.38–0.66) 0.62 (0.48–0.76) 0.62 (0.44–0.79) 0.54 (0.37–0.71)

Abbreviations: AUC = area under the receiver operating characteristic; CV = cross-validation; GFAP = glial fibrillary acidic protein; IL = interleukin; LOC = loss of
consciousness; mTBI = mild traumatic brain injury; NfL = neurofilament light chain; PTA = post-traumatic amnesia; UCH-L1 = ubiquitin carboxy-terminal
hydrolase L1.
a Seven days AUC values were determined using the same control results used for <6 hours.
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Discussion
This study primarily found the following: (1) plasma IL-6 mea-
sured within 6 hours of mTBI had an excellent ability to correctly
discriminate CT-negative participants with isolated mTBI from
controls; (2) IL-6 significantly outperformed the combination of
GFAP and UCH-L1 in differentiating participants with mTBI
and controls, with the overall best performing acute stage clas-
sification model featuring the combination of GFAP and IL-6;
(3) NfL at 7 days had a comparable classification accuracy with
that of acute GFAP and UCH-L1; and (4) biomarker perfor-
mance was largely comparable between sexes and for participants
with and without LOC/PTA. While there are some important
considerations, particularly regarding extracerebral sources of
IL-6, these findings indicate that plasma biomarkersmay not only
assist with the prediction of an intracranial bleed8 but also provide
an objective measure of mTBI in CT-negative individuals.

A profound elevation in plasma IL-6 was seen in most of the
participants with mTBI at <6 hours, when compared with
control and 7 days mTBI levels. Elevated blood IL-6 at similar
acute time points, andmoderate/acceptable to good classification
accuracy, has been reported for concussed military cadets
(AUC 0.81)26 and athletes (AUC 0.78)24,25; however, the ex-
cellent classification accuracy (AUC 0.91) in our predominately
isolated mTBI ED cohort was an unexpected finding and is
likely reflective of a significant neuroinflammatory response
induced by brain trauma. The lack of brain specificity of IL-6
does create some potential limitations in clinical practice, for
example, it may produce false positives in the presence of ex-
tracranial trauma.45 While IL-6 levels were increased in 9 par-
ticipants with mTBI with minor extracranial trauma when
compared with 65 participants with isolated mTBI, this sub-
group did not skew biomarker performance. Nonetheless,
given extracerebral sources are also a factor for established

Figure 3 Comparison of Blood Biomarker mTBI Classification Accuracy (AUC)

Panels A and C present findings of biomarker performance within 6 hours after injury. Panels B and D present findings for biomarker performance at the 7-
day follow-up. In Panels C and D, classification accuracy was compared between our hypothesized leading biomarker candidate at each time point and other
biomarkers, with a false discovery rate correction for multiple comparisons applied. AUC = area under the receiver operating characteristic; GFAP = glial
fibrillary acidic protein; IL = interleukin;mTBI =mild traumatic brain injury; NfL = neurofilament light chain; UCH-L1 = ubiquitin carboxy-terminal hydrolase L1.
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biomarkers such as S100B, which is used for CT screening, it is
possible that in a similar manner to S100B, IL-6 should only be
considered as a marker for cases without extracranial trauma.

Acute levels of GFAP andUCH-L1 were significantly elevated
after mTBI, when compared with controls and 7 days mTBI,
with these biomarkers showing good and moderate/acceptable
classification accuracy, respectively. Although previous studies
of mTBI and SRC have revealed acute elevations in these
biomarkers, wide-ranging time points and a focus on pre-
diction of CT positivity as a primary outcome mean that our
study provides some novelty in the context of screening for
mTBI within the first few hours after head impact. Notably,
when IL-6 was added to the classification model of GFAP and
UCH-L1, accuracy was increased. We hypothesize that it is
biologically plausible for a neuroinflammatory response to be
triggered by mTBI in the absence of appreciable neuronal and
glial pathology, and as such, the combination of these markers
may serve as an ideal panel with which to assess mTBI acutely.
Given that UCH-L1 and GFAP have some prognostic value
for functional outcome after TBI (although reduced in
mTBI),46 and inflammation has been postulated as a mech-
anism underpinning prolonged symptoms after mTBI, future
studies should investigate how these acute measures may have
prognostic utility.

