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Abstract: Traumatic Spinal Cord Injury (TSCI) is debilitating and often results in a loss of motor
and sensory function caused by an interwoven set of pathological processes. Oxidative stress and
inflammatory processes are amongst the critical factors in the secondary injury phase after TSCI.
The essential trace element Zinc (Zn) plays a crucial role during this phase as part of the antioxidant
defense system. The study aims to determine dynamic patterns in serum Zn concentration in patients
with TSCI and test for a correlation with neurological impairment. A total of 42 patients with TSCI
were enrolled in this clinical observational study. Serum samples were collected at five different
points in time after injury (at admission, and after 4 h, 9 h, 12 h, 24 h, and 3 days). The analysis of the
serum Zn concentrations was conducted by total reflection X-ray fluorescence (TXRF). The patients
were divided into two groups—a study group S (n = 33) with neurological impairment, including
patients with remission (G1, n = 18) and no remission (G0, n = 15) according to a positive AIS
(American Spinal Injury Association (ASIA) Impairment Scale) conversion within 3 months after
the trauma; and a control group C (1 = 9), consisting of subjects with vertebral fractures without
neurological impairment. The patient data and serum concentrations were examined and compared
by non-parametric test methods to the neurological outcome. The median Zn concentrations in group
S dropped within the first 9 h after injury (964 ug/L at admission versus 570 pg/L at 9 h, p < 0.001).
This decline was stronger than in control subjects (median of 751 ug/L versus 729 pg/L, p = 0.023). A
binary logistic regression analysis including the difference in serum Zn concentration from admission
to 9 h after injury yielded an area under the curve (AUC) of 82.2% (CI: 64.0-100.0%) with respect
to persistent neurological impairment. Early Zn concentration dynamics differed in relation to the
outcome and may constitute a helpful diagnostic indicator for patients with spinal cord trauma. The
fast changes in serum Zn concentrations allow an assessment of neurological impairment risk on the
first day after trauma. This finding supports strategies for improving patient care by avoiding strong
deficits via adjuvant nutritive measures, e.g., in unresponsive patients after trauma.
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1. Introduction

Traumatic spinal cord injury (TSCI) is considered as one of the most severe injuries in traumatology.
As it predominantly affects young patients [1,2], it requires a lot of experience, practice, and knowledge
to assure the best possible care and increase the chances of a fortunate outcome for the patient.
The physical and psychosocial [3] consequences for patients are debilitating as well as the economic
consequences, which are a concern for the patient, his or her environment, society, and health care
institutions [4]. Traumatic damage to the spinal cord proceeds in several sequential phases. The primary
injury phase is defined by the immediate mechanical damage to the tissue mostly due to shearing,
laceration, acute stretching, and sudden acceleration-deceleration events causing spinal shock [5,6].
Hereafter, a more prolonged secondary injury phase is set in motion that involves complex inflammatory
responses. Finally, the chronic phase is characterized by autonomic dysregulations [6-9].

Despite the growing acceptance of early surgery post SCI [10], detailed anamnesis and thorough
clinical examinations at the time of admission to the hospital can be difficult, as patients might be
unresponsive due to coma or pre-clinical sedation. An objective diagnostic marker that is capable of
indicating the risk for neurological impairment within the first 24 h would be of high importance for
enabling the rapid, adequate, and most promising personalized therapeutic decisions.

Zinc (Zn) is one of the essential trace elements in the human body that plays a fundamental role
in a variety of biochemical pathways, in proteins and enzymes, and as a structural element, as well as
a local signaling molecule with particular relevance for the immune system [11]. Zn is particularly
essential in the early stages of immune response, e.g., by supporting the activity and efficiency of
natural killer cells [12]. The usual range of Zn in human blood lies between 650 and 1100 pg/L (i.e.,
10.0-17.0 umol/L) [13], and the leading cause of zinc deficiency is malnutrition. Many critical processes
of the immune response depend on Zn availability, e.g., (i) the formation of extracellular traps by
neutrophils, (ii) shifting the balance from humoral immune responses to cell-mediated immunity, and
(iii) dynamically adapting the inflammatory response to avoid overshooting immune cell activities.
The injury mechanism of TSCI is reported to strongly activate the TLR4/NF-«kB signaling pathway
in monocytes [14,15]. A sufficiently high Zn supply seems to contribute to an adequate activation
of NF-«B [16] and downstream target genes, thereby finetuning the immune response dynamically.
There are two main types of transport proteins which are responsible for Zn homeostasis. The Zn
transporters ZnT are mainly responsible for Zn effluxes, and the Zip family of transporters are
responsible for the increase in cytoplasmic Zn [17]. NF-«kB has been reported to bind to the ZIP8
promoter and thus to be associated with the Zn uptake in monocytes [18].

Known as an acute-phase reactant because of its rapid redistribution from blood-serum into
cellular compartments [19], Zn is supposed to be an ideal marker, especially for the early phase
of (trauma-induced) inflammation. Furthermore, Zn has also been implicated in neuronal damage
associated with Traumatic Brain Injury (TBI), stroke, and seizure [17,20]. A decline in serum zinc levels
has recently been documented in brain-injured patients [17,21]. The dynamics are not characterized in
much detail and there is controversy about a possible neurotoxic or neuroprotective role of Zn after
TBI[17].

The database on Zn status and time-dependent changes after SCI is sparse [13,22,23]. Last year,
in 2019, Kijima et al. reported that the acute-phase changes in serum zinc concentration were
inversely correlated with the long-term functional outcome after experimental SCI in a model system.
This finding was attributed to activated infiltrating monocytes that actively accumulate Zn from
extracellular sources. The interesting results on Zn dynamics were confirmed in an analysis of 38
cervically injured SCI patients, yielding a predictive model for a long-term functional outcome, i.e., the
ability to walk [23].
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Given these promising results, we decided to evaluate the model for its diagnostic suitability in
TSCL To this end, we analyzed the dynamic alterations in serum Zn during the first 72 h after injury in
shortintervals to examine the possible relation between the early changes of total serum Zn concentration
with the presence of neurological impairment and the patient’s outcome. We hypothesized that the
Zn concentrations are dependent on additional parameters such as the exact time after TSCI and the
patients’ neurological levels of injury (NLI). Our results verify the notion of serum Zn as a promising
diagnostic biomarker of TSCI and pinpoint the most informative time points for analysis and prediction.

2. Materials and Methods

The study had been approved by the local Ethics Committee of the University of Heidelberg
(5514/2011) and was registered (Study-ID: DRKS00009917/Date of Registration: 23.03.2016/Universal
Trial Number (UTN): U1111-1179-1620) at the German Clinical Trial Register (Deutsches Register
Klinischer Studien—DRKS). Data collection and processing were performed according to good scientific
practice. All the study participants signed an informed consent form and agreement to participate
willingly and were informed that they could voluntarily choose to leave the study without any negative
consequences. The manuscript was composed according to the TRIPOD statement (Transparent
Reporting of a multivariable prediction model for Individual Prognosis or Diagnosis) [24].

2.1. Source of Data

Patient data were collected from the hospital database. The neurological level of injury (NLI) was
defined as the lowest neurological level where both motor and sensory functions are intact. Analog
to the duration of the study (72 h) in the protocol of Kijima et al. [23], from admission to the end of
follow up, 6 blood samples were taken at specific points in time over 72 h according to our protocol
(Figure 1). The protocol was adapted from our previous studies [25-33]. After blood sampling and
20 min of coagulation, the blood was centrifuged at 3000 rpm with an RCF (Relative Centrifugal
Force) of 1008 m/s?, aliquoted, and stored at —80 °C until analysis. Missing samples in the protocol
were mostly due to early and urgent interventions. Analyses were conducted in an S1 laboratory
of the Charité Universitdtsmedizin zu Berlin in accordance with §3 Biostoffverordnung (BioStoffV).
Trace element concentrations were determined by a total reflection X-ray fluorescence (TXRF) analysis,
essentially as described in [25,34]. Briefly, the serum samples were diluted 1:2 (v/v) with a Gallium
solution as an internal standard and applied to polished quartz glass discs. After drying, a benchtop
TXRF device (PicoFox S2, Bruker Nano, Berlin, Germany) was used for recording the fluorescence
spectra emitted from the elements upon X-ray excitation. An internal laboratory quality control was
included in each measurement run, and all the samples were measured in duplicate. Inter-assay
coefficients of variation (CV) were typically below 10%, as determined with a commercial standard
serum (Sero AS, Seronorm, Billingstad, Norway) [25,34].

