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Abstract: Research in traumatic brain injury (TBI) is an urgent priority, as there are currently no
TBI biomarkers to assess the severity of injury, to predict outcomes, and to monitor recovery. Small
non-coding RNAs (sncRNAs) including microRNAs can be measured in saliva following TBI and
have been investigated as potential diagnostic markers. The aim of this systematic review was to
investigate the diagnostic or prognostic ability of microRNAs extracted from saliva in human subjects.
PubMed, Embase, Scopus, PsycINFO and Web of Science were searched for studies that examined
the association of saliva microRNAs in TBI. Original studies of any design involving diagnostic
capacity of salivary microRNAs for TBI were selected for data extraction. Nine studies met inclusion
criteria, with a heterogeneous population involving athletes and hospital patients, children and
adults. The studies identified a total of 188 differentially expressed microRNAs, with 30 detected in
multiple studies. MicroRNAs in multiple studies involved expression change bidirectionality. The
study design and methods involved significant heterogeneity that precluded meta-analysis. Early
data indicates salivary microRNAs may assist with TBI diagnosis. Further research with consistent
methods and larger patient populations is required to evaluate the diagnostic and prognostic potential
of saliva microRNAs.

Keywords: biomarker; saliva; diagnosis; concussion; post-concussion syndrome

1. Introduction

Traumatic brain injury (TBI) is a global health issue [1,2] with an estimated sixty-
nine million individuals worldwide sustaining a TBI each year [3]. TBI is defined as the
disruption in brain function, or other evidence of brain pathology, caused by an external
physical force [4]. TBI is a significant contributor to morbidity, mortality, and economic
burden [5-8]. Research in TBI is an urgent priority, as there are currently no biomarkers to
assess the severity of injury, to predict outcomes, and to monitor recovery. A TBI biomarker
would also serve as a measure of therapeutic efficacy in the development of a TBI treatment,
which is of importance as all pharmacological agents that have been tested in Phase III
clinical trials have failed [9].

Currently, the diagnosis of TBI is time consuming, expensive, and often inconclusive.
Current clinical guidelines involve a neurological assessment including Glasgow Coma
Scale (GCS) grading of the severity of brain injury. For suspected head injury in sport, the
Sport Concussion Assessment Tool 5th edition (SCAT5) is used for acute evaluation [10].
However, these tools may be imprecise due to non-specific signs, transient and subjec-
tive symptoms, and diverse diagnostic criteria [11,12], which may contribute to under
treatment [13]. In addition to neurological assessment, structural neuroimaging may be
undertaken, most commonly via computed tomography (CT) and magnetic resonance
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imaging (MRI) [4]. However, CT scans may not provide clear and objective information
for diagnosis, especially in mild TBI where CT is negative by definition [14] More sophisti-
cated neuroimaging techniques provide improved functional and microstructural imaging
capabilities; however, these methods may be impractical for use in clinical settings and are
not dynamic enough to be useful for rapid analysis during athletic settings [15]. Therefore,
an explicit and objective TBI biomarker is required to aid clinical diagnosis and for use in
patient care.

Fluid biomarkers represent an attractive strategy for providing diagnostic and prog-
nostic accuracy in TBI [4,16]. The search for a reliable biomarker to assess the severity
of TBI, to predict recovery, and to serve as a measure of therapeutic efficacy in clinical
trials has identified several options in cerebrospinal fluid (CSF) and blood. The protein
biomarkers S—100 B, GFAP, NSE, NF-L, tau, and UCH-L1 have been investigated as blood
biomarkers of TBI. However, these proteins have low concentrations in blood due to bi-
ological limitations involving inability to cross the blood-brain barrier (BBB), clearance
via the liver or kidneys, and carrier protein binding, and as a result are limited due to low
sensitivity and specificity [17,18]. CSF sampling has limited applicability in cases of mild
TBI, which make up 75% of Emergency Department cases [19]. Additionally, blood and
CSF biomarkers have limited practicality outside of clinical settings [16,20], and may not be
well-utilized in mild TBI where blood samples are not routinely taken, are time consuming,
and reducing the placement of unnecessary cannulas is an ongoing initiative [21]. Therefore,
the most well-researched approaches in blood and CSF TBI biomarker development may
have inherent challenges and limited applicability for use.

