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Abstract: Amyotrophic lateral sclerosis (ALS) is a heterogeneous, progressive, and universally fatal
neurodegenerative disease. A subset of ALS patients has measurable plasma levels of lipopolysac-
charide (LPS) and C-reactive protein (CRP) consistent with low-grade microbial translocation (MT).
Unless interrupted, MT sets up a self-perpetuating loop of inflammation associated with systemic
macrophage activation. To test whether MT contributed to ALS progression, blood specimens from a
phase 2 study of NP001 in ALS patients were evaluated for changes in activity in treated patients
as compared to controls over the 6-month study. In this post hoc analysis, plasma specimens from
baseline and six-month timepoints were analyzed. Compared with baseline values, biomarkers re-
lated to MT were significantly decreased (LPS, LPS binding protein (LBP), IL-18, Hepatocyte growth
factor (HGF), soluble CD163 (sCD163)) in NP001-treated patients as compared to controls, whereas
wound healing and immunoregulatory factors were increased (IL-10, Epidermal growth factor (EGF),
neopterin) by the end of study. These biomarker results linked to the positive clinical trial outcome
confirm that regulation of macrophage activation may be an effective approach for the treatment of
ALS and, potentially, other neuroinflammatory diseases related to MT.
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1. Introduction

Amyotrophic lateral sclerosis (ALS) is a universally fatal disease with motor neuron
degeneration leading to paralysis and death within 2–5 years of disease onset. Approx-
imately 10–15% of ALS patients have a familial form of the disease associated with ge-
netic abnormalities, whereas the majority of individuals have a “sporadic” form of the
disease [1–3]. To date, there are no approved drugs that significantly improve and extend
the quality of life.

ALS is such a heterogeneous disease that the FDA published guidelines in 2019 [4]
encouraging drug developers to identify subsets of patients most responsive to their thera-
peutic approach. Among the many targets identified that have recently been tested clinically
are those directed against ALS-associated genetic mutations [5], reactive oxygen species [6],
misfolded proteins [7], dysfunctional mitochondria [8], growth factor deficiencies [9] and
neuroinflammation [10].

Recent machine learning approaches using a genetic model of ALS (G93A SOD-1
mutant) have identified what might be the very earliest abnormalities in ALS pathogene-
sis [11–13]. Rather than the disease being initiated within the affected motor neuron body,
the initial site of disease onset has been mapped to the distal axonic processes within the
neuromuscular junction. The G93A ALS model has a mutant form of SOD-1; the earliest site

Biomedicines 2022, 10, 2907. https://doi.org/10.3390/biomedicines10112907 https://www.mdpi.com/journal/biomedicines

https://doi.org/10.3390/biomedicines10112907
https://doi.org/10.3390/biomedicines10112907
https://creativecommons.org/
https://creativecommons.org/licenses/by/4.0/
https://creativecommons.org/licenses/by/4.0/
https://www.mdpi.com/journal/biomedicines
https://www.mdpi.com
https://orcid.org/0000-0002-7232-2602
https://doi.org/10.3390/biomedicines10112907
https://www.mdpi.com/journal/biomedicines
https://www.mdpi.com/article/10.3390/biomedicines10112907?type=check_update&version=2


Biomedicines 2022, 10, 2907 2 of 14

of abnormal immune-mediated disease activity associated with this molecule is within the
axonic processes and damage associated with the molecule is mediated by blood-derived
macrophages [12,13]. In one study, a mutation of the macrophage “respiratory burst” gene,
NADPH oxidase, led to a slowing of the disease [11]. Collectively, these data implicate
peripheral blood-derived macrophages as the initiators of ALS through an attack on nerve
axonal elements outside the central nervous system (CNS). Therefore, a therapeutic ap-
proach that could modify blood-derived macrophage function in ALS patients might affect
disease activity.

There has been one drug under development for the past ten years that has as its
principal mechanism of action the regulation of macrophage activation though modulation
of the respiratory burst function. NP001 is a proprietary formulation of sodium chlorite
for intravenous use and is a regulator of innate immune function [14–16]. In a phase
1 dose-ascending study in ALS patients, NP001 administration was associated with a
dose-dependent downregulation of the monocyte activation markers CD16 and HLA-
DR [17]. Normally, phagocytes undergo an oxidative burst, producing hypochlorous acid
(HOCl) when activated by infectious agents or tissue damage. This toxic byproduct is
rapidly converted into taurine chloramine (TauCl), which delivers an anti-inflammatory
signal to macrophages, turning off NFkB and upregulating phagocytic/wound healing
functions [18,19]. NP001 chlorite, as a prodrug, is converted to TauCl when in contact with
heme-associated iron, causing macrophages to become anti-inflammatory, phagocytic and
wound healing [15,16].

A summary of NP001’s activity in two underpowered, placebo-controlled, six-month
phase 2 ALS trials [10] was reported in early 2022. A post hoc analysis of the combined
phase 2A [20] and phase 2B trials defined a large subset of patients who responded clinically
to NP001. This subset was between 40–65 years old and had baseline plasma C-reactive
protein (CRP) levels >1.13 mg/L [10]. The goal of the current pilot study was to test plasma
biomarker levels in NP001-treated as compared to control patients from the phase 2A study
to determine whether the clinical response to NP001 would be related to some form of
macrophage-targeted immune regulation. The phase 2A study was conducted on ALS
patients within 3 years of symptom onset. This study had no restrictions on plasma CRP
levels, but was evaluated, in part, by assessing clinical outcomes in patients with CRP
levels above and below the median value for the entire study (converted to high sensitivity
CRP = 1.13 mg/L). The phase 2B study recruited participants exclusively with plasma CRP
levels >1.13 mg/L. The subsequent post hoc study [10] combined results from both phase
2A and 2B in a cohort treated with 2 mg/kg NP001 with a plasma CRP value of 1.13 mg/L
as a lower-level cutoff for efficacy analysis. The phase 2A study with no CRP cutoff was the
only trial to investigate the role of CRP selection and plasma biomarker association on the
clinical outcome. All NP001 phase 2A participants that completed the trial and had blood
specimens available at baseline and six months were included in the present study.