Trauma Initial Final
Admission + Neurological Neurological
BG Ludwigshafen assessment assessment

within 2h (AIS) (AIS)

11T Bl

BS | Adm. 4h 9h 12h 24h 3d 3m

Figure 1. Standardized blood sample collection protocol. Abbreviations: BS = blood sample;
Adm. = admission; AIS = American Spinal Injury Association (ASIA) Impairment Scale; h = hours;
d = days; m = months.
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2.2. Participants

In the Department of Paraplegiology at the BG Trauma Center Ludwigshafen, venous blood
samples of traumatic spinal cord-injured patients were collected prospectively between 2011 and 2018.
All the patients suffered from at least one fracture of the spine and were classified with respect to
the AO (“Arbeitsgemeinschaft fiir Osteosynthesefragen”; German for “Association for the Study of
Internal Fixation”) classification [35]. The exclusion criteria were non-traumatic spinal cord injury (SCI),
traumatic brain injury, severe abdominal trauma, traumatic amputation of extremities, coma, or any
additional life-threatening trauma apart from SCI. The participants were not given methylprednisolone
sodium succinate during the study participation. The patients included in the current study were
assigned to the study group S (n = 33) that consisted of two subgroups—G1 (n = 18) included
patients with neurological remission, and GO (n = 15) included patients without neurological remission.
Nine subjects with vertebral fractures without neurological impairment were analyzed and served as
the control group C (n = 9). All the patient characteristics are shown in Table 1. Additionally, patients
in G1 were divided into 2 separate remission subgroups according to their AIS level increase: patients
that presented an AIS conversion of 1 level formed the group R1 (AIS imp. = +1), and those with more
than 1 level were allocated to group R2 (AIS imp. > +1). A flowchart detailing the patient allocation
can be found in Figure 2.

Table 1. Demographic and clinical characteristics of subjects. Abbreviations: NLI = Neurological Level
of Injury; AO = AO-Classification; AIS = ASIA (American Spinal Injury Association) Impairment Scale.
Age is expressed as median/mean years with their corresponding IQR (Interquartile Range) and 95% CI
(Confidence Interval). Neurological remission was defined as an improvement in AIS within 3 months
after the trauma.

Variable All (N =42) GO (N =15) G1 (N =18) C(N=9) p-Value
Sex 0.56
female 12 (29) 2 (13) 5(28) 5 (56)
male 30 (71) 13 (87) 13 (72) 4 (44)
Age 0.17
min 15 20 15 27
max 78 78 75 71
median (IQR)  42.00 (27.75, 59.00) 49 (35.50, 62.00) 37.50 (21.25, 57.00) 40 (32.00, 59.00)
mean (95% CI)  44.07 (38.35,49.80)  48.60 (38.77,58.43)  39.33 (30.18,48.48)  46.00 (35.66, 56.34)
Etiology 0.74
Fall from
height 21 (50) 6 (40) 9 (50) 6 (67)
Motor vehicle
collision 16 (38) 6 (40) 7 (39) 3(33)
Other accident 5(12) 3(20) 2 (11) 0(0)
AO 0.17
A 29 (69) 8 (53) 15 (83) 6 (67)
B 6 (14) 2 (13) 1(6) 3(33)
C 7 (17) 5(33) 2 (11) 0(0)
NLI 0.04
none 9 (21) 0(0) 0(0) 9 (100)
cervical 14 (33) 4(27) 10 (56) 0(0)
thoracical 14 (33) 10 (67) 4(22) 0(0)
lumbar 5(12) 1(7) 4(22) 0(0)
AIS initial <0.01
A 15 (36) 12 (80) 3(17) 0(0)
B 7 (17) 1(7) 6(33) 0(0)
C 10 (24) 1(7) 9 (50) 0(0)
D 1(2) 1(7) 0(0) 0(0)
E 9(21) 0(0) 0(0) 9 (100)
AIS final <0.01
A 12 (29) 12 (80) 0(0) 0(0)
B 3(7) 1(7) 2(11) 0(0)
C 6 (14) 1(7) 5(28) 0(0)
D 12 (29) 1(7) 11 (61) 0(0)
E 9(21) 0(0) 0(0) 9 (100)
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Figure 2. Patient collective identification scheme. Abb.: GO/G1 = patients with (G1) or without
neurological remission (G0) after 3 months; AIS + 1/AIS + 2 = patients with a neurological improvement
of 1 or 2 AIS levels within 3 months after injury.

2.3. Outcome

To classify the neurological impairment, AIS grades were determined by experienced examiners,
according to the International Standards for Neurological Classification of SCI (ISNCSCT; see Table 2) [36].
Initial examinations (AIS initial) were performed within 72 h after admission in awake and responsive
patients; final examinations (AIS final) took place 3 months after the trauma. Neurological remission

was defined as an improvement in AIS grade within the 3 months after the trauma.

Table 2. The American Spinal Injury Association Impairment Scale (AIS). AIS grades from A to E
considering the completeness of paralysis and the motor and sensory function test [36].

AIS Grade A B C D E
Clinical State Complete Incomplete Incomplete Incomplete Normal
no motor or sensory butnot  motor function  motor function motor and
sensory motor function is preserved is preserved sensory
function is is preserved below the NLI,  below the NLI, function is
preserved in below the NLI ~ and more than  and at least half normal
the sacral and includes half of key of key muscles
segments 54-55 the sacral muscles below  below the NLI
segments S4-S5 the NLIhavea  have a muscle
muscle grade grade of 3 or
less than 3 more

2.4. Predictors

The individual Zn concentration patterns were analyzed concerning the presence or absence of (1)

neurological impairment, and (2) neurological remission/functional recovery.
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2.5. Sample Size
The study enrolled 42 patients (30 male, 12 female).

2.6. Missing Data

The mean follow-up within the first 72 h was higher than 75%; missing values were excluded
from the analysis via pairwise deletion [37].

2.7. Related Work

The register has already been used to address related scientific issues before in the quest for suitable
biomarkers for this devastating disease [8,25-33,38-41]. The analyses were performed retrospectively,
whereas the samples were collected prospectively in the biobank. Therefore, the particular analyses
include different numbers of patients according to availability and the specific scientific issue. Thus,
no double reporting of patient collectives occurred, although some patients were enrolled in more than
one study when they met the inclusion criteria and a suitable sample was available.

2.8. Statistical Analysis

The non-parametric test methods were assessed to investigate the location shifts between groups.
Categorical variables were evaluated using Fisher’s exact test. As this is an exploratory post-hoc
analysis, all p-values are to be interpreted descriptively. No prior power analysis was carried out, as
they may be of little value in early exploratory studies where scarce data are available on which to
base the calculations [42], and no adjustment for multiple testing was adopted. All statistical tests use
an «-level of 0.05, and statistical significance was defined as p > 0.05 (n.s), p < 0.05 (*), p < 0.01 (**),
or p < 0.001 (***). Univariate logistic regression was utilized to assess the predictive potential of the
variables. The model comparison was based on the Akaike information criterion (AIC). The primary
measure for the predictive performance of the logistic regression model was the area under the curve
(AUC) of the Receiver Operator Characteristic (ROC) analysis. All the statistical calculations were
performed with R version 3.6.0 [43]. The figures were created using the package “ggplot2” [44].

3. Results

3.1. Demographics

A total of 42 patients with a traumatic spinal cord injury were studied over 3 months. Thirty
male and 12 female study participants were included. The median age of the patient cohort was 42.0
(IQR, 27.8-59.0) years, ranging from 15 to 78 years. The G0 and G1 differed significantly in their NLI
(p = 0.035). Initial as well as final AIS grades differed significantly comparing GO and G1 (p < 0.001),
with more AIS patients classified as A in GO than in G1. The complete overview is given in Table 1 and
Figure 3.
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GO [No remission] . G1 [Remission]

Remission 1 G1 [Remission]
AlS final 4 D
AlIS initial 4 D Cc

GO0 [No remission]

Figure 3. Distribution of initial AIS and final AIS in GO and G1. The connections indicate the individual
configuration of each patient with initial neurological impairment with respect to the initial and final
AIS as well as the group assignment to either GO or G1. Abb.: AIS initial = AIS level at admission;

AIS final = AIS level 3 months after injury.

3.2. Analysis of the Entire Patient Collective

The mean serum Zn levels dropped by almost 30% during the first 4 h after the injury, from an
average of 952 ug/L to 676 pug/L. A minimum was reached 9 h after the trauma, when the average serum
Zn concentration was slightly below the physiological range (650-1100 pg/L). Hereafter, a gradual and

constant increase until 1 day after injury set in (Figure 4A,B).

________ A G0 [no remission]
@ G1 [remission]

12504

"""""" @ G1AISimp. =+1
© G1AISimp.>+1

O Ccontrol]

1000

2Zn [ug)

Ohows  4hows  9hours  12hours 24 hours 72 hours 0hours 4hours  Ohows  12hows  24hours  72hours Ohours ahows  9hours  12hours 24 hours 72 hours

Figure 4. Mean Zn serum level comparison, presenting and comparing patients with and without
neurological remission and controls (A) with neurological impairment, as well as controls (B) and
patients with neurological remission that presented an AIS conversion of 1 level (G1 AIS imp. = +1) to
those with an AIS level increase of more than 1 level (G1 AIS imp. > +1) (C). Expressed as mean values
+ standard error of the mean. The Mann—-Whitney U-Test assessed significant differences between both
groups at each time point (p < 0.05).
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3.3. Comparison of Serum Zn Concentrations in Relation to Neurological Remission

The concentrations of serum Zn in both the group of patients with remission (G1) and without
remission (G0) dropped during the first 4 h, reaching the lowest concentration 9 h after admission.
This decline was transient, and the concentrations in both groups increased gradually thereafter
(Figure 4A). No significant difference was recorded throughout the time course.