Recent advances in high-throughput technology, including next generation sequencing
(NGS), have identified new classes of RNA species as candidate biomarkers. Among these,
microRNAs (miRNAs) are a class of small non-coding RNAs (sncRNA) that are involved
in post-transcription regulation of molecular function involving mRNA degradation and
mediation of protein synthesis [22,23]. miRNAs control diverse biological processes in-
volving cell metabolism and regulation [24], with individual miRNAs able to regulate
hundreds of target mRNAs [23,25]. Based on these properties, miRNAs are emerging as
candidate biomarkers in the diagnosis, prognosis, and treatment of TBI [2,23,26]. Compared
to protein-based biomarkers, miRNAs may achieve superior sensitivity due to stability
in peripheral fluids, ability to cross the BBB, and protection by RNA-binding proteins
and microvesicles such as exosomes [27]. Several studies have identified the potential of
microRNAs as blood-based TBI biomarkers [23,25,28,29].

Recently, in addition to peripheral blood-based miRNAs, salivary miRNAs have
shown potential in the diagnosis and prognosis of TBI. Therefore, the aim of this systematic
review and meta-analysis was to systematically investigate the diagnostic or prognostic
ability of microRNA biomarkers extracted from saliva in human TBI subjects.

2. Methods
2.1. Search Strategy

We conducted the systematic search in PubMed, Embase, Scopus, PsycINFO and Web
of Science using different combinations of key terms and medical subject heading [MeSH
Terms] with relevant filters (Supplementary Table S1). We used Boolean operators (“AND”
or “OR”) to combine key words or independent searches. We also used truncations to
capture words that could have multiple endings. PubMed search strategy is presented as
an example: ((((“microrna”[tiab] OR “mirna”[tiab] OR “mirnas”[tiab] OR “micro rna”[tiab]
OR “micrornas”[tiab] OR “biomarker*”[tiab] OR “saliva”[tiab]) AND “diagnos*”[tiab]) OR
“prognos*”[tiab] OR “predict*”’[tiab]) AND (“brain injuries, traumatic”[MeSH Terms] OR
(“brain”[All Fields] AND “injuries”[All Fields] AND “traumatic”[All Fields]) OR “traumatic
brain injuries”[All Fields] OR (“traumatic”[All Fields] AND “brain”[All Fields] AND “in-
jury”[All Fields]) OR “traumatic brain injury”[All Fields] OR “traumatic brain injury”[tiab]
OR “TBI”[tiab] OR “traumatic brain injuries”[tiab] OR “brain trauma”[tiab] OR “cerebral
trauma”[tiab] OR “cerebrovascular trauma”[tiab] OR “encephalopathy traumatic”[tiab] OR
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“mild traumatic brain injury”[tiab] OR “posttraumatic encephalopathy”[tiab] OR “traumatic
brain injuries”[tiab] OR “traumatic brain lesion”[tiab] OR “traumatic cerebral lesion”[tiab]
OR “traumatic encephalopathy”[tiab] OR “CTE”[tiab] OR “chronic traumatic encephalopa-
thy”[tiab])) AND ((ffrft[Filter]) AND (clinicalstudy[Filter] OR clinicaltrial[Filter] OR com-
parativestudy/[Filter] OR controlledclinicaltrial[Filter] OR multicenterstudy][Filter] OR ob-
servationalstudy/[Filter] OR randomizedcontrolledtrial[Filter] OR validationstudy/[Filter])
AND (humans[Filter]) AND (english[Filter])). Reference lists from identified articles and
review articles were also searched. The electronic database search was conducted from
14-17 February 2022 without publication year restrictions.

2.2. Study Selection and Exclusion Criteria

Citations retrieved from all electronic databases were imported to EndNote x9 and
duplicates were removed. Two reviewers (TSM and MH) independently performed title
and abstract screening using the Population/participants, Interventions, Comparisons,
Outcomes, and Study design (PICOS) framework [30]. Full-text screening was conducted
in the second round to decide studies’ eligibility. Disagreements in screening and study
selection processes were resolved through discussion.

We included only studies conducted on human populations and published in English
meeting the following criteria: (i) original studies of any design, and (ii) articles presented
diagnostic or prognostic capacity of salivary microRNAs for TBI. We excluded studies:
published in non-English language, animal or cell experiment studies, systematic reviews,
case series/reports, conference papers/abstracts, proceedings, editorial reviews, letters of
communication, commentaries, and qualitative studies.

2.3. Data Extraction and Analysis

Two reviewers (TSM and MH) checked the lists of selected articles. TSM extracted
data on author’s name, publication year, country, study type/design, study participants,
study sample, age and sex, source of microRNA, microRNA expression (type), microRNA
detection technique, TBI severity and diagnostic/prognostic performance indicators. MH
checked extraction completeness, accuracy, and quality of extracted data. Data were
thematically synthesized and narrated. Findings are reported following the Preferred
Reporting Items for Systematic Reviews and Meta-Analyses (PRISMA) guidelines [31].