2. Materials and Methods
2.1. Description of ALS Phase 2A Trial and Participants

The phase 2A trial (ClinicalTrials.gov: NCT01281631, accessed on 24 January 2011)
was conducted by Neuraltus Pharmaceuticals, Inc. (Palo Alto, CA, USA) from January 2011
to November 2012 at 17 sites in the United States. Details of this six-month, double-blind,
placebo-controlled trial and analysis were published in 2015 [20]. Briefly, participants
received a total of 20 infusions administered intravenously over 6 cycles during a 25-week,
double-blind treatment period. There were 4 weeks between the start of each cycle. Cycle 1
consisted of 30 min infusions over 5 consecutive days. Cycles 2, 3, 4, 5 and 6 each consisted
of 3 consecutive daily infusions. Plasma specimens for biomarker analysis were obtained at
the beginning and end of the study. The age restriction defined earlier [10] was employed
for the placebo and 2 mg/kg NP001 arms of the study. In total, 27 placebo (17 above
CRP 1.13 mg/L, 10 below) and 28 NP001 2 mg/kg-treated (15 above CRP 1.13 mg/L,
13 below) patients qualified for the biomarker analysis. For purposes of this paper, we use
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the term CRP as a shortened version of high-sensitivity C-reactive protein (hs-CRP). The
units expressed throughout the paper are hs-CRP units, abbreviated as CRP.

2.2. Analysis of Clinical Outcome Data

The primary endpoint, a change from baseline in the treated vs. placebo arms of the
trial in the Revised Amyotrophic Lateral Sclerosis Functional Rating Scale (ALSFRS-R)
score, of the phase 2A study was not achieved. However, when CRP plasma measurements
of all participants were evaluated, the median value of the CRP level of the entire study
(1.13 mg/L CRP) was used as a cutoff point for evaluating the role of inflammation in
the results. The results suggested that participants with a higher level of baseline plasma
CRP showed a trend towards a slowing ALSFRS-R loss over the six-month trial in patients
receiving 2 mg/kg NP001 as compared to placebo. ALS patients with a plasma CRP less
than 1.13 mg/L at baseline were also evaluated monthly for ALSFRS-R score loss. In
measuring the loss of the ALSFRS-R score over time, a subset of patients was identified
that stopped progressing over the six-month study, with the frequency in the 2 mg/kg
NP001 group being higher than in the placebos by more than two-fold [20]. As presented
in the combined phase 2A and 2B post hoc study, these “non-progressors” were all within
a 40–65-year-old age range [10]. These results were the basis for narrowing the patient
population studied in the current biomarker analysis.

2.3. Source of Patient Specimens

The phase 2A clinical trial plasma specimens obtained at baseline and at the end of
the study were available from Neuvivo Inc. (Palo Alto, CA, USA), the biopharmaceutical
company that obtained the materials from Neuraltus Pharmaceuticals, Inc. (Palo Alto, CA,
USA) in 2019. The plasma specimens had been stored at −80 ◦C since the trial ended in
2012 and were evaluated for biomarker levels by the commercial company AssayGate, Inc.
(Ijamsville, MD, USA). All patients with CRP > 1.13 mg/L within the 2 mg/kg NP001-
treated and placebo arms who completed the 6-month study and had plasma available
from baseline and the end of the study were included in the current biomarker study
(14 participants from the 2 mg/kg NP001-treated group and 15 participants from the
placebo group).

2.4. Plasma Factors Evaluated

The original report from phase 2A showed that plasma levels of IL-18 and lipopolysac-
charide (LPS) were elevated at baseline in 2 mg/kg NP001-treated patients who showed
no loss in the ALSFRS-R score over the 6-month trial as compared to treated patients who
progressed during the study [18]. These plasma values in patients treated with 2 mg/kg
NP001 as compared to a placebo were significantly reduced towards normal by six months.
Based on these results, four groups of biomarkers were evaluated in the plasma samples
at baseline and the end of the study from 14 2 mg/kg NP001-treated and 15 placebo pa-
tients: (1) microbial translocation/LPS activation-related biomarkers: LBP (LPS-binding
protein), HGF (hepatocyte growth factor) and LPS; (2) classical proinflammatory factors
produced by activated macrophages: IL-18, IL-6, IL-8 and TNF-a; (3) immunoregulatory
and wound healing factors: IL-10, neopterin and EGF (epidermal growth factor); and
(4) monocyte trafficking factor and soluble CD163 (sCD163). Baseline values for all of the
biomarkers were compiled for NP001-treated patients and were compared to the placebo
group for each. For outcome comparisons between treatment groups, the evaluation of the
NP001 effects on plasma biomarkers was normalized to “percent of biomarker change from
baseline = [100 × (biomarker value at 6 months—biomarker value at baseline)/biomarker
value at baseline]”. Both the baseline values and the % change from baseline were plotted
side by side for each biomarker evaluated.
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2.5. Statistical Analyses

Statistical analysis was performed using JMP Pro 16 (SAS Institute, Cary, NC, USA). In
general, data were summarized using counts and percentages for categorical data and using
standard univariate descriptive statistics (number of participants, mean, standard deviation,
median) for continuous data. Fisher’s exact test was used to compare percentages between
placebo and NP001 with respect to non-progressors. Analysis of covariance models was
used to compare the placebo to each NP001 group for continuous data. For all analyses, a
two-sided p-value < 0.05 was considered statistically significant.