Like other recent studies in SRC,16,17 we found elevated
plasma NfL and good classification accuracy in our ED mTBI
cohort at 7 days. Notably, this subacute NfL classification
accuracy (AUC 0.81) was comparable with acute GFAP
(AUC 0.85), the best-performing acute biomarker with high
brain specificity. Analysis of optimal cutoff concentrations of
<6 hours GFAP (63.0 pg/mL) and 7 days NfL (7.4 pg/mL)
revealed both biomarkers had approximately 70% sensitivity
and 90% specificity, suggesting some false negatives but few
false positives. Although representing different aspects of
pathology, this comparable performance provides further
evidence that NfL may assist diagnosis for delayed presenta-
tions. Multiple studies have shown that blood NfL levels can
remain elevated and, in some cases, peak weeks after TBI.
Therefore, the window for NfL to assist mTBI diagnosis is
likely to be greater than 7 days. Considering recent evidence
that blood NfL levels may indicate vulnerability to repeated
mTBI47 and that NfL trajectories can differ between cases

with mTBI,16,17 it seems likely that subacute NfL measures
might assist retrospectively grading the significance of an
mTBI and for helping with return to play/work decisions.

Although the presence and duration of LOC or PTA after
mTBI are used as diagnostic indicators, we did not see a sub-
stantial drop in classification accuracy of acuteGFAP,UCH-L1,
and IL-6 acutely, or subacute NfL, in participants without these
clinical signs. This finding might seem to be somewhat in
contrast to a recent CARE consortium study of SRC44; how-
ever, it is important to consider that our study featured only
individuals who presented to the ED. As such, while it is likely
that classification accuracy may be slightly reduced in SRC that
does not feature LOC and/or PTA, our findings support the
utility of biomarkers in the ED for acute screening of patients
without these overt clinical signs. At 7 days, GFAP retained a
moderate/acceptable classification accuracy for participants with
mTBI with LOC and/or PTA only, suggesting that astroglial
pathology may persist for longer in these patients.

Participants with mTBI performed more poorly, compared
with controls, on all cognitive tasks assessed. The classification
accuracy of blood biomarkers, however, outperformed cogni-
tive measures. It is important to consider that a primary
strength of cognitive measures is to assess an individual’s needs
to inform the process of rehabilitation. Furthermore, while
cognitive tests represent a more objective measure than
symptom reporting, performance remains subject to confounds
including psychosocial factors such as mood, pain, and the
effects of medication.4 Considered together, blood biomarker
quantification could form a part of the initial screening of mTBI
alongside evaluation of neurologic signs and symptoms, with
subsequent tests of psychomotor speed and attention (acutely)
and working memory (subacutely) used to further characterize
mTBI phenotype and potentially inform prognosis.

It is important to recognize that it is not possible for any
combination of biomarkers to improve classification accuracy
beyond a clinical evaluationwhen this remains the gold standard
reference. Our findings indicate highly comparable classification
accuracy between biomarkers and clinical evaluation. Future
research is needed to validate the findings against a population
with possible mTBI to establish whether their use can increase
the number of patients diagnosed with mTBI. Biomarkers

Table 4 Acute Model Diagnostic Performance

UCH-L1 GFAP IL-6 GFAP + UCH-L1 UCH-L1 + IL-6 GFAP + IL-6 GFAP + UCH-L1 + IL-6

Tjur R2 0.23 (0.08–0.40) 0.31 (0.15–0.48) 0.50 (0.34–0.64) 0.35 (0.17–0.50) 0.51 (0.39–0.64) 0.54 (0.34–0.68) 0.54 (0.34–0.67)