3. Results
3.1. Study Selection and Characteristics

Figure 1 shows the process of study screening, selection, and reasons for exclusions.
The initial search yielded 2113 candidate studies. We screened studies by title, excluded
duplicates (n = 153) and studies that did not meet inclusion criteria (1 = 631). Of 1329 studies
screened by abstract, 1277 were excluded for indicated reasons and 52 studies were selected
for full-text review. A total of 9 studies [32—-40] were eligible for inclusion (Figure 1).
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Figure 1. PRISMA flow diagram of screening and selection process.

The characteristics and key findings of the included studies are summarised in Table 1,
including the sex and age composition of populations, microRNAs extraction time, iden-
tified microRNAs and key findings. All the included studies were conducted in the
UK [32,33] and USA [34-40]. Of the nine included studies [32—40], four were case—control
studies [33,34,37,38], three were cohort studies [32,39,40], one study used both case-control
and cross-sectional study designs [36] and one study used case—cohort design [35]. Eight
studies [32-34,36—40] involved subjects who had only mild TBI, with one study includ-
ing a cohort of severe TBI [35]. Studies collected initial samples from as early as 30 min
post-activity [40] up to 14 days following injury [35,38,39]. In all the studies more than
50% of the subjects were male. Seven studies had control groups that had not experi-
enced a TBI [32,33,35-38,40], and the remaining two studies assessed the prevalence of
post-concussion syndrome (PCS) and used control groups with subjects that had an acute
TBI with no PCS symptoms [34,39]. Five studies used saliva collection that involved expec-
toration into a collection container designed for sample preservation [32,33,35,37,39], while
three studies used a sample collection sponge designed for this purpose [34,36,38], and one
study used both methods [40].



Int. J. Mol. Sci. 2022, 23, 13160

50f 14

Table 1. Study characteristics.

Study Study Study Sample (1) Sex Age Rax(\sg;)r Mean (Zsc?lllle‘;:ics):n"}li)rl:fe MZ';:‘:::]T\?“[ mncroRl\(I{} E;()p ression Summary of Key Findings Reported AUC or ROC (95% CI)
Author (Year) Type/Desi Participant: yp
ype/Design articipants
Total Cases Controls
12 (for) discovery 3 Concussed (Fo; g .non-concussed)(For 5 differentially AUCs for:
group) iscovery group, iscovery group) expressed miRNAs . :
were identified with Omégsggbggf) 0.755;
Di Pietro, V. ) let-7i-5p, miR-142-3p, potential utility to - let-7i-5p (0.845; 0.681-1)
etal. (2018) Case- Rugby players Male 16-65 years 48-72 hrs. from Ilfa‘;fifs‘r‘“g R0, me727b73};, d‘“‘"g“;s‘“ concussed - miR-142-3p (0.791;
1331 control concussion rotiling miR-135b-5p athletes rom 4 athletes 0.634-0.948)