3.4. Zn in Neurological Patients in Relation to Controls with Vertebral Fractures

The Zn dynamics in the combined group of neurological patients, i.e., S (GO + G1), in comparison
to the control group (C) differed in the first 24 h after injury. At admission, patients in S showed 28%
higher concentrations of Zn, albeit to a non-significant extent (p = 0.150, S > C). Even though the Zn
concentrations dropped in both groups during the first 4 h, the decline in group S was more distinct
as compared to group C (decline of 35% versus 7%). Notably, while the levels in S fell on average
under the reference range for serum Zn concentration, the control group C stayed within the reference
range at all points in time. No significant difference was detected from admission to 24 h after injury
(Figure 4B).

3.5. Comparison within the Group of Recovering Patients in Relation to Impairment

In patients with neurological remission, a distinct pattern of serum Zn concentrations was recorded,
whereas in those with an AIS increase of more than 1 level, the concentrations of serum Zn were
relatively low in the time frame of 4 h to 24 h after injury. In comparison to the initial Zn concentration,
the AIS imp > + 1 patients reached their minimum of 58% at 4 h after trauma, whereas patients with
an AIS imp = +1 reached their minimum of 56% at 9 h after the TSCI. The corresponding patterns are
shown in Figure 4C.

3.6. Comparison of Zn Concentration Dynamics from Admission to 9 h after Injury

The Zn concentrations in group S (consisting of GO + G1) dropped significantly, reaching their
minimum within the first 9 h after injury (p < 0.001) (Figure 5, part A indicates the development in
group C; part B shows the corresponding dynamics in group S). Differences from admission to 9 h
after injury were significantly more distinct in group S (GO + G1) compared to group C (p = 0.023)
(Figure 5C). A binary logistic regression analysis was performed to assess the predictive value of
dynamic changes in the serum Zn concentration regarding its potential to identify patients with or
without high risk for neurological impairment. The final model (Table 3, model 3) including the
difference in the early alterations in Zn concentration (Zn 0 h-Zn 9 h) yielded an area under the curve
(AUC) of 82.2% (CI: 64.0-100.0%) with regards to the occurrence of neurological impairment (Table 3,
model 3; Figure 6, model 3). Compared to the univariate model 1 (S/C ~ Zn 0 h) and model 2 (S/C ~ Zn
9 h), we detected an improvement in AIC from 39.88 in model 1 to 32.16 in model 2, compared to 24.45
in the final model 3 (S/C ~ [Zn 0 h-Zn 9 h]). The Pseudo-R? (Cragg-Uhler) rose from 0.09 in model 1 to
0.14 in model 2 and finally to 0.29 in model 3, which also supports the eminently higher proportion of
the total variability of the outcome that is accounted for by the model [45]. This assessment is also
supported by the large effect size estimated via Cohen’s d [46] for the difference regarding the early
alterations in Zn concentration.
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A

Zn [pg/)

Group C [Control] B Group S [GO + G1] Cc Delta Oh - 9h

0.00043

0.023

'+ G1]

Figure 5. Zn serum level comparison of all patients at admission to 9 h after injury in group C
(A) and group S (B), and from admission to 9 h after injury in group S and group C (C). The Wilcoxon
signed-rank test assessed significant differences between groups, while the corresponding p-value is
given above.

Table 3. Specifics of the predictive models. For each model, included variables estimates are provided
with their corresponding CI in brackets and the calculated Cohen’s d, while the interpretation is
indicated below [46].

Variable Model 1 Model 2 Model 3 Cohen’s d
(Intercept) 1.37 ** 1.15*% 1.20*
[0.50, 2.24] [0.22,2.09] [0.02,2.38]
Zn 0 h (ug/L) 0.68 -0.632
[-0.27, 1.63] moderate
Zn9h (ug/L) -0.75 0.636
[-1.69, 0.20] moderate
Zn 0h-9h (ug/L) 1.28 -1.12
[-0.07, 2.63] large
n 36 27 21
AIC 39.88 32.16 24.45
2
Pseudo-R 0.09 0.14 0.29

(Cragg-Uhler)

**p<0.01;*p <0.05.



Antioxidants 2020, 9, 421 10 of 19

Model 1 Model 2 Model 3

AUC = 0.822 I

]

AUC = 0.674 / AUC =0.343

Sensitivity
Sensitivity
Sensitivity

1 - Specificity ’ 1 - Specificity ’ 1 - Specificity

Figure 6. ROC (Receiver Operator Characteristic) curve analysis of the final model II indicating
its AUC (area under the curve) and the corresponding confidence interval (CI) for predicting the
presence or absence of neurological impairment as a function of the difference in the Zn concentration
(0h-9 h). Model I (5/C ~ Zn 0 h [ug/L]); model II (S/C ~ Zn 9 h [ug/L]); (S/C ~ Zn 0 h-9 h [ug/L]). Abb.:
S/C = criterion presence or absence of a neurological impairment (study group S vs. control group C);
Zn 0 h [pg/L] = Zn concentration at admission/0 h after injury; Zn 9 h [ug/L] = Zn concentration 9 h
after injury; Zn 0 h-9 h [ug/L] = difference in the Zn concentration 0 h-9 h after injury; AUC = area
under the curve.

4. Discussion

In the current study, we monitored the serum Zn concentration in short time intervals during the
initial phase after TSCI in correlation to the outcome and neurological impairment. Our results support
a possible association between the decreasing serum zinc concentrations and the presence of neuronal
damage after the TSCI. Data from the current study indicate some considerable alterations in the
circulating levels of the trace element Zn with potential relevance for a better initial diagnosis
of neurological impairment, especially in unresponsive patients. Additionally, the prediction
of the outcome might be improved for subgroups of patients with cervical TSCI. However, the
transferability to patients with thoracic or lumbar TSCI seems to be limited. Furthermore, the
underlying pathomechanisms contributing to the interaction need to be elucidated more specifically in
further studies, as relevant covariates in the Zn concentration patterns of the acute phase after TSCI
were identified.

Recently, Kijima et al. [23] described that the acute serum Zn concentrations decreased
proportionally to the severity of the injury to the spinal cord in an SCI mouse model. Our study was
intended to test this promising notion in TSCI. An important difference between the studies was the
age of the patients analyzed, as they were significantly younger at admission (p = 0.004) in our study
compared to the patients studied by Kijima et al. (Table 4) [23].

When applying the same inclusion and exclusion criteria to our cohort, we can form a subset
(n = 14) for direct comparison. The reduced sample size is mainly due to the exclusion of patients with
any other than cervical TSCI. With respect to the relationship between the initial Zn concentrations
and the AIS at the final follow-up, the ASIA motor score at the final follow-up, and the patient’s
ability to walk, a direct comparison indicates some congruent findings (Figure 7) and some differences.
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Notably, our extended time course and the analysis of patients suffering from thoracic and lumbar
TSCI provides a more detailed picture (Figure 7, columns 2 and 3).

Table 4. Comparison of the corresponding demographics to the cervically injured patients reported by
Kijima et al., 2019 [23]. The Kruskal-Wallis test for comparison of two independent samples and the
Fisher’s exact test were used to assess the differences in numeric and categorical variables.