3. Results
3.1. Demographics and Clinical Characteristics of ALS Patient Groups in the Study

The definition of ALS patients whose specimens were used to evaluate the biomarkers
in the current study was established in an earlier post hoc analysis of clinical outcomes [10].
There were no significant demographic or clinical differences between ALS patients who
had baseline CRP values <1.13 mg/L or >1.13 mg/L, except for the baseline plasma CRP
values which were significantly different (p < 0.0001) (Table 1). Tables 2 and 3 show
the demographics of NP001-treated vs. placebo patients in the >1.13 CRP group and
the <1.13 CRP group, respectively. Overall, there were no differences in any demographic
or clinical category between any of the groups except for the baseline CRP values.

Table 1. Baseline demographics and characteristics of participants in groups of age between 40 and
65 years old with CRP below and above 1.13 mg/L.

CRP > 1.13 mg/L CRP < 1.13 mg/L Overall

Characteristics (n = 29) (n = 23) (n = 52)

Sex, n (%)
Female 9 (31.0%) 9 (39.1%) 18 (34.6%)
Male 20 (69.0%) 14 (60.9%) 34 (65.4%)

Age at baseline, year 52.7 ± 6.7 54.7 ± 7.3 53.5 ± 7.0
Type of ALS, n (%)

Familial 2 (6.9%) 3 (13.0%) 5 (9.6%)
Sporadic 27 (93.1%) 20 (87.0.0%) 47 (90.4%)

Site of ALS onset, n (%)
Bulbar 6 (20.7%) 4 (17.4%) 10 (19.2%)
Limb 23 (79.3%) 19 (82.6%) 42 (80.8%)

El Escorial criteria for ALS, n (%)
Definite 13 (44.8%) 11 (47.8%) 24 (46.2%)
Probable 13 (44.8%) 12 (52.2%) 25 (48.1%)
Possible 3 (10.3%) 0 (0.0%) 3 (5.8%)

Concurrent riluzole use, n (%)
Yes 20 (69.0%) 15 (65.2%) 35 (67.3%)
No 9 (31.0%) 8 (34.8%) 17 (32.7%)

ALSFRS-R score at baseline 1,
mean ± SD

38.1 ± 4.1 38.5 ± 5.1 38.3 ± 4.6

Vital capacity at baseline, mean ± SD 112.4 ± 15.6 108.8 ± 17.3 110.8 ± 16.3
Months since ALS symptom onset 2,
mean ± SD

17.19 ± 7.80 15.73 ± 7.37 16.54 ± 7.57

CRP at baseline (mg/L) 3, mean ± SD 3.29 ± 2.42 0.71 ± 0.26 2.15 ± 2.22

Abbreviation: n, number of participants. SD, standard deviation. 1 ALSFRS-R score: Revised Amyotrophic Lateral
Sclerosis Functional Rating Scale. 2 Months from ALS symptom onset to baseline. 3 Baseline plasma levels of
C-reactive protein. There were significant differences of the actual CRP values between high- and low-CRP patient
subsets (Wilcoxon test, p < 0.0001).
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Table 2. Baseline demographics and characteristics of participants treated with NP001 vs. placebo in
those with age between 40 and 65 years old and plasma CRP > 1.13 mg/L.

NP001 2 mg/kg Placebo Overall

Characteristics (n = 14) (n = 15) (n = 29)

Sex, n (%)
Female 4 (28.6%) 5 (33.3%) 9 (31.0%)
Male 10 (71.4%) 10 (66.7%) 20 (69.0%)

Age at baseline, year 53.3 ± 8.1 52.1 ± 5.2 52.7 ± 6.7
Type of ALS, n (%)

Familial 0 (0.0%) 2 (13.3%) 2 (6.9%)
Sporadic 14 (100.0%) 13 (86.7%) 27 (93.1%)

Site of ALS onset, n (%)
Bulbar 3 (21.4%) 3 (20.0%) 6 (20.7%)
Limb 11 (78.6%) 12 (80.0%) 23 (79.3%)

El Escorial criteria for ALS, n (%)
Definite 6 (42.9%) 7 (46.7%) 13 (44.8%)
Probable 7 (50.0%) 6 (40.0%) 13 (44.8%)
Possible 1 (7.1%) 2 (13.3%) 3 (10.3%)

Concurrent riluzole use, n (%)
Yes 11 (78.6%) 9 (60.0%) 20 (69.0%)
No 3 (21.4%) 6 (40.0%) 9 (31.0%)

ALSFRS-R score at baseline 1,
mean ± SD

37.3 ± 4.2 38.8 ± 4.1 38.1 ± 4.1

Vital capacity at baseline, mean ± SD 116.0 ± 15.7 109.0 ± 15.3 112.4 ± 15.6
Months since ALS symptom onset 2,
mean ± SD

20.11 ± 7.79 14.46 ± 6.98 17.19 ± 7.80

CRP at baseline (mg/L) 3, mean ± SD 3.80 ± 2.60 2.82 ± 2.23 3.29 ± 2.42

Abbreviation: n, number of participants. SD, standard deviation. 1 ALSFRS-R score: Revised Amyotrophic Lateral
Sclerosis Functional Rating Scale. 2 Months from ALS symptom onset to baseline. 3 Baseline plasma levels of
C-reactive protein.