32 (validation 22 concussed 10 non-concussed ‘;g:f;;n_?;; efroar; ]itii - miR107 (0.732;
group) (validation group) (validation group) ury 0.565-0.904)
- miR-135b-5p (0.755;
0.573-0.936)
- Panel of 5 microRNAs
(0.836; 0.669-0.995)
32 differentially expressed
from HIA+ and HIA-
compared at T1, T2, T3 in
season 1: let-7a-5p, Season 1
miR-1246, let-7f-5p, 1 AUC HIAS
let-7i-5p, miR-107, 32 sncRNAs were Vs. HIA- =1.00 (1.00-1.00)
miR-148a-3p, miR-135b-5p, differentially expressed TZ' 'AUC ]—;IA+ § .
miR-126-3p, miR-21-5p, across the two groups Vs. All combined: 0.91 (0.81-1.00)
miR-465, miR-34b-3p, with let-7f-5p showing Vs, HIA-: 0.8 (074-1.00)
miR-92a-3p, miR-6, the highest AUC at VS" Uni o d: ' ' 41
miR-476, miR-144-3p, 36-48h s. Uninjured: 0.93 (0.84-1.00)
3 sample collection miR-103a-3p, RNUG-6, Panel of 14 salivary Vs. MSK: 090 (0.78-1.00)
time points for RNU6-4, RNU6-45, sncRNAs could Vs. Baseline: 0.95 (0.90-1.00)
- ?;‘?* group 2 seasons RNU6-7, RNU6-73, differentiate concussion 3-/3 A[lJlC HIQ,*' da:
HIA- non-concussed B o A}'gmup . In-game tRNA27-MetCAT, in cases and controls o Lom o 33;91408-86’1-00)
Di Pietro, V. Prospective (n = 50); Uninjured 275 (T1) tRNA18-ArgCCT, immediately after the Ve, Uninjured: 0.96 (0'8&1 00)
etal. (2021) h pl Rugby players 324 106 HIA+ (n=102); Male _ Uninjured - Immediate NGs tRNA2-LeuTAA, game (AUC 0.91, 95%CI V. . MSK! o 90' 0’69—1 '00 .
(21 cohor musculoskeletal e post-game Y_RNA 255, SNORD3B-2, 0.81-1.00) and 3648 h O e og
injury (1 = 66) . oK erons ) {RNA120-AlaAGC, U23, later (AUC 0.94, 95% CI . Baseline: 091 (0.84-0.98)
grovp - - snoU13.120, 0.86-1.00) Season 2
259y Post-game v . T2 AUC HIA+
tRNA73-ArgCCG, U6.375 Panel microRNA N
(36-48 h) Ub 601 Lhaad g predictive performance Vs. All combined: 0.96 (0.92-1.00)
14 with the highest accuracy to identify concussed i//: 3:‘11;7“034(;%2?518(7)?)1 00)
compared with HIA- and players (AUC 0.96, V:;. MSK]- 1 S(] '(1-(]&1 .[]O) -
controls combined as a 95% CI 0.92-1.00 e - . :
panel in season 2: let-7a5p, post-game and AUC 53 Z[flc HI?*’ d: 0.93 (0.86-1.00
miR-143-3p, miR-103a-3p, 0.93,95% CI 0.86-1 at Vo Al combined: 0.9% (06 6-1.00)
miR-34b-3p, RNU6-7, 36-48h) N (0.73-1.00)
RNU6.45, Snora57, 's. Uninjured: 0.95 (0.89-1.00)
snoUlB.llZ(], ’ Vs. MSK: 0.95 (0.88-1.00)
tRNA18Arg-CCT, U6-168,
U6-428, U6-1249, Uco22¢jgl,
YRNA_255
2 time point sample 16 neRNAs predicted
collection PPCS with greater
wiRNA_48, miR-1246, accuracy
B 112 - zf:ﬁih miR-486-59, wiRNA_147, 11 ncRNAs and age also
ays B - B o
Rk G G P o e e A 0 el P | e 6 ekt
etal. (2021) control clinical diagnosis - 505 - 32PPCs non-PPCS : M 824y injury) NGS miR-203a-5p, SNORDS, cognitive test) from predict PPCS
(34 of mTBI saliva - Follow-up WiRNA_9447, miR-148a-5p, PPCS AUC 086 (0.84-088)
samples (>21 days wiRNA_1385, wiRNA_7876, Combining ncRNAs,
post miR-100-5p, miR-148-3p balance, cognition
injury) identified recovery most