Data of the Current Study  Kijima et al., 2019

Variable (N = 14) (N = 38) [23] p-Value
Sex >0.99
female 3 (21.4%) 10 (26.3%)
male 11 (78.6%) 28 (73.7%)
Age <0.01
min 15.00 18.00
max 77.00 85.00
median (IQR) 47.50 (15.00, 77.00) 67.50 (18.00, 85.00)
mean (95% CI) 45.43(33.98, 56.88) 63.579 (57.61, 69.55)
Etiology 0.23
Fall from height 4 (28.6%) 15 (39.5%)
Motor vehicle collision 8 (57.1%) 12 (31.6%)
Other accident 2 (14.3%) 11 (28.9%)
AIS initial 0.18
A 4 (28.6%) 13 (34.2%)
B 4 (28.6%) 3 (7.9%)
C 5 (35.7%) 10 (26.3%)
D 1(7.1%) 8 (21.1%)
E 0 (0.0%) 4 (10.5%)
AIS final 0.79
A 3 (21.4%) 6 (15.8%)
B 1(7.1%) 3 (7.9%)
C 3 (21.4%) 8 (21.1%)
D 7 (50.0%) 17 (44.7%)
E 0 (0.0%) 4 (10.5%)

The correlation of poor outcome with low serum zinc concentrations at admission is observed
in both studies and can be confirmed specifically for patients with a final AIS of category B, C, or D.
Patients with a final AIS of category A presented a higher variance than others, while their median and
mean Zn concentration was above those with AIS B or C (Figure 7A, cervical). The strong positive
correlation between the serum zinc at admission and the ASIA motor score at the final follow-up
is similarly observed in both studies. A time-dependent association between these two parameters
is given, with the highest and most significant correlation at 24 h after injury (R = 0.56, p = 0.046)
(Figure 7B, cervical). The overall correlation observed might be merely driven by and of particular
relevance to a specific subgroup of patients with cervical TSCI and for the alterations in serum Zn
that are detectable at the 24 h point in time after the injury. The non-linear regression failed to predict
the functional outcome with sufficient significance. As the relation at any point in time is not logistic,
we used a third-degree polynomial function with the best adj. The R? = 0.51 at 3 days after injury
(Figure 7C, cervical). Evaluating the pooled serum Zn concentrations of the first 3 days was useful
for distinguishing between those patients who were able to walk independently and those who were
not (AUC = 67.3%, CI: 54.1-80.4%) (Figure 7D, cervical). While the relationship of the outcome
and the initial serum Zn concentration presents a similar pattern in cervical and thoracically injured
patients (Figure 7A, cervical and thoracic), the correlation and regression analysis reflects the highly
time-dependent distribution of Zn concentrations (Figure 7B,C, cervical and thoracic). The final logistic
regression for thoracically injured patients does not add any further predictive information (Figure 7D,
thoracic). The sample size of lumbar injured patients is unfortunately minimal (n = 5), and the results
presented are to be interpreted descriptively (Figure 7A-D, lumbar).
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Figure 7. Comparison to Figure 4 in Kijima et al., 2019. The relation of acute serum zinc concentrations to
the functional prognosis after SCI in humans. Each row (A-D) is divided into three columns according
to the patient’s NLI (cervical, thoracic, and lumbar). (A) The admission serum zinc concentrations
(pooled values from admission to 3 days after injury) of the patients with AIS at final follow-up.
(B) Scatter plots illustrating the correlations between the ASIA motor score at final follow-up and
the serum zinc concentration at admission (Pearson’s correlation coefficient) at admission, 4 h, 9 h,
12 h, 24 h, and 3 days after injury. (C) The results of a non-linear regression analysis of the functional
outcomes using the serum zinc concentration at admission (formulay=ax3+bx2+cx+d),4h,
9h,12h, 24 h, and 3 days after injury. (D) The receiver operating characteristics (ROC) curves of the
prediction model based on the acute serum zinc concentrations (pooled values from admission to 3
days after injury) for discriminating between the ability to walk independently (with or without an
assisting device) or not.
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Regarding the molecular processes underlying the decrease in serum Zn concentrations after
TSCI, we speculate that—according to the speed of changes—an active uptake into monocytes needs to
be considered. In this respect, activated monocytes might contribute actively to the changes observed
in peripheral serum [23], as a TSCI-induced activation of the TLR4/NF-«kB/ZIP8 pathway is known to
increase the Zn uptake in monocytes [14,15,18,23]. In parallel, the activation of the transcription factor
NF-«B is associated with the polarization of monocytes into M1 and M2 [47], while the specific M1/M2
balance is orchestrated by the p50 subunit [48]. Meanwhile, the numerical presence of M1 or M2
macrophages is often thought to directly imply function (for example, kill or repair); such associations
need not be true [47]. However, recent evidence suggests a significant beneficial effect from the M2
or “alternatively” activated macrophage phenotype [49-53]. Evidence regarding the influence of Zn
on the specific polarization of monocytes in patients with TSCI remains scarce. Nevertheless, the
overall activation of NF-kB is inhibited by ZIP8 activation, a transcriptional target of NF-«B, negatively
regulating proinflammatory responses via the down-modulation of IkB kinase (IKK) activity [18]. An
association of inhibited NF-«B activation via Zn administration with a favorable outcome in mice with
TSCI has been confirmed by Li et al. in 2019 [54]. These findings open up the possibility of differential
immune manipulation based on Zn metabolism as a therapeutic approach for patients with TSCI.
Additionally, these processes might be supported by autophagy-enhancing drugs that positively affect
multiple cell types, promoting neuron and oligodendrocyte survival, oligodendrocyte differentiation,
and decreasing neuroinflammation through the modulation of the inflammatory polarization process
via the inhibition of NF-«kB [55].

The dynamical alterations in serum zinc observed in our study are supported by the literature
and in line with several findings reported from animal models [56-58]. Besides the actual mechanic
trauma, metabolic processes in the secondary injury phase after TSCI lead to astrocyte, oligodendrocyte,
and neuronal cell death. Here, glutamate excitotoxicity is a frequently described mechanism for
neuronal tissue death in this phase [59,60]. The available data indicate that reduced extracellular
Zn levels following trauma contribute to the dysregulation of Nuclear Factor-kB (NF-«B), thereby
enhancing the glutamate excitotoxicity of astrocytes and increasing the death of oligodendrocytes.
The exposure of oligodendrocytes to glutamate causes toxicity under Zn-deficient conditions, but
not in the presence of a sufficiently high Zn concentration, highlighting the importance of Zn for the
prevention of glutamate excitotoxicity [61]. In 2002, Zhang et al. demonstrated that Zn inhibits charge
currents through ionotropic glutamate receptors in a dose-dependent manner. They observed that at
high extracellular glutamate concentrations (200 uM), low levels of Zn fail to inhibit Ca®* currents
through AMPA (x-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid) receptors.

Interestingly, supplemental extracellular Zn attenuated these currents in a dose-dependent
manner [62]. To investigate the effects of free vesicular Zn, Doering et al. [63] conducted an experimental
study in which damage and Zn movements were analyzed in an animal model of traumatic brain
injury (TBI). ZnT3 KO mice were compared to wild-type (WT) mice after TBI and presented with
elevated neuronal damage. These differences were nullified by the chemical inhibition of the vesicular
Zn transport in WT mice, which resulted in similar cellular damage within the first 24 h.

Recent evidence, however, suggests that neurodegeneration, mediated via ER stress and the
disruption of Ca homeostasis and following transient global ischemia such as TSCI, may underlie the
mechanisms of Zn-induced neurotoxicity [64]. In ischemia conditions, a considerable amount of Zn
(up to 300 uM) is co-related with glutamate into synaptic clefts by membrane depolarization. These
conditions are suspected of harming neurons in the hypothalamus, as shown, e.g., with immortal
GT1-7 cells in a dose- and time-dependent manner [64-67]. Additional mechanistic studies are now
needed to better clarify the possible detrimental effects of Zn at the injury site of TSCL

Furthermore, Zn plays a crucial role in the regulation of Brain-Derived Neurotrophic Factor
(BDNEF), which is considered to be one of the most important factors after TSCI concerning
neuroregeneration [57,58,68]. In 2011, Wang et al. investigated the expression of Zn transporter
1 (ZnT-1) and BDNF along with Zn concentrations in spinal cord-injured rats. They found significantly
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decreased serum Zn levels in the SCI model but slightly increased Zn concentrations within the spinal
cord. Further, the mRNA levels of ZnT-1 and BDNF were significantly increased in the SCI model
group, indicating a physiological co-regulation [57].

In line with our results, McLain et al. found decreased serum Zn concentrations at admission
in head trauma patients, which was combined with elevated urinary Zn losses [21]. In the current
study, the Zn serum levels in group S dropped initially and reached their minimum beneath the
reference level 9 h after trauma. Decreasing Zn levels after TSCI might be merely explained by Zn
relocation from peripheral blood to the central nervous system to provide sufficient levels directly at
the lesion site. Urinary Zn losses and consuming inflammatory processes might contribute further to
decreasing Zn levels after trauma. Furthermore, the proliferation of many pathogens is Zn-dependent,
likely constituting the underlying driving force for the negative acute phase regulation of plasma Zn
concentration in infection [69].