Table 3. Baseline demographics and characteristics of participants treated with NP001 vs. placebo in
those with age between 40 and 65 years old and plasma CRP < 1.13 mg/L.

NP001 2 mg/kg Placebo Overall

Characteristics (n = 13) (n = 10) (n = 23)

Sex, n (%)
Female 5 (38.5%) 4 (40.0%) 9 (39.1%)
Male 8 (61.5%) 6 (60.0%) 14 (60.9%)

Age at baseline, year 52.5 ± 7.9 57.4 ± 5.6 54.7 ± 7.3
Type of ALS, n (%)

Familial 1 (7.7%) 2 (20.0%) 3 (13.0%)
Sporadic 12 (92.3%) 8 (80.0%) 20 (87.0%)

Site of ALS onset, n (%)
Bulbar 2 (15.4%) 2 (20.0%) 4 (17.4%)
Limb 11 (84.6%) 8 (80.0%) 19 (82.6%)

El Escorial criteria for ALS, n (%)
Definite 7 (53.8%) 4 (40.0%) 11 (47.8%)
Probable 6 (46.2%) 6 (60.0%) 12 (52.2%)

Concurrent riluzole use, n (%)
Yes 9 (69.2%) 6 (60.0%) 15 (65.2%)
No 4 (30.8%) 4 (40.0%) 8 (34.8%)

ALSFRS-R score at baseline 1, mean ± SD 37.8 ± 6.3 39.3 ± 3.1 38.5 ± 5.1
Vital capacity at baseline, mean ± SD 110.0 ± 16.3 107.3 ± 19.4 108.8 ± 17.3
Months since ALS symptom onset 2,
mean ± SD

14.08 ± 7.24 17.88 ± 7.34 15.73 ± 7.37

CRP at baseline (mg/L) 3, mean ± SD 0.70 ± 0.25 0.71 ± 0.28 0.71 ± 0.26

Abbreviation: n, number of participants. SD, standard deviation. 1 ALSFRS-R score: Revised Amyotrophic Lateral
Sclerosis Functional Rating Scale. 2 Months from ALS symptom onset to baseline. 3 Baseline plasma levels of
C-reactive protein.

3.2. NP001 Significantly Slows Loss of ALSFRS-R in Treated as Compared to Placebo Patients
over 6 Months

ALSFRS-R values for each patient in the study were obtained at baseline, then monthly
thereafter through the 6 month trial. Baseline ALSFRS-R values for the treated and placebo
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arms of the CRP < 1.13 mg/L and the CRP > 1.13 mg/L groups were not statistically
different from each other (Figures 1 and 2, left-side box plots). In the CRP > 1.13 mg/L
group, the NP001-treated arm lost 1.5 units of the ALSFRS-R score over six months, whereas
the placebos lost 4.4 units (p = 0.03) (Figure 1). In the CRP < 1.13 mg/L group, there was no
difference in the clinical outcome between the NP001-treated and placebo groups (Figure 2).
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Figure 1. ALSFRS-R values at baseline and in response to NP001 or placebo at 6 months in those
with plasma CRP > 1.13 mg/L at baseline. A comparison of baseline ALSFRS-R scores is on the left
side. No statistically significant differences were found between NP001 treated and Placebo groups
(Wilcoxon test, p = 0.38). ALSFRS-R score change from baseline is on the right side: ALSFRS-R score
change from baseline for participants treated with NP001 (n = 15) depicted in blue and compared to
the placebo group (n = 17) depicted in red. The plots represent the mean of ALSFRS-R score change
from baseline ± SEM (standard error of the mean). Participants treated with NP001 experienced a
slower decline in ALSFRS-R score from baseline compared to treatment with placebo and showed a
66% slower progression rate by the end of study (Wilcoxon test, p = 0.03).
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Figure 2. Comparison of baseline ALSFRS-R score and ALSFRS-R score change from baseline over
the six-month study in participants treated with NP001 compared to placebo in those with plasma
CRP < 1.13 mg/L at baseline. A comparison of baseline ALSFRS-R scores is on the left side. No
statistically significant differences were found between NP001 treated and Placebo groups (Wilcoxon
test, p = 0.75). ALSFRS-R score change from baseline is on the right side: ALSFRS-R score change
from baseline for participants treated with NP001 depicted in blue (n = 13) and compared to placebo
group depicted in red (n = 10). The plots represent the mean of ALSFRS-R score change from
baseline ± SEM (standard error of the mean). No differences were seen be-tween NP001 and placebo
groups by the end of study (Wilcoxon test, p = 0.69).
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Figure 3 shows that among the 40–65-year-old and CRP > 1.13 mg/L ALS patients,
those treated with 2 mg/kg NP001 had a non-progression rate of 40% as compared to the
placebo patients at a less than 12% non-progression rate.
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that significantly increased were those associated with either inflammation suppression 
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Figure 3. A subset of ALS patients did not progress over the 6-month study. Non-progressors were
defined as those having no decrease in ALSFRS-R score at 6 months, by treatment group, restricted to
those with plasma CRP > 1.13 mg/L and age between 40 and 65 years at baseline in phase 2A trial.
The proportion of non-progressors (non-progression rate) in 2 mg/kg NP001 treatment (6 out of 15)
was more than 3-fold higher than that of the placebo group (2 out of 17) (Fisher’s exact test, p = 0.1).