accurately
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Table 1. Cont.

Age Range or Mean Saliva Sample microRNA microRNA Expression . o,
Author (Year) Study Study Study Sample (1) Sex Collection Time Measurement (Type) Summary of Key Findings Reported AUC or ROC (95% CI)
Type/Design Participants
Total Cases Controls
Six salivary miRNAs
N Children with . . showed accurate The performance of 6 miRNAs to
F{‘C}(s('z%lg)' Case- STBI and mTBI 78 Salivary group 18 control 29F 5o Within 14 days after o T P, iR 221-3p, potential to diagnose diagnose mTBI was: AUC = 0.852
F%:] . cohort (salivary group B m’ controls M y injury ::R-29 5 P: :ilR-30 5C mTBL These miRNAs (0.69-0.98) with similar validation
. and CSF group) P, <P also reflect the CSF accuracy (AUC 0.8)
patterns in sTBIL.
F:)l:lmter fof)tt:all 20 salivary miRNAs
- athletes wii . . show difference in
Caser diagnosed or 31 13 participants 18 (age and sex 3IM 4689y § 18 h o collect form miR-101-3p, miR-582-3p, expression between
control recurrent matched) all participants miR-424-5p, miR-340-5p,
. iR181c.5 iR155-5 cases and controls
) concussion m?[{-28 ; P "Elzéb o P 9 miRNAs were reduced
Hicks, S. D. e ey in football athletes,
etal. (2020) NGS miR-30a-3p, miR-3184-3p, while 11 miRNAs were NA
[36] miR-423-5p, miR-4776-5p, elevated
miR-339-3p, miR-576-5p, 3 of the mIRNAS
Cross NA 310 230 without history 80 with single or 102 F 739 7-19 h to collect from miR-361-5p, miR-3074-5p, (miR-28-3p and
sectional of concussion recurrent concussion 208 M hd all participants miR-24-3p, miR-574-5p, miR-339-3p) showed
miR23a-3p, miR-23b-3p association with number
of prior concussions
reported
287 controls (no miR-4510, miR-34a-5p,
251 mTBI (201 mTBI mTBI in the last miR-744-5p, miR-192-5p, Training group: AUC 0.857;
538 participants cases used for 12 weeks) 14 davs postin miR-25-3p, miR-30c-3p, A model containing Py S
) ) ) testing) (229 controls used for = oays postijury iR-30a-3p, miR-3074-5 7 sncRNAs along with Rt
s ; miR-30a-3p, mil
Hicks, S. D. Patients with . Saliva sample i P, Mk P, )
etal. (2020) Case- B and testing) 207 F 5-66 Mean (SD) collected 5 NGS miR-3614-5p, miR-378a-5p, age and chronic
o control 331 M 18 (£6) y BN miR-27a-5p, miR-181c-5p, headache was able to
1381 controls ?-n.anmnts post miR-708-5p, miR-1246, differentiate mTBIs
injury i 23 - 4 £ trol
108 (Testi e let-7e-5p, miR-944, TOm controls
gm.ipis e S0mITBlfor training oo onrS Using for MiR-1290, miR-181a-5p, Testing group: AUC 0.823
5 miR-582-3p, miR-183-5p,
miR-1180-3p, miR-12136
- Panel of 6 miRNAs
displayed moderate
ability (AUC > 0.70) to
identify concussion.
- A single ratio (miR-27a-
. 5p/miR-30a-3p)
15 out of 40 miRNAs were 11 out of 15 mikNAs displayed the highest
unaffected by acute exercise exercise showed 1}’ accuracy (AUC = 0.810,
Athlet ith and listed below: significant differe‘nce sensitivity = 82.4%,
SRCe els tW; 172 participants miR-27a-5p, miR-1246, b egtween onctiosed and specificity = 73.3%) for
Hicks, S. D. “refates = participants . miR-30e-3p, miR-30a-3p, differentiating
Case- concussion and with miRNAs not 198 M <24 h post-injury . N non-concussed
etal. (2021) 75 concussed 97 non-concussed 8-58y NGS miR-151a-3p, miR-192-5p, . concussed and
7] control non-concussed affected by 116 F (for cases) miR-7-1-3p, miR-181¢-5 participants. non-concussed
athletes as exercise P P, The salivary miRNAs

comparator

miR-30e-5p, miR-1307-5p,
miR-182-5p, miR-3074-5p,
miR-629-5p, miR-944,
miR-27b-3p

unaffected by exercise
represent promising
biomarker candidates
for SRC

participants.

- miR-27a-5p was the
most accurate miRNA
for differentiating
concussed and
non-concussed
participants

- (AUC =0.78,
sensitivity = 74%,
specificity = 75%).
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Table 1. Cont.

Study Study Study Sample (1) Sex Age Range or Mean CS;llle‘zi‘s):n_}l;:e MT:;:’:ES?M mlcroRI:I% ::)P ression Summary of Key Findings Reported AUC or ROC (95% CI)
Author (Year) Type/Design Participants
Total Cases Controls
- A regression model
using 5 miRNAs
(miR-320c-1,
miR-133a-5p,
miR-769-5p, let-7a-3p,
andmiR-1307-3p)
; ; . ) demonstrated the
m?R-769-5p, miR-4792, - é?f?ahva.ry n;lRNAs highest diagnostic
mTBI patients aiﬁgigc?ﬁlzi;j)% ;larteﬁr‘:tt: with PCS accuracy AUC, 0.856;
JohTsozr\U,ljéj. Prospective with acute or 5 participants 30 Witth proIi(ér;ged 22 acute symptom 2F :221 Y SD 144 £ ini miR—133a—5yp, let—7b—5pl/3/ fmm APCS groups 0822-0890)
ctal. @018) cohort prolonged paracipants symptom (PCS) (ACS) group 30M B 46(1“3() ) aysotinury NGs miR-192-5p, miR-30e, - Salivary miRNA levels
(39 symptoms group y miR-4508, miR-1307-3p, may identify the
miR-200b-3p, miR-145-5p, duration and character - Validation model
miR-629 of concussion symptoms demonstrated an AUC
of 0.812; 0.691-0.893) for
identification of PCS
- Validation of the main
model holding out 20%
of random participant
an AUC of 0.933
(0.787-0.960)
21 microRNAs from saliva and
miR-7-1-3p, miR-10a-5p, serum
Those who - 1 wcck. orl miR-10b-5p, miR-20a-5p, X .
h pre-fight miR-30b-5p, miR-92a-3p, - microRNAs predicted
- had 0-3 - Within miR-122-5p, miR-128-3p, mTBI accurately
LaRocca, D. Cohort Adult mixed HTH oF 15-30 min miR-155-5p, miR-455-5p, regardless of fluid type Salivary miRNAs combined with
etal. (2019) o martial arts 42 MMA fighters MMaAs with HTH - their fight oM Mean (SD) 26.5 (+5.8) y post-fight NGS miR-1307-3p, miR-3146, - Separate regression serum miRNAs provided AUC of
[40] study fighters is cancelled - 2-3 days, 1 miR-3678-3p miR-376a-5p, model containing 13 0.89 for predicting mTBI
on-site due week, and miR-4637, miR-4649-3p subsets of salivary
to a reason 3 weeks miR-4693-5p, miR-4766-5p, miRNAs achieved