In the current study, we demonstrate a particularly strong decrease in serum Zn concentration in
the early phase after TSCI, which provides prognostic information on the probability of a neurological
impairment via logistic regression modeling. Our data indicate that the changes are dynamic, and
the timing of serum sampling and analysis is of key importance. The final model, including the Zn
concentration difference from admission to 9 h after injury, yielded an AUC of 82.2% (CI: 64.0% to
100.0%) in relation to the occurrence of a neurological deficiency. Therefore, the probability of assigning
a higher model-based score to patients with neurological impairment than to recovering patients is
82.2%, which may help in choosing the most promising therapeutic measures. Thus, we can assess a
reasonable belief from the statistical perspective that these findings potentially better fit the criteria for
a biomarker in clinical practice compared to former approaches [70]. In addition, our data support
the concept of early adjuvant nutritional support in order to avoid a strong Zn deficiency, which
may constitute an easily avoidable factor impairing successful neuronal regeneration. The present
findings contribute to ongoing progress in the field of neurotrauma through the identification of
suitable biomarkers with a potential to impact clinical practice in the future via differential immune
manipulation based on Zn metabolism in patients with TSCI. Additionally, these attempts might profit
from recent developments in the field of biomedical engineering. Real-time diagnostics strategies, such
as real-time optical imaging, will enhance the possibilities of the live monitoring of metabolic processes
within the inflammatory response to the injury [71], while proteomic profiling reveals promising
approaches regarding the identification of reliable biosignatures for TBI [72] that might be efficiently
transferable to TSCL

4.1. Limitations

Despite its relevant findings, the current study is not free from limitations. Firstly, the sizes of
the entire biobank established over recent years and the resulting patient groups are relatively small,
especially when compared to other types of human injuries. However, within the field of TSCI research,
the infrequency of this debilitating injury and the acute emergency and immediate intensive medical
care are a key challenge to any scientific approach of collecting samples and enrolling patients into an
analytical study. Besides a thorough collection and meticulous establishment of a biobank, the only
other way to obtain a sufficiently high number of samples would be by international collaborations to
overcome this obstacle [73]. However, especially in the field of trace elements, different populations
often differ grossly in their basal states, making cross-country comparisons and analyses particularly
challenging. Nevertheless, our limited approach yielded a promising model for the early detection of
patients with a high risk of a neurological impairment after TSCI, which still needs to be replicated
independently. A second major limitation relates to the biomarker, i.e., the serum Zn concentrations,
which may not necessarily reflect the intracellular and physiologically relevant Zn status but rather
constitute a regulated surrogate marker [74]. Lastly, the data acquired are from an observational
study only and are not suitable for deducing mechanistic insights. However, the data support current
concepts aiming at actively correcting micronutrient deficiencies by several measures to support
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regeneration after traumatic injuries. Respective future studies are needed to investigate the effects and
health potential of active Zn supplementation for neurological health and recovery from severe disease.
Considering the possible synergistic benefit from more than one biomarker in the final prognostic
model, a systematic review and network metanalysis bear the potential to create a prognostic model
with a chance of future clinical application. The interval from injury to the final neurological assessment
after three months was chosen in the present study in view of the vast majority of patients recovering
within the first three months following tetraplegia [75]. However, as there is level 2 evidence reporting
that stability of neurological outcome is reached within a year from the time of injury [76,77], future
studies evaluating the predictors of functional outcome 12 months post injury are required to assess
the characteristics of recovery after 3 months.

4.2. Strengths

This study provides a detailed insight into the Zn concentration dynamics in the acute phase
of patients with TSCL. It highlights the most informative time point and strategy for assessing the
risk of neurological impairment. Importantly, the analysis of Zn concentrations was performed in a
laboratory remote from the clinics, and the staff were blinded to the patients’ characteristics to reduce
the potential for experimental bias. Given the rarity of this disease, it is a particular strength of the
current study that blood was sampled frequently in a standardized manner, and that the samples were
collected and stored safely to cover an exhaustive time span after the time of injury and to monitor the
relevant kinetics.

5. Conclusions

Our results indicate that the analysis of the peripheral trace element Zn is an appropriate concept
for assessing the risk of neurological impairment in unresponsive patients suspected of having a TSCI.
Based on the regression model, including the difference in Zn concentration from admission to 9 h
after injury, the overall chance of assigning a higher model-based score to patients with a neurological
impairment is 82.2%. Monitoring trace element changes may contribute to a better understanding of
the pathophysiology of TSCI and may strengthen the concept of adjuvant treatment options during the
care of patients in the ICU.

Author Contributions: Conceptualization, R.A.H., A.M., and B.B.; methodology, R A.H., L.S., AM., and B.B.;
software, R.A.H.; validation, R.A.H., A.S., LS., AM.,, and B.B.; formal analysis, R.A.H.; investigation, R.A.H.,
AS., ]S, TB, TW, A.B, QS., AM.,, and B.B,; resources, R.A.H., LS., AM.,, and B.B.; data curation, R A.-H,;
writing—original draft preparation, R.A.H.; writing—review and editing, A.S., J.S.,, PH., TW.,, AB., LS., B.B.,
and A.M.; visualization, R.A.H.; supervision, L.S., A.M., and B.B.; project administration, R. A.-H., AM.,, and B.B.;
funding acquisition, R.A.H., L.S., AM., and B.B. All authors have read and agreed to the published version of
the manuscript.

Funding: We acknowledge support from the German Research Foundation (DFG) and the Open Access Publication
Funds of Charité—Universititsmedizin Berlin, AL 344/11-1 und KU 3112/1-1.

Acknowledgments: We would like to thank the team at the Institute of Medical Biometry and Informatics,
University of Heidelberg, Germany, for their excellent statistical consultation, and the skilled technical staff of the
Institute for Experimental Endocrinology, Charité Berlin, and in particular Vartitér Seher, for the trace element
analysis. Analyses in the lab of LS were supported by the Deutsche Forschungsgemeinschaft (DFG Research Unit
2558 TraceAge, Scho 849/6-1). We gratefully acknowledge the funding received towards the doctoral thesis of RH
from the Oskar-Helene-Heim foundation, Berlin, Germany. We would also like to acknowledge the patients and
controls for participating in this study. The presented results are part of the doctoral thesis of R.A.H.

Conflicts of Interest: The authors declare that there is no conflict of interest.

References

1.  Furlan, J.C,; Tung, K.; Fehlings, M.G. Process benchmarking appraisal of surgical decompression of spinal
cord following traumatic cervical spinal cord injury: Opportunities to reduce delays in surgical management.
J. Neurotrauma 2013, 30, 487-491. [CrossRef] [PubMed]


http://dx.doi.org/10.1089/neu.2012.2539
http://www.ncbi.nlm.nih.gov/pubmed/23088489

Antioxidants 2020, 9, 421 16 of 19

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

National Spinal Cord Injury Statistical Center. Facts and Figures at a Glance; University of Alabama at
Birmingham: Birmingham, AL, USA, 2016; pp. 1-2.

Khazaeipour, Z.; Norouzi-Javidan, A.; Kaveh, M.; Khanzadeh Mehrabani, F.; Kazazi, E.; Emami-Razavi, S.H.
Psychosocial outcomes following spinal cord injury in Iran. J. Spinal Cord Med. 2014, 37, 338-345. [CrossRef]
[PubMed]

Krueger, H.; Noonan, V.K,; Trenaman, L.M.; Joshi, P; Rivers, C.S. The economic burden of traumatic spinal
cord injury in Canada. Chronic Dis. Inj. Can. 2013, 33, 113-122. [PubMed]

Baptiste, D.C.; Fehlings, M.G. Pharmacological approaches to repair the injured spinal cord. |. Neurotrauma
2006, 23, 318-334. [CrossRef] [PubMed]

Rowland, J.W.; Hawryluk, G.W.; Kwon, B.; Fehlings, M.G. Current status of acute spinal cord injury
pathophysiology and emerging therapies: Promise on the horizon. Neurosurg. Focus 2008, 25, E2. [CrossRef]
[PubMed]

Kwon, B.K; Tetzlaff, W.; Grauer, ].N.; Beiner, J.; Vaccaro, A.R. Pathophysiology and pharmacologic treatment
of acute spinal cord injury. Spine J. 2004, 4, 451-464. [CrossRef] [PubMed]

Moghaddam, A.; Child, C.; Bruckner, T.; Gerner, H.].; Daniel, V.; Biglari, B. Posttraumatic inflammation as a
key to neuroregeneration after traumatic spinal cord injury. Int. J. Mol. Sci. 2015, 16, 7900-7916. [CrossRef]
Norenberg, M.D.; Smith, J.; Marcillo, A. The pathology of human spinal cord injury: Defining the problems.
J. Neurotrauma 2004, 21, 429-440. [CrossRef]

Yu, W.R.; Fehlings, M.G. Fas/FasL-mediated apoptosis and inflammation are key features of acute human
spinal cord injury: Implications for translational, clinical application. Acta Neuropathol. 2011, 122, 747-761.
[CrossRef]

Wessels, 1.; Maywald, M.; Rink, L. Zinc as a Gatekeeper of Immune Function. Nutrients 2017, 9, 1286.
[CrossRef]

Mocchegiani, E.; Giacconi, R.; Cipriano, C.; Malavolta, M. NK and NKT cells in aging and longevity: Role of
zinc and metallothioneins. J. Clin. Immunol. 2009, 29, 416-425. [CrossRef] [PubMed]

Lynch, A.C.; Palmer, C.; Lynch, A.C.; Anthony, A.; Roake, J.A.; Frye, J.; Frizelle, EA. Nutritional and immune
status following spinal cord injury: A case controlled study. Spinal Cord 2002, 40, 627-630. [CrossRef]
[PubMed]