3.3. Plasma Biomarker Analysis

Plasma specimens were evaluated for biomarker levels at baseline and at 6 months. All
biomarker determinations were performed using the same assay system and on the same
day by AssayGate. The number of patients who received 2 mg/kg NP001 or the placebo
that had a baseline CRP > 1.13 mg/L, and had plasma specimens available from baseline
and at 6 months for analysis, was 14 and 15, respectively. Baseline values for the NP001-
treated and placebo patients were not statistically different from each other (Figures 4 and 5,
left column). Results for the % biomarker change from baseline were broken into three
categories based on whether the biomarker values in NP001-treated vs. placebo patients:
(1) decreased, (2) increased, or (3) had no change. Factors that were significantly decreased
in NP001 recipients as compared to placebo over 6 months were those associated with
microbial translocation (LPS, LBP and HGF), monocyte trafficking (sCD163) and inflam-
masome activation (IL-18) (Figure 4, right column). Biomarker values that significantly
increased were those associated with either inflammation suppression (IL-10, neopterin) or
wound healing (EGF) (Figure 5, right column). Plasma levels for IL-6, IL-8 and TNF-a were
within the normal ranges and relatively stable over the six-month study (data not shown).
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(n = 14) group showed significantly lower levels over 6 months. The p-values are shown on the
individual biomarker plots: (Wilcoxon test) p = 0.006 for LPS-binding protein (LBP), p = 0.04 for
lipopolysaccharide (LPS), p = 0.03 for hepatocyte growth factor (HGF), p = 0.02 for IL-18 and p = 0.02
for soluble CD163 (sCD163).
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Figure 5. NP001-associated increase in plasma biomarkers. Plasma biomarker levels at baseline
(left column) and % change from baseline after 6 months (right column) in participants with plasma
CRP > 1.13 mg/L in the phase 2A trial. Compared to the placebo group (n = 15), the NP001-treated
(n = 14) group showed significantly higher levels over 6 months: (Wilcoxon test) p = 0.03 for IL-10,
p = 0.04 for neopterin and p = 0.04 for epidermal growth factor (EGF).

3.4. Microbial Translocation Is a Pathogenic Process in Part Reversed with NP001

A schematic that describes the changes in various functions and factors that lead step
by step to microbial translocation and the resolution with NP001 is shown in Figure 6.
Briefly, abnormal motor neurons associated with ALS initiate a reactive inflammatory
response in microglia (step 1) that causes proinflammatory factors to activate the peripheral
innate immune system/macrophages to become activated. Activated macrophages are
not phagocytic nor wound healing, and thus, are unable to maintain the colonic epithelial
barrier integrity (step 2), allowing bacterial byproducts such as LPS to enter the blood
stream (step 3) and causing systemic inflammation. Blood macrophages are attracted to
the damaged CNS and migrate across the blood–brain barrier, leaving sCD163 behind in
the plasma; however, as they are already activated by LPS, these cells perpetuate the MT
process. The biomarker data from Figures 4 and 5 show how the MT process is reversed by
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NP001. NP001 turns off inflammation (IL-18, IL-10 and neopterin), allowing macrophages
to become wound healing, and with increased help from EGF, the colon re-establishes
bowel integrity, blocking the entry of LPS into the blood (decreased HGF and LBP) and
slowing migration of blood macrophages into the CNS (lower sCD163).
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Microbial translocation is a self-perpetuating proinflammatory process. ALS pa-
tients show evidence for microbial translocation having detectible levels of LPS in their
plasma [21]. The proposed mechanism for this process is outlined in the schematic with
four steps on the left in Figure 6:

(1) ALS progression advances to the point wherein abnormal neurons stimulate local
microglia to produce proinflammatory factors which activate blood monocytes to
become proinflammatory [22].

(2) Inflammatory macrophages do not phagocytose microorganisms or participate in
wound healing. The epithelial cells of the colon turn over every 5 days, making the
wound healing function critical for maintaining colonic epithelium integrity. The
leakage of bacteria/bacterial products occurs in the blood [23,24].

(3) Bacterial endotoxins (LPS) activate blood monocytes and tissue macrophages, leading
to a systemic proinflammatory state [25].

(4) Monocytes are recruited from the blood into damaged tissues to initiate repair. How-
ever, LPS activation leads to trafficking of non-wound healing, non-phagocytic, proin-
flammatory cells into the damaged tissues, leading to persistence of the disease [22,23].

The NP001 treatment leads to the resolution of biomarker levels associated with the
microbial translocation process. The proposed mechanism for this process is outlined in
the right schematic of Figure 6 in four steps:

(1) NP001-induced TauCl downregulates NFkB and proinflammatory factors [16,19].
(2) Increased EGF augments gut epithelium repair. Bacterial translocation resolves [26,27].
(3) Macrophages are converted to be phagocytic and wound healing [28].
(4) Drop in sCD163 signifies that blood monocyte traffic to CNS is decreased [29].

4. Discussion

In 2019, the FDA published guidelines as to how results from ALS clinical trials should
be analyzed [4], a document that took into account the heterogeneity of the disease and
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how to best evaluate clinical trial data. These FDA guidelines were applied to datasets
from two ALS six-month NP001 phase 2 (phase 2A and 2B) placebo-controlled trials in a
recent report [10].