post-fight

miR-5694, miR-6770-5p,
miR-6809-3p

perfect classification of
mTBI

Abbreviations: AUC, area under the curve; HTH, hits to head; MMA, mixed martial arts; NGS, next generation sequencing; ROC, receiver operating curve; SRC, sport related concussion.
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3.2. Circulating miRNAs and Their Relative Expression

The miRNAs differentially expressed in the saliva of TBI patients varied greatly
between studies. Overall, there were 188 miRNAs that were up- or down-regulated in the
nine studies. Of these, 30 were reported in more than one study, and Table 2 summarizes
these miRNAs identified in multiple studies and the direction of change between groups
(upregulated or downregulated in TBI cases relative to healthy controls, or in PCS cases
compared with those that did not have prolonged symptoms). 14 miRNAs were reported
to be differentially expressed in a consistent direction across multiple studies.

Table 2. Prevalence and direction of change for miRNAs appearing in multiple studies.

miRNA

Di Pietro Di Pietro Fedorchak Hicks 2018 Hicks 2020 Hicks 2020 Hicks 2021 Johnson Larocca
2018 [33] 2021 [32] 2021 [34] [35] [36] [38] [37] 2018 [39] 2019 [40]

miR-1246

miR-30a-3p

miR-181c-5p

miR-192-5p

miR-3074-5p

let-7a-5p

miR-107 *
miR-135b-5p *
miR-148a-3p *

miR-92a-3p
miR-20a-5p *
miR-24-3p *

miR-27b-3p *
miR-29¢-3p *
miR-181a-5p *
miR-221-3p
miR-424-5p
miR-182-5p *

miR-26b-5p *

miR-320c *

miR-30e-5p

miR-582-3p

miR-155-5p

miR-27a-5p *

miR-30e-3p

miR-7-1-3p *

miR-629-5p

miR-944

miR-1307-3p

Bolding and * indicate consistent directionality of the microRNA across all studies. microRNA upregulation is
denoted by red cells, downregulation by blue cells.

4. Discussion

This systematic review assessed the utility of salivary miRNAs to diagnose TBI. We
identified nine studies that met our inclusion criteria. While previous systematic reviews
have reported TBI-related microRNAs from all biological sources [41], to the best of our
knowledge, this is the first systematic review to perform a focused systematic analysis
of miRNAs in saliva. In this study meta-analysis was not deemed possible due to the
small number of studies and heterogeneity of design variables including saliva sample
collection time, microRNA measurement techniques and variant microRNA expressions.
The included studies also had variations in study size, study population, method of data
pre-processing, and analysis method, which have been identified as challenges to perform
meta-analysis in biomarker studies [42—44]. Thus, this systematic review summarised a
wide variety of differentially expressed miRNAs in mTBI subjects qualitatively.

Due to the diverse signaling responsibilities of miRNAs and the heterogeneity of TBI
pathogenesis, it has been widely recognized that a panel of biomarkers will provide the
greatest predicative performance in the diagnosis and prognosis of TBI [28]. Reflective
of this approach, the studies of this review utilized miRNA panels including between
five [33] and 21 [40] differentially expressed salivary miRNAs. These panels displayed
varying diagnostic performance. Di Pietro et al. [32] identified a panel of 14 salivary
miRNAs that predict mTBI immediately after injury with a 91% diagnostic performance,
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with predictive performance that increased to 96% 36—48 h after injury. In an earlier study,
Di Pietro et al. [33] identified a panel of five differentially expressed miRNAs that had an
AUC of 83.6% after 48-72 h from injury. Hicks et al. [35] identified a different panel of six
miRNAs with similar (AUC of 85.2%) accuracy. Additionally, Hicks et al. [37] identified
11 miRNAs not confounded by exercise for prediction of sport related concussion (SRC).
Of these 11 expressed miRNAs, the authors highlight that miR—27a—5p was the most
accurate miRNA with AUC of 78%.