AIC 130 (106–151) 116 (94–139) 88 (68–112) 114 (91–142) 88 (69–112) 85 (65–112) 86 (68–117)

BIC 136 (114–158) 122 (101–145) 93 (73–118) 122 (101–149) 96 (77–121) 93 (73–122) 97 (79–126)

Abbreviations: AIC = Akaike Information Criterion; BIC = Bayesian Information Criterion; GFAP = glial fibrillary acidic protein; IL = interleukin; UCH-L1 =
ubiquitin carboxy-terminal hydrolase L1.
Models were arranged in ascending order based on their Tjur R2 value, which is amethod of calculating the coefficient of determination for generalized linear
models with binary outcomes. 95% CIs for each model were calculated using bootstrapping.
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might be of greatest utility when the gold standard reference is
not possible or difficult. This might include some settings out-
side of the ED, when neurologic signs or symptoms might be
attributed to something other than brain trauma, if a patient is
unwilling or unable to communicate symptoms or if symptoms
are subtle or absent but mTBI is suspected due to the nature of
the incident. Nonetheless, given that the optimal biomarker
concentration cutoffs had high specificity but relatively lower
sensitivity, it seems likely that high biomarker levels might be
used to help confirm mTBI diagnosis; however, concentrations
below these cutoffs should not be used to exclude mTBI.

This study has limitations. First, investigation of biomarkers in
a separate and larger cohort is required to validate the findings
and establish precise classification accuracies. In addition, as
with all CT-negative mTBI research, clinical diagnosis re-
mains the gold standard, but imperfect comparator and, as
such, recruitment exclusion of true positives or inclusion of
false positives may have affected classification accuracy. The
clinical diagnosis of mTBI may be prone to subjectivity, partly
due to the heterogeneity of nonspecific signs and symptoms
associated with mTBI. While this study relied on expert
physicians, inter-rater reliability was not assessed. There was
an observable trend toward a higher proportion of partici-
pants with mTBI reporting a history of mTBI compared with
controls. While studies have demonstrated that our exclusion
period for previous mTBI (i.e., 12 months) is generally suf-
ficient for resolution of GFAP, NfL, tau, and UCH-L1 levels
to control values in most participants,17,48 cytokine profiles
are less well understood, and possibly, ongoing neurobio-
logical changes resulting from a prior mTBI could potentially
affect biomarker levels and thereby affect classification accu-
racy. The lack of a trauma control group prohibited insights
on the influence of extracranial trauma on IL-6 levels. Sig-
nificant peripheral injuries can increase blood IL-6 levels,45

and as such, IL-6 utility in mTBI is likely restricted to isolated
mTBI. In addition, differences in education levels between
controls and participants with mTBI may have affected cog-
nitive assessment results. While the Level 1 trauma center
from which the study recruited participants has a wide
catchment, this study setting and a priori study exclusion
criteria of population cohorts limits generalizability.

Plasma IL-6 measured within 6 hours showed excellent dis-
criminatory ability, alongside themore established plasmaGFAP
and UCH-L1, in distinguishing CT-negative participants with
mTBI from controls in otherwise healthy adults younger than 50
years. Moreover, acute GFAP, UCH-L1, and IL-6 demonstrated
comparable utility even among mTBI without overt clinical
features of LOC and/or PTA, and NfL demonstrated value for
mTBI screening after delayed presentation. Given the frequency
of CT-negative mTBI and the diagnostic challenges of this
condition, our findings provisionally support the use of bio-
markers as a standard component of the immediate mTBI
workup, acknowledging that assessment of neurologic signs and
symptoms is paramount to mTBI diagnosis and management.
Further research should focus on the utility of these biomarkers

in settings where clinical assessment may be limited or whether
biomarkers can improve diagnostic rates of mTBI.
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