Included in the original phase 2A analysis were biomarker evaluations from patients
(NP001-treated vs. placebo) who showed no loss in ALSFRS-R score over the 6-month study.
In the original description of the phase 2A trial, NP001 treatment led to normalization of
plasma IL-18 and a reduction in plasma LPS levels in this subset [20]. The effect on LPS was,
at the time, an unexpected outcome as NP001 had no ability to effect LPS levels directly.
Importantly, LPS has been implicated in causing immune dysregulation, contributing to
the pathogenesis of ALS and other neuroinflammatory diseases for over 10 years [21,25,30].
Based on these changes and the extensive literature on the role that chlorite conversion to
taurine chloramine plays in innate immune regulation [18,19], the biomarkers evaluated in
the current study were chosen as they related to macrophage activation associated with
microbial translocation.

The goal of the current study was to test whether the clinical outcome would be related
to biomarker changes that reflected NP001′s mechanism of action. The original phase 2A
trial was underpowered to show significant clinical activity; however, patients who had
plasma CRP levels above the median study value (1.13 mg/L) showed a dose-responsive
relationship between NP001 and change in ALSFRS-R score over the six months [20]. In
addition, in the combined phase 2A/2B analysis, the ALS patient age range of 40–65 defined
patients most likely to respond to NP001 [10]. Plasma specimens evaluated in the current
study were those from all participants in the phase 2A trial who received 2 mg/kg NP001
or the placebo and fell within the age range (40–65) defined in the post hoc data analysis
publication [10].

The clinical outcome findings of the NP001 phase 2A study are shown in
Figures 1 and 2. Using the age cutoff as previously defined, clinical outcome was eval-
uated in ALS patients above and below the CRP 1.13 mg/L cutoff based on the change
in the ALSFRS-R score over time. Note the highly significant difference between
the >1.13 CRP NP001 vs. placebo patients as compared to no observable difference in
patients with CRP < 1.13 mg/L. Tables 1–3 show in great detail the demographics and
clinical measures associated with the patients evaluated, and except for the CRP values,
everything is the same for all groups analyzed. In addition to the evaluation of the rate
of ALSFRS-R score loss in the >1.13 mg/L CRP group, a 3-fold higher subset of patients
stopped progressing as defined by having no loss in the ALSFRS-R score over six months
(Figure 3). Based on these results, plasma specimens from the age-restricted patients with
>CRP 1.13 mg/L were evaluated to test whether the clinical outcome would be related to
NP001-associated biomarker changes.

Rather than test a broad spectrum of inflammatory markers, the study focused on
those associated with MT [31,32]. Figure 4 shows factor levels in treated patients that
at 6 months were significantly lower than in placebo patients. Changes in these factors
included those regulated by NFkB, a known target of TauCl produced by the metabolism
of NP001. Once LPS is removed as a perpetual driver of MT signaling, LPS reactive factors
such as hepatocyte growth factor (HGF), neopterin, LPS-binding protein (LBP), IL-18 and
epidermal growth factor (EGF) are up and down regulated relatively quickly [33–36]. The
removal of CNS disease-associated activation signaling causes a decrease in monocyte
migration into the CNS, which is reflected by decreased levels of soluble CD163 [37].

Many of the biomarkers regulated by NP001 in the study presented here are abnormal
in patients with Alzheimer’s disease (AD), Parkinson’s disease (PD) and other neuroin-
flammatory diseases [38,39]. In a cyclic activation and self-regulation cycle that occurs
with innate immune function, any measurable, unregulated factor suggests a potential
use for NP001. For example, both AD [39] and PD [38] patients have lower than normal
plasma EGF levels, a growth factor known to promote wound healing in the gut and restore
function in animal models.
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Another factor that addresses the “chicken or the egg” phenomenon of a cyclic self-
regulating pathway is neopterin. It has been long known that disease activity involving
macrophage activation is associated with the upregulation of neopterin. Many studies have
tried to establish the disease-promoting or suppressive effects of neopterin without clear
results [35]. Through the evaluation of specimens from NP001 “responsive patients”, the
neopterin changes must reflect a constructive and disease regulatory activity. Therefore,
neopterin is induced by LPS but regulates the degree of innate immune activation through
the induction of factors such as heme-oxygenase 1 and nrf-2 [35].

Potentially, the most important factor linking clinical outcome to innate immune
system function is CRP. The absence of a response to NP001 below a CRP of 1.13 mg/L
suggests that there are at least two pathways involved in ALS pathogenesis in relation to
inflammation. The one supported by the data shown in the current study is most consistent
with NP001 augmenting an innate immune system process that is already initiated in
patients with slightly elevated levels of CRP. CRP is turned on in response to tissue damage
and mediates an innate damage response that controls pathogenic inflammatory signals [40].
Either knocking out the CRP gene or interfering with its activity accelerates a wide variety of
inflammatory diseases [41–43]. The CRP-mediated, anti-inflammatory process is normally
driven by a response to the byproduct of oxidative burst metabolism, hypochlorous acid
(HClO). The simplest interpretation of NP001′s mechanism of action is that it augments an
innate immune process already being employed in patients with elevated CRP through the
provision of a prodrug, chlorite, that is converted to HClO. Thus, patients with an above
critical innate immune activation level of CRP are responsive to this augmentation step,
whereas others are not. More detailed studies on the role innate immunity plays in ALS
pathogenesis will be required to test this view of ALS pathogenesis.