The diagnostic performance of these studies is promising, as is the data in Table 2,
which served to identify the most prevalent salivary miRNAs that appeared across multiple
studies. Out of the 188 miRNAs identified in the nine studies, 30 appeared in multiple
studies, and 14 of these had expression change direction that was consistent across stud-
ies [32-40]. For salivary miRNAs to be considered in clinical application they will need to
demonstrate replicability from one study to the next with consistent direction of change,
and from these 14 miRNAs may be candidates that hold the most promise for future applica-
tion. Additionally, as more detail on the indications of specific microRNAs is understood, it
may be that the inclusion of individual microRNAs could be combined with other markers
to improve diagnostic accuracy, as is done in cancer literature [45].

In addition to correlating with a TBI diagnosis, several of these key microRNAs show-
ing parallel expression have neurobiological pathways associated with TBL. Among these is
let—7i—5p, which di Pietro and colleagues reported the best classifier of concussion in their
initial study [33]. Let—7i is highly enriched in the brain and plays a role in the regulatory
pathways of several neuroinflammatory modulators and cytokines [46]. In addition to
a candidate for TBI biomarkers, let—7i has been implicated in Alzheimer’s disease and
depression [32]. Let—7i upregulation was previously shown in CSF and serum in a rodent
model of blast overpressure wave TBI, where it was involved in regulatory pathways of
neuroinflammatory proteins [47]. Another promising marker is miR—27a—5p, which was
downregulated in studies by Hicks and colleagues [36,37]. The miR—27a/b families are
inhibitory factors of apoptosis [48] and regulate the sensitivity of neurons to apoptosis [49].
Additionally, miR—27a has been implicated in glutamate receptor signalling and GABA
receptor signalling [28], protection from BBB disruption [50], TGFf signalling [36], and
diverse neuroinflammation processes [51]. Recently, Shultz and colleagues have identified
decreased miR—27a—3p levels in the plasma of concussed football players six days after
injury, which was inversely correlated with concussion symptom severity [52]. The Shultz
study complements the existing literature in saliva and highlights the potential of miR—27a
as a marker of TBI. Another miRNA with consistent expression change is miR—320c. Hicks
and colleagues reported that miR320 ¢ was downregulated in the saliva of mild TBI subjects
and CSF in severe TBI patients with concentration in both fluids correlated with time since
injury [35]. The study found a significant correlation between SCAT3 performance and
attention difficulty. miR—320c expression was also reduced in the study by Johnson et al.
where it showed a relationship with memory difficulty [39]. miR—320c has shown relation
to pathways of plasticity regulation [53], and it has been implicated in pathways of severe
depression, with altered levels found in the pre-frontal cortex of those who completed
suicide [54]. While these are not the only microRNAs that may hold promise in a clinical
setting, the current evidence involving consistent expression across a variety of biofluids
and identified involvement in pathways of CNS injury and repair make these markers
of interest.

As mentioned, there was variation in many of the findings of these studies, and
there are key reasons for this. Many of these studies offer a cross-sectional indication of
miRNA expression, with some studies undertaking initial sample collection at delayed
time-points, meaning that the time-course of biomarker upregulation following mTBI is
unclear. Indeed, a restriction in study comparison is the varied sample collection time
relative to time of injury (ranging from <30 min to 14 days post-TBI). This broad sampling
window will involve differing biological mechanisms of microRNAs and their role as
molecular regulators. As molecular signatures undergo change in amplitude and direction



Int. J. Mol. Sci. 2022, 23, 13160

10 of 14

following TBI, this disparity in study timeframes make comparisons difficult, and may
mean that some markers that share direction of expression change were not identified.
Many of the studies did not include repeat time-points, making it difficult to ascertain
biomarker kinetics and the evolution of levels during the post-TBI phase. The 2021 study
by Di Pietro et al. [32] did examine performance over multiple time points, and found
that as time elapsed after injury there was increased expression of miRNAs in saliva [32].
Additionally, most studies focussed on acute change in biomarker expression, and did
not extend to subacute timepoints, with the latest samples collected at 31-60 days post-
TBI [38]. In conjunction with this, data involving long-term outcomes including return to
work/play/activities of daily living and chronic symptoms of subjects was not collected.