Kigerl, K.A.; Lai, W.; Rivest, S.; Hart, R.P,; Satoskar, A.R.; Popovich, P.G. Toll-like receptor (TLR)-2 and TLR-4
regulate inflammation, gliosis, and myelin sparing after spinal cord injury. J. Neurochem. 2007, 102, 37-50.
[CrossRef] [PubMed]

Chen, J.; Wang, Z.; Zheng, Z.; Chen, Y.; Khor, S.; Shi, K.; He, Z.; Wang, Q.; Zhao, Y.; Zhang, H.; et al.
Neuron and microglia/macrophage-derived FGF10 activate neuronal FGFR2/PI3K/Akt signaling and inhibit
microglia/macrophages TLR4/NF-kappaB-dependent neuroinflammation to improve functional recovery
after spinal cord injury. Cell Death Dis. 2017, 8, e3090. [CrossRef]

Haase, H.; Schomburg, L. You'd Better Zinc-Trace Element Homeostasis in Infection and Inflammation.
Nutrients 2019, 11, 2078. [CrossRef]

Gower-Winter, S.D.; Levenson, C.W. Zinc in the central nervous system: From molecules to behavior.
BioFactors (Oxf. Engl.) 2012, 38, 186-193. [CrossRef]

Liu, M.].; Bao, S.; Galvez-Peralta, M.; Pyle, C.J.; Rudawsky, A.C.; Pavlovicz, R.E. ZIP8 regulates host defense
through zinc-mediated inhibition of NF-«B. Cell Rep. 2013, 3, 386-400. [CrossRef]

Besecker, B.Y.; Exline, M.C.; Hollyfield, J.; Phillips, G.; Disilvestro, R.A.; Wewers, M.D.; Knoell, D.L.
A comparison of zinc metabolism, inflammation, and disease severity in critically ill infected and noninfected
adults early after intensive care unit admission. Am. J. Clin. Nutr. 2011, 93, 1356-1364. [CrossRef]

Prakash, A.; Bharti, K.; Majeed, A.B. Zinc: Indications in brain disorders. Fundam. Clin. Pharmacol. 2015, 29,
131-149. [CrossRef]

McClain, C.J.; Twyman, D.L.; Ott, L.G.; Rapp, R.P,; Tibbs, P.A.; Norton, J.A.; Kasarskis, E.J.; Dempsey, R.J.;
Young, B. Serum and urine zinc response in head-injured patients. J. Neurosurg. 1986, 64, 224-230. [CrossRef]
Farkas, G.J.; Pitot, M.A_; Berg, A.S.; Gater, D.R. Nutritional status in chronic spinal cord injury: A systematic
review and meta-analysis. Spinal Cord 2019, 57, 3-17. [CrossRef] [PubMed]

Kijjima, K.; Kubota, K.; Hara, M.; Kobayakawa, K.; Yokota, K.; Saito, T.; Yoshizaki, S.; Maeda, T.; Konno, D.;
Matsumoto, Y.; et al. The acute phase serum zinc concentration is a reliable biomarker for predicting the
functional outcome after spinal cord injury. EBioMedicine 2019, 41, 659-669. [CrossRef] [PubMed]


http://dx.doi.org/10.1179/2045772313Y.0000000174
http://www.ncbi.nlm.nih.gov/pubmed/24621045
http://www.ncbi.nlm.nih.gov/pubmed/23735450
http://dx.doi.org/10.1089/neu.2006.23.318
http://www.ncbi.nlm.nih.gov/pubmed/16629619
http://dx.doi.org/10.3171/FOC.2008.25.11.E2
http://www.ncbi.nlm.nih.gov/pubmed/18980476
http://dx.doi.org/10.1016/j.spinee.2003.07.007
http://www.ncbi.nlm.nih.gov/pubmed/15246307
http://dx.doi.org/10.3390/ijms16047900
http://dx.doi.org/10.1089/089771504323004575
http://dx.doi.org/10.1007/s00401-011-0882-3
http://dx.doi.org/10.3390/nu9121286
http://dx.doi.org/10.1007/s10875-009-9298-4
http://www.ncbi.nlm.nih.gov/pubmed/19408107
http://dx.doi.org/10.1038/sj.sc.3101382
http://www.ncbi.nlm.nih.gov/pubmed/12483495
http://dx.doi.org/10.1111/j.1471-4159.2007.04524.x
http://www.ncbi.nlm.nih.gov/pubmed/17403033
http://dx.doi.org/10.1038/cddis.2017.490
http://dx.doi.org/10.3390/nu11092078
http://dx.doi.org/10.1002/biof.1012
http://dx.doi.org/10.1016/j.celrep.2013.01.009
http://dx.doi.org/10.3945/ajcn.110.008417
http://dx.doi.org/10.1111/fcp.12110
http://dx.doi.org/10.3171/jns.1986.64.2.0224
http://dx.doi.org/10.1038/s41393-018-0218-4
http://www.ncbi.nlm.nih.gov/pubmed/30420688
http://dx.doi.org/10.1016/j.ebiom.2019.03.003
http://www.ncbi.nlm.nih.gov/pubmed/30902739

Antioxidants 2020, 9, 421 17 of 19

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

Collins, G.S.; Reitsma, J.B.; Altman, D.G.; Moons, K.G. Transparent reporting of a multivariable prediction
model for individual prognosis or diagnosis (TRIPOD): The TRIPOD statement. BM]J 2015, 350, g7594.
[CrossRef] [PubMed]

Heller, R.A; Seelig, J.; Bock, T.; Haubruck, P.; Griitzner, P.A.; Schomburg, L.; Moghaddam, A.; Biglari, B.
Relation of selenium status to neuro-regeneration after traumatic spinal cord injury. J. Trace Elem. Med. Biol.
2019, 51, 141-149. [CrossRef]

Biglari, B.; Heller, R.A.; Horner, M.; Sperl, A.; Bock, T.; Reible, B.; Haubruck, P; Griitzner, P.A.; Moghaddam, A.
Novel approach to an early assessment of a patient’s potential for neurological remission after acute spinal
cord injury: Analysis of hemoglobin concentration dynamics. J. Spinal Cord Med. 2019, 1-12. [CrossRef]
Heller, R.A.; Raven, T.F; Swing, T.; Kunzmann, K.; Daniel, V.; Haubruck, P.; Akbar, M.; Griitzner, P.A;
Schmidmaier, G.; Biglari, B.; et al. CCL-2 as a possible early marker for remission after traumatic spinal cord
injury. Spinal Cord 2017, 55, 1002-1009. [CrossRef]

Ferbert, T.; Child, C.; Graeser, V.; Swing, T.; Akbar, M.; Heller, R.; Biglari, B.; Moghaddam, A. Tracking
Spinal Cord Injury: Differences in Cytokine Expression of IGF-1, TGE- B1, and sCD95] Can Be Measured in
Blood Samples and Correspond to Neurological Remission in a 12-Week Follow-Up. J. Neurotrauma 2017, 34,
607-614. [CrossRef]

Moghaddam, A.; Sperl, A.; Heller, R.; Kunzmann, K.; Graeser, V.; Akbar, M.; Gerner, H.].; Biglari, B. Elevated
Serum Insulin-Like Growth Factor 1 Levels in Patients with Neurological Remission after Traumatic Spinal
Cord Injury. PLoS ONE 2016, 11, e0159764. [CrossRef]

Moghaddam, A.; Sperl, A.; Heller, R.; Gerner, H.J.; Biglari, B. sCD95L in serum after spinal cord injury. Spinal
Cord 2016, 54, 957-960. [CrossRef]

Moghaddam, A.; Heller, R.; Daniel, V.; Swing, T.; Akbar, M.; Gerner, H.J.; Biglari, B. Exploratory study to
suggest the possibility of MMP-8 and MMP-9 serum levels as early markers for remission after traumatic
spinal cord injury. Spinal Cord 2017, 55, 8-15. [CrossRef]

Heller, R.; Daniel, V.; Swing, T.; Akbar, M.; Gerner, H.].; Biglari, B.; Moghaddam-Alvandi, A. P29 MMP-8 and
MMP-9 serum levels as possible early markers for remission after traumatic spinal cord injury. Injury 2016,
47,535. [CrossRef]

Seelig, J.; Heller, R.A.; Hackler, J.; Haubruck, P.; Moghaddam, A.; Biglari, B.; Schomburg, L. Selenium and
copper status—Potential signposts for neurological remission after traumatic spinal cord injury. . Trace Elem.
Med. Biol. 2020, 57, 126415. [CrossRef] [PubMed]