In conclusion, the current study utilized a patient population clinically responsive
to NP001, a macrophage activation regulator. Biomarker analysis confirmed the drug
activities as regulating MT. The regulation must have occurred rapidly in these patients as
a significant subset of patients halted disease progression over the 6-month study. To date,
NP001 is the only drug under development that has a known mechanism of action linking
biomarker changes to positive clinical outcomes in a subset of ALS patients. This study
also suggests the possible role of CRP as part of an innate immune response, that when
augmented with NP001 chlorite, regulates ALS pathogenesis.

Author Contributions: M.S.M. designed the study and wrote the bulk of the manuscript. R.Z.
contributed to the writing of the manuscript, study design, data analysis and interpretation of the
post hoc analysis. A.A. provided all of the clinical information associated with the NP001 trials and,
as the CEO of Neuvivo, provided the funding. B.D.F. is a consulting CMO of Neuvivo and played a
critical role in the interpretation of the immunologic and clinical information related to this study.
P.M.B. provided statistical support and was critically involved in the analysis of the databases that
contained the ALS clinical trial data, and reviewed the final manuscript. All authors have read and
agreed to the published version of the manuscript.

Funding: This research was funded by Neuvivo, Inc. (Palo alto, CA, USA).

Institutional Review Board Statement: NP001 phase 2A studies were approved by the clinical site’s
institutional ethics committees.

Informed Consent Statement: Informed consent was obtained from all participants.

Data Availability Statement: The data are available through Neuvivo, Inc. upon request.

Conflicts of Interest: R. Zhang reports no conflict of interest. P.M. Bracci and B.D. Forrest are
consultants for Neuvivo, Inc. A. Azhir and M.S. McGrath are the founders of Neuvivo, Inc.



Biomedicines 2022, 10, 2907 13 of 14

References
1. Feldman, E.L.; Goutman, S.A.; Petri, S.; Mazzini, L.; Savelieff, M.G.; Shaw, P.J.; Sobue, G. Amyotrophic lateral sclerosis. Lancet

2022, 400, 1363–1380. [CrossRef]
2. Masrori, P.; Van Damme, P. Amyotrophic lateral sclerosis: A clinical review. Eur. J. Neurol. 2020, 27, 1918–1929. [CrossRef]

[PubMed]
3. Mejzini, R.; Flynn, L.L.; Pitout, I.L.; Fletcher, S.; Wilton, S.D.; Akkari, P.A. ALS Genetics, Mechanisms, and Therapeutics: Where

Are We Now? Front. Neurosci. 2019, 13, 1310. [CrossRef] [PubMed]
4. U.S. Department of Health and Human Services, Food and Drug Administration. Amyotrophic Lateral Sclerosis: Developing Drugs

for Treatment Guidance for Industry; U.S. Department of Health and Human Services, Ed.; FDA: Silver Spring, MD, USA, 2019.
Available online: www.fda.gov (accessed on 24 September 2019).

5. Miller, T.M.; Cudkowicz, M.E.; Genge, A.; Shaw, P.J.; Sobue, G.; Bucelli, R.C.; Chiò, A.; Van Damme, P.; Ludolph, A.C.;
Glass, J.D.; et al. Trial of Antisense Oligonucleotide Tofersen for SOD1 ALS. N. Engl. J. Med. 2022, 387, 1099–1110. [CrossRef]

6. Abe, K.; Aoki, M.; Tsuji, S.; Itoyama, Y.; Sobue, G.; Togo, M.; Hamada, C.; Tanaka, M.; Akimoto, M.; Nakamura, K.; et al. Safety and
efficacy of edaravone in well defined patients with amyotrophic lateral sclerosis: A randomised, double-blind, placebo-controlled
trial. Lancet Neurol. 2017, 16, 505–512. [CrossRef]

7. Parakh, S.; Atkin, J.D. Protein folding alterations in amyotrophic lateral sclerosis. Brain Res. 2016, 1648 Pt B, 633–649. [CrossRef]
8. Mehta, A.R.; Walters, R.; Waldron, F.; Pal, S.; Selvaraj, B.T.; MacLeod, M.R.; Hardingham, G.E.; Chandran, S.; Gregory, J.M.

Targeting mitochondrial dysfunction in amyotrophic lateral sclerosis: A systematic review and meta-analysis. Brain Commun.
2019, 1, fcz009. [CrossRef]

9. Gothelf, Y.; Kaspi, H.; Abramov, N.; Aricha, R. miRNA profiling of NurOwn(R): Mesenchymal stem cells secreting neurotrophic
factors. Stem Cell Res. 2017, 8, 249. [CrossRef]

10. Miller, R.G.; Zhang, R.; Bracci, P.M.; Azhir, A.; Barohn, R.; Bedlack, R.; Benatar, M.; Berry, J.D.; Cudkowicz, M.;
Kasarskis, E.J.; et al. Phase 2B randomized controlled trial of NP001 in amyotrophic lateral sclerosis: Pre-specified and
post hoc analyses. Muscle Nerve 2022, 66, 39–49. [CrossRef]

11. Chiot, A.; Zaïdi, S.; Iltis, C.; Ribon, M.; Berriat, F.; Schiaffino, L.; Jolly, A.; de la Grange, P.; Mallat, M.; Bohl, D.; et al. Modifying
macrophages at the periphery has the capacity to change microglial reactivity and to extend ALS survival. Nat. Neurosci. 2020, 23,
1339–1351. [CrossRef]