miRNA biomarker studies compare TBI subjects and healthy controls, but there are
still many unknowns in the variables impacting the abundance of miRNAs. As such, the
evaluation of miRNA biomarker variability in heterogeneous or comorbid populations is
a challenge. For example, the studies of this review included a mix of male and female
subjects, however sex-based differences may influence miRNA expression [55] including
the regulation of gonadal hormones [56], menstrual cycles [57] and pregnancy [58]. The diet
of subjects may also affect miRNA expression by contributing external miRNAs that are
indistinguishable from endogenous miRNAs [59]. Circadian rhythms may also influence
variations in miRNA levels, which was a factor that was only controlled in some stud-
ies [35]. Additionally, the findings of these studies may not be generalisable to standard TBI
populations as many of these studies were undertaken in athletes. On one hand an athlete
cohort may reduce confounding from chronic diseases and comorbidities. Conversely, this
may introduce the role of exercise as a confounding variable in miRNA expression, as
physical activity is known to affect circulating miRNA expression [60,61]. In young ath-
letes performing an eight-week training program, plasma mir—93, miR—16, and miR—222
expression was altered compared with baseline [62]. However, it should be noted that
none of these markers overlapped with those presented in Table 2 as potential pathologi-
cally expressed biomarkers. In ultramarathon athletes, miRNA expression change share
pathways associated with cancer and inflammation, as well as BDNF signalling [63]. The
type of exercise also influences miRNAs expression, with plasma miR—126 and miR—133
showing differing responses following marathon running, four hours of bicycle riding,
and prolonged resistance training [64]. Hicks et al. attempted to identify salivary miRNAs
unaffected by exercise, and further work and validation is required in finding a robust TBI
biomarker independent of exercise [37]. Overall, there are many factors that require further
investigation to ascertain their influence in miRNA expression.

Salivary miRNA biomarkers represent a distinct branch of biomarkers from other
biofluids, and it is anticipated that there is significant variation in expression change
from miRNAs derived from saliva compared with blood and CSF. Previous studies have
shown that biofluid type can influence circulating miRNA expression and is a crucial factor
underpinning inconsistent results, with miRNA expression differing between whole blood,
serum and plasma samples [65]. This was demonstrated by Hicks and colleagues, who
reported differences in direction of expression change for microRNAs in saliva compared
with CSF [35]. In mixed martial arts fighters, the direction of expression change also
showed differences in saliva and serum in more than half of the detected microRNAs [40].
Understanding the processes that allow peripheral migration of miRNAs from the CNS into
the saliva following TBI will allow further understanding of this differentiation. While there
is plausible evidence for serum biomarker expression that reflects underlying pathology
via the disruption of the BBB following TBI, it is not clear how this pathology is transmitted
to saliva. One hypothesis is the role of sensory (V, VII, IX) and motor (XIL, X, XII) cranial
nerves that may provide a route to communicate CNS damage [66]. Another potential
route of microRNA transmission is via the glymphatic system, which assists in clearance of
pathological CNS cells following TBI [67]. Future studies will be required to examine these
mechanistic questions.
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The identification of microRNAs involved in TBI signalling may have application
beyond injury diagnosis, as microRNA involvement in physiological and pathological
processes position them as targets to direct pharmacological therapy [68]. While a complete
discussion on the therapeutic application of miRNA medication is beyond the scope of this
review, it is worth illustrating the value of miRNA discovery for this purpose. miRNAs
possess features which may allow their use in therapeutic design, including their ability to
influence multiple targets through the manipulation of a single miRNA, and their short
length of ~22 nucleotides [69]. miRNA-based therapeutics include miRNA mimics, which
act as compensatory agents in situations of miRNA downregulation, and miRNA inhibitors
which can be used for suppression of overexpression in relation to injury and disease [68].
The exploration of miRNAs as biomarkers of TBI injury will allow further development of
effective therapeutics, in a condition where there is currently no treatment [70].

The current review had several limitations. The small number of papers meeting
inclusion criteria is important to identify. Five databases were utilised, and articles were
not limited by date, so it is unlikely that important evidence has been omitted. Considering
that we included only nine papers exploring salivary miRNAs as TBI biomarkers, the con-
clusions that can be drawn presently are preliminary, and current evidence requires further
investigation. While the heterogeneous study design has been previously highlighted, two
studies included in the review investigated markers of PCS compared with non-PCS TBI,
and as such did not include an uninjured control group. This may have had implications
for the comparison of expressed miRNAs with other studies. Finally, it was not within
the scope of this paper to describe the secondary injury mechanisms that influence the
production of these miRNAs.

5. Conclusions

The initial findings identified in this systematic review highlight the potential of
salivary miRNAs as TBI biomarkers. Currently, there are knowledge gaps in the practical
application of these markers in relation to details such as marker kinetics and the influence
of biological factors. As such, the current evidence is not suitably mature to identify specific
microRNAs for application. Instead, future studies should narrow the sample collection
time, investigate miRNA biomarker signatures across repeated time points, and reduce
variation in study techniques and analysis methods.
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