Hughes, D.J.; Duarte-Salles, T.; Hybsier, S.; Trichopoulou, A.; Stepien, M.; Aleksandrova, K.; Overvad, K.;
Tjonneland, A.; Olsen, A.; Affret, A.; et al. Prediagnostic selenium status and hepatobiliary cancer risk in the
European Prospective Investigation into Cancer and Nutrition cohort. Am. J. Clin. Nutr. 2016, 104, 406—414.
[CrossRef] [PubMed]

Magerl, E; Aebi, M.; Gertzbein, S.D.; Harms, J.; Nazarian, S. A comprehensive classification of thoracic and
lumbar injuries. Eur. Spine J. Off. Publ. Eur. Spine Soc. Eur. Spinal Deform. Soc. Eur. Sect. Cerv. Spine Res. Soc.
1994, 3, 184-201. [CrossRef] [PubMed]

Kirshblum, S.C. International standards for neurological classification of spinal cord injury. J. Spinal Cord
Med. 2011, 34, 535-546. [CrossRef]

Kang, H. The prevention and handling of the missing data. Korean J. Anesthesiol. 2013, 64, 402-406. [CrossRef]
Biglari, B.; Biichler, A.; Swing, T.; Biehl, E.; Roth, H.J.; Bruckner, T.; Schmidmaier, G.; Ferbert, T.; Gerner, H.J.;
Moghaddam, A. Increase in soluble CD95L during subacute phases after human spinal cord injury: A potential
therapeutic target. Spinal Cord 2013, 51, 183-187. [CrossRef]

Biglari, B.; Biichler, A.; Swing, T.; Child, C.; Biehl, E.; Reitzel, T.; Bruckner, T.; Ferbert, T.; Korff, S.; Rief, H.;
et al. Serum sCD95L concentration in patients with spinal cord injury. J. Int. Med. Res. 2015, 43, 250-256.
[CrossRef]

Biglari, B.; Swing, T.; Child, C.; Biichler, A.; Westhauser, F; Bruckner, T.; Ferbert, T.; Jiirgen Gerner, H.;
Moghaddam, A. A pilot study on temporal changes in IL-1f3 and TNF-a serum levels after spinal cord injury:
The serum level of TNF-o in acute SCI patients as a possible marker for neurological remission. Spinal Cord
2015, 53, 510-514. [CrossRef]

Sperl, A ; Heller, R.A; Biglari, B.; Haubruck, P; Seelig, ].; Schomburg, L.; Bock, T.; Moghaddam, A. The Role
of Magnesium in the Secondary Phase After Traumatic Spinal Cord Injury. A Prospective Clinical Observer
Study. Antioxidants 2019, 8, 509. [CrossRef]


http://dx.doi.org/10.1136/bmj.g7594
http://www.ncbi.nlm.nih.gov/pubmed/25569120
http://dx.doi.org/10.1016/j.jtemb.2018.10.006
http://dx.doi.org/10.1080/10790268.2019.1632060
http://dx.doi.org/10.1038/sc.2017.69
http://dx.doi.org/10.1089/neu.2015.4294
http://dx.doi.org/10.1371/journal.pone.0159764
http://dx.doi.org/10.1038/sc.2016.44
http://dx.doi.org/10.1038/sc.2016.104
http://dx.doi.org/10.1016/S0020-1383(16)30580-0
http://dx.doi.org/10.1016/j.jtemb.2019.126415
http://www.ncbi.nlm.nih.gov/pubmed/31685353
http://dx.doi.org/10.3945/ajcn.116.131672
http://www.ncbi.nlm.nih.gov/pubmed/27357089
http://dx.doi.org/10.1007/BF02221591
http://www.ncbi.nlm.nih.gov/pubmed/7866834
http://dx.doi.org/10.1179/204577211X13207446293695
http://dx.doi.org/10.4097/kjae.2013.64.5.402
http://dx.doi.org/10.1038/sc.2012.139
http://dx.doi.org/10.1177/0300060514559794
http://dx.doi.org/10.1038/sc.2015.28
http://dx.doi.org/10.3390/antiox8110509

Antioxidants 2020, 9, 421 18 of 19

42.

43.

44.
45.

46.

47.
48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

Jones, S.R; Carley, S.; Harrison, M. An introduction to power and sample size estimation. Emerg. Med. ].
2003, 20, 453-458. [CrossRef]

R Development Core Team. R: A Language and Environment for Statistical Computing; R Foundation for
Statistical Computing: Vienna, Austria, 2015.

Wickham, H. ggplot2: Elegant Graphics for Data Analysis; Springer: New York, NY, USA, 2009.

Cragg, ].G.; Uhler, R.S. The Demand for Automobiles. The Canadian Journal of Economics/Revue canadienne
d’Economigque 1970, 3, 386—406. [CrossRef]

Cohen, ]. A power primer. Psychol. Bull. 1992, 112, 155-159. [CrossRef] [PubMed]

Murray, PJ. Macrophage Polarization. Annu. Rev. Physiol. 2017, 79, 541-566. [CrossRef] [PubMed]

Porta, C.; Rimoldi, M.; Raes, G.; Brys, L.; Ghezzi, P; Di Liberto, D.; Dieli, E; Ghisletti, S.; Natoli, G.;
De Baetselier, P.; et al. Tolerance and M2 (alternative) macrophage polarization are related processes
orchestrated by p50 nuclear factor kappaB. Proc. Natl. Acad. Sci. USA 2009, 106, 14978-14983. [CrossRef]
[PubMed]

Kigerl, K.A. Identification of two distinct macrophage subsets with divergent effects causing either
neurotoxicity or regeneration in the injured mouse spinal cord. J. Neurosci. 2009, 29, 13435-13444. [CrossRef]
Rolls, A.; Shechter, R.; Schwartz, M. The bright side of the glial scar in CNS repair. Nat. Rev. Neurosci. 2009,
10, 235-241. [CrossRef]

Shechter, R.; London, A.; Varol, C.; Raposo, C.; Cusimano, M.; Yovel, G.; Rolls, A.; Mack, M.; Pluchino, S.;
Martino, G.; et al. Infiltrating blood-derived macrophages are vital cells playing an anti-inflammatory role in
recovery from spinal cord injury in mice. PLoS Med. 2009, 6, €1000113. [CrossRef]

Shechter, R.; Raposo, C.; London, A.; Sagi, I.; Schwartz, M. The glial scar-monocyte interplay: A pivotal
resolution phase in spinal cord repair. PLoS ONE 2011, 6, €27969. [CrossRef]

Shechter, R.; Miller, O.; Yovel, G.; Rosenzweig, N.; London, A.; Ruckh, J.; Kim, K.W.; Klein, E.; Kalchenko, V.;
Bendel, P; et al. Recruitment of beneficial M2 macrophages to injured spinal cord is orchestrated by remote
brain choroid plexus. Immunity 2013, 38, 555-569. [CrossRef]

Li, X,; Chen, S.; Mao, L.; Li, D.; Xu, C.; Tian, H.; Mei, X. Zinc Improves Functional Recovery by Regulating
the Secretion of Granulocyte Colony Stimulating Factor From Microglia/Macrophages After Spinal Cord
Injury. Front. Mol. Neurosci. 2019, 12, 18. [CrossRef]

Wu, J.; Lipinski, M.M. Autophagy in Neurotrauma: Good, Bad, or Dysregulated. Cells 2019, 8, 693. [CrossRef]
Hershfinkel, M. Zn?*, a dynamic signaling molecule. In Molecular Biology of Metal Homeostasis and Detoxification;
Springer: New York, NY, USA, 2005; pp. 131-153.

Wang, Y.; Mei, X.; Zhang, L.; Lv, G. The correlation among the dynamic change of Zn2+, ZnT-1, and
brain-derived neurotrophic factor after acute spinal cord injury in rats. Biol. Trace Elem. Res. 2011, 143,
351-358. [CrossRef]

Wang, Y.; Su, R,; Lv, G.; Cao, Y.; Fan, Z.; Wang, Y.; Zhang, L.; Yu, D.; Mei, X. Supplement zinc as an effective
treatment for spinal cord ischemia/reperfusion injury in rats. Brain Res. 2014, 1545, 45-53. [CrossRef]
[PubMed]

Regan, R.F,; Choi, D.W. Glutamate neurotoxicity in spinal cord cell culture. Neuroscience 1991, 43, 585-591.
[CrossRef]

Li, S.; Stys, PK. Mechanisms of ionotropic glutamate receptor-mediated excitotoxicity in isolated spinal cord
white matter. J. Neurosci. 2000, 20, 1190-1198. [CrossRef] [PubMed]

Johnstone, J.T.; Morton, P.D.; Jayakumar, A.R.; Bracchi-Ricard, V.; Runko, E.; Liebl, D.].; Norenberg, M.D.;
Bethea, J.R. Reduced extracellular zinc levels facilitate glutamate-mediated oligodendrocyte death after
trauma. J. Neurosci. Res. 2013, 91, 828-837. [CrossRef] [PubMed]

Zhang, D.-Q.; Ribelayga, C.; Mangel, S.C.; McMahon, D.G. Suppression by zinc of AMPA receptor-mediated
synaptic transmission in the retina. J. Neurophysiol. 2002, 88, 1245-1251. [CrossRef]

Doering, P.; Stoltenberg, M.; Penkowa, M.; Rungby, J.; Larsen, A.; Danscher, G. Chemical blocking of zinc
ions in CNS increases neuronal damage following traumatic brain injury (TBI) in mice. PLoS ONE 2010, 5,
e10131. [CrossRef]

Mizuno, D.; Kawahara, M. The molecular mechanisms of zinc neurotoxicity and the pathogenesis of vascular
type senile dementia. Int. J. Mol. Sci. 2013, 14, 22067-22081. [CrossRef]

Kawahara, M.; Kato-Negishi, M.; Kuroda, Y. Pyruvate blocks zinc-induced neurotoxicity in immortalized
hypothalamic neurons. Cell Mol. Neurobiol. 2002, 22, 87-93. [CrossRef] [PubMed]


http://dx.doi.org/10.1136/emj.20.5.453
http://dx.doi.org/10.2307/133656
http://dx.doi.org/10.1037/0033-2909.112.1.155
http://www.ncbi.nlm.nih.gov/pubmed/19565683
http://dx.doi.org/10.1146/annurev-physiol-022516-034339
http://www.ncbi.nlm.nih.gov/pubmed/27813830
http://dx.doi.org/10.1073/pnas.0809784106
http://www.ncbi.nlm.nih.gov/pubmed/19706447
http://dx.doi.org/10.1523/JNEUROSCI.3257-09.2009
http://dx.doi.org/10.1038/nrn2591
http://dx.doi.org/10.1371/journal.pmed.1000113
http://dx.doi.org/10.1371/journal.pone.0027969
http://dx.doi.org/10.1016/j.immuni.2013.02.012
http://dx.doi.org/10.3389/fnmol.2019.00018
http://dx.doi.org/10.3390/cells8070693
http://dx.doi.org/10.1007/s12011-010-8845-4
http://dx.doi.org/10.1016/j.brainres.2013.12.015
http://www.ncbi.nlm.nih.gov/pubmed/24361987
http://dx.doi.org/10.1016/0306-4522(91)90317-H
http://dx.doi.org/10.1523/JNEUROSCI.20-03-01190.2000
http://www.ncbi.nlm.nih.gov/pubmed/10648723
http://dx.doi.org/10.1002/jnr.23208
http://www.ncbi.nlm.nih.gov/pubmed/23553703
http://dx.doi.org/10.1152/jn.2002.88.3.1245
http://dx.doi.org/10.1371/journal.pone.0010131
http://dx.doi.org/10.3390/ijms141122067
http://dx.doi.org/10.1023/A:1015345813075
http://www.ncbi.nlm.nih.gov/pubmed/12064519

Antioxidants 2020, 9, 421 19 of 19

66.

67.

68.

69.
70.

71.

72.

73.

74.

75.

76.

77.

Kawahara, M. Zinc Neurotoxicity and the Pathogenesis of Vascular-Type Dementia: Involvement of Calcium
Dyshomeostasis and Carnosine. J. Clin. Toxicol. 2011, s3. [CrossRef]

Mellon, P.L.; Windle, J.J.; Goldsmith, P.C.; Padula, C.A.; Roberts, J.L.; Weiner, R.I. Immortalization of
hypothalamic GnRH neurons by genetically targeted tumorigenesis. Neuron 1990, 5, 1-10. [CrossRef]
Wang, Y.; Me, X.; Zhang, L.; Lv, G. Supplement moderate zinc as an effective treatment for spinal cord injury.
Med. Hypotheses 2011, 77, 589-590. [CrossRef]

Rink, L.; Gabriel, P. Zinc and the immune system. Proc. Nutr. Soc. 2000, 59, 541-552. [CrossRef] [PubMed]
Yousefifard, M.; Sarveazad, A.; Babahajian, A.; Baikpour, M.; Shokraneh, F.; Vaccaro, A.R.; Harrop, J.S.;
Fehlings, M.G.; Hosseini, M.; Rahimi-Movaghar, V. Potential diagnostic and prognostic value of serum and
cerebrospinal fluid biomarkers in traumatic spinal cord injury: A systematic review. . Neurochem. 2019, 149,
317-330. [CrossRef] [PubMed]

Ganau, L.; Prisco, L.; Ligarotti, G.K.I.; Ambu, R.; Ganau, M. Understanding the Pathological Basis of
Neurological Diseases Through Diagnostic Platforms Based on Innovations in Biomedical Engineering: New
Concepts and Theranostics Perspectives. Medicines 2018, 5, 22. [CrossRef] [PubMed]

Ganau, M,; Syrmos, N.; Paris, M.; Ganau, L.; Ligarotti, G.K.I,; Moghaddamjou, A.; Chibbaro, S.; Soddu, A.;
Ambu, R; Prisco, L. Current and Future Applications of Biomedical Engineering for Proteomic Profiling:
Predictive Biomarkers in Neuro-Traumatology. Medicines 2018, 5, 19. [CrossRef]

Noonan, V.K.; Chan, E.; Bassett-Spiers, K.; Berlowitz, D.].; Biering-Sorensen, EF; Charlifue, S.; Graco, M.;
Hayes, K.C.; Horsewell, ].; Joshi, P; et al. Facilitators and Barriers to International Collaboration in Spinal
Cord Injury: Results from a Survey of Clinicians and Researchers. J. Neurotrauma 2018, 35, 478-485. [CrossRef]
Maret, W.; Sandstead, H.H. Zinc requirements and the risks and benefits of zinc supplementation. J. Trace
Elem. Med. Biol. 2006, 20, 3-18. [CrossRef]

Fawcett, ].W.; Curt, A.; Steeves, ].D.; Coleman, W.P; Tuszynski, M.H.; Lammertse, D.; Bartlett, PF; Blight, AR,;
Dietz, V.; Ditunno, J.; et al. Guidelines for the conduct of clinical trials for spinal cord injury as developed by
the ICCP panel: Spontaneous recovery after spinal cord injury and statistical power needed for therapeutic
clinical trials. Spinal Cord 2007, 45, 190-205. [CrossRef] [PubMed]

Al-Habib, A.F; Attabib, N.; Ball, J.; Bajammal, S.; Casha, S.; Hurlbert, R.J. Clinical predictors of recovery after
blunt spinal cord trauma: Systematic review. J. Neurotrauma 2011, 28, 1431-1443. [CrossRef] [PubMed]
Denis, A.R.; Feldman, D.; Thompson, C.; Mac-Thiong, ].M. Prediction of functional recovery six months
following traumatic spinal cord injury during acute care hospitalization. J. Spinal Cord Med. 2018, 41, 309-317.
[CrossRef] [PubMed]

@ © 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
@ article distributed under the terms and conditions of the Creative Commons Attribution

(CC BY) license (http://creativecommons.org/licenses/by/4.0/).


http://dx.doi.org/10.4172/2161-0495.S3-002
http://dx.doi.org/10.1016/0896-6273(90)90028-E
http://dx.doi.org/10.1016/j.mehy.2011.06.037
http://dx.doi.org/10.1017/S0029665100000781
http://www.ncbi.nlm.nih.gov/pubmed/11115789
http://dx.doi.org/10.1111/jnc.14637
http://www.ncbi.nlm.nih.gov/pubmed/30488446
http://dx.doi.org/10.3390/medicines5010022
http://www.ncbi.nlm.nih.gov/pubmed/29495320
http://dx.doi.org/10.3390/medicines5010019
http://dx.doi.org/10.1089/neu.2017.5036
http://dx.doi.org/10.1016/j.jtemb.2006.01.006
http://dx.doi.org/10.1038/sj.sc.3102007
http://www.ncbi.nlm.nih.gov/pubmed/17179973
http://dx.doi.org/10.1089/neu.2009.1157
http://www.ncbi.nlm.nih.gov/pubmed/19831845
http://dx.doi.org/10.1080/10790268.2017.1279818
http://www.ncbi.nlm.nih.gov/pubmed/28198660
http://creativecommons.org/
http://creativecommons.org/licenses/by/4.0/.

	Introduction 
	Materials and Methods 
	Source of Data 
	Participants 
	Outcome 
	Predictors 
	Sample Size 
	Missing Data 
	Related Work 
	Statistical Analysis 

	Results 
	Demographics 
	Analysis of the Entire Patient Collective 
	Comparison of Serum Zn Concentrations in Relation to Neurological Remission 
	Zn in Neurological Patients in Relation to Controls with Vertebral Fractures 
	Comparison within the Group of Recovering Patients in Relation to Impairment 
	Comparison of Zn Concentration Dynamics from Admission to 9 h after Injury 

	Discussion 
	Limitations 
	Strengths 

	Conclusions 
	References