12. Shiraishi, W.; Yamasaki, R.; Hashimoto, Y.; Ko, S.; Kobayakawa, Y.; Isobe, N.; Matsushita, T.; Kira, J.-I. Clearance of peripheral
nerve misfolded mutant protein by infiltrated macrophages correlates with motor neuron disease progression. Sci. Rep. 2021,
11, 16438. [CrossRef] [PubMed]

13. Zhang, S.; Cooper-Knock, J.; Weimer, A.K.; Shi, M.; Moll, T.; Marshall, J.N.; Harvey, C.; Nezhad, H.G.; Franklin, J.;
Souza, C.D.S.; et al. Genome-wide identification of the genetic basis of amyotrophic lateral sclerosis. Neuron 2022, 110, 992–1008.
[CrossRef]

14. Giese, T.; McGrath, M.S.; Stumm, S.; Schempp, H.; Elstner, E.; Meuer, S.C. Differential effects on innate versus adaptive immune
responses by WF10. Cell. Immunol. 2004, 229, 149–158. [CrossRef] [PubMed]

15. McGrath, M.S.; Kahn, J.O.; Herndier, B.G. Development of WF10, a novel macrophage-regulating agent. Curr. Opin. Investig.
Drugs 2002, 3, 365–373. [PubMed]

16. Schempp, H.; Reim, M.; Dornisch, K.; Elstner, E.F. Chlorite-Hemoprotein Interaction as Key Role for the Pharmacological Activity
of the Chlorite-based Drug WF10. Arzneimittelforschung 2001, 51, 554–562. [CrossRef] [PubMed]

17. Miller, R.G.; Zhang, R.; Block, G.; Katz, J.; Barohn, R.; Kasarskis, E.; Forshew, D.; Gopalakrishnan, V.; McGrath, M.S. NP001
regulation of macrophage activation markers in ALS: A phase I clinical and biomarker study. Amyotroph. Lateral Scler. Front.
Degener. 2014, 15, 601–609. [CrossRef]

18. Barua, M.; Liu, Y.; Quinn, M.R. Taurine chloramine inhibits inducible nitric oxide synthase and TNF-alpha gene expression in
activated alveolar macrophages: Decreased NF-kappaB activation and IkappaB kinase activity. J. Immunol. 2001, 167, 2275–2281.
[CrossRef]

19. Kim, C.; Cha, Y.-N. Taurine chloramine produced from taurine under inflammation provides anti-inflammatory and cytoprotective
effects. Amino Acids 2014, 46, 89–100. [CrossRef]

20. Miller, R.G.; Block, G.; Katz, J.S.; Barohn, R.J.; Gopalakrishnan, V.; Cudkowicz, M.; Zhang, J.R.; McGrath, M.S.;
Ludington, E.; Appel, S.H.; et al. Randomized phase 2 trial of NP001-a novel immune regulator: Safety and early effi-
cacy in ALS. Neurol Neuroimmunol. Neuroinflamm. 2015, 2, e100. [CrossRef]

21. Zhang, R.; Miller, R.G.; Gascon, R.; Champion, S.; Katz, J.; Lancero, M.; Narvaez, A.; Honrada, R.; Ruvalcaba, D.; McGrath, M.S.
Circulating endotoxin and systemic immune activation in sporadic amyotrophic lateral sclerosis (sALS). J. Neuroimmunol. 2009,
206, 121–124. [CrossRef]

22. Jin, X.; Liu, M.Y.; Zhang, D.F.; Zhong, X.; Du, K.; Qian, P.; Gao, H.; Wei, M.J. Natural products as a potential modulator of
microglial polarization in neurodegenerative diseases. Pharmacol. Res. 2019, 145, 104253. [CrossRef] [PubMed]

23. Natale, G.; Biagioni, F.; Busceti, C.L.; Gambardella, S.; Limanaqi, F.; Fornai, F. TREM Receptors Connecting Bowel Inflammation
to Neurodegenerative Disorders. Cells 2019, 8, 1124. [CrossRef] [PubMed]

24. Sender, R.; Milo, R. The distribution of cellular turnover in the human body. Nat. Med. 2021, 27, 45–48. [CrossRef] [PubMed]

http://doi.org/10.1016/S0140-6736(22)01272-7
http://doi.org/10.1111/ene.14393
http://www.ncbi.nlm.nih.gov/pubmed/32526057
http://doi.org/10.3389/fnins.2019.01310
http://www.ncbi.nlm.nih.gov/pubmed/31866818
www.fda.gov
http://doi.org/10.1056/NEJMoa2204705
http://doi.org/10.1016/S1474-4422(17)30115-1
http://doi.org/10.1016/j.brainres.2016.04.010
http://doi.org/10.1093/braincomms/fcz009
http://doi.org/10.1186/s13287-017-0692-1
http://doi.org/10.1002/mus.27511
http://doi.org/10.1038/s41593-020-00718-z
http://doi.org/10.1038/s41598-021-96064-6
http://www.ncbi.nlm.nih.gov/pubmed/34385589
http://doi.org/10.1016/j.neuron.2021.12.019
http://doi.org/10.1016/j.cellimm.2004.08.001
http://www.ncbi.nlm.nih.gov/pubmed/15474529
http://www.ncbi.nlm.nih.gov/pubmed/12054081
http://doi.org/10.1055/s-0031-1300079
http://www.ncbi.nlm.nih.gov/pubmed/11505786
http://doi.org/10.3109/21678421.2014.951940
http://doi.org/10.4049/jimmunol.167.4.2275
http://doi.org/10.1007/s00726-013-1545-6
http://doi.org/10.1212/NXI.0000000000000100
http://doi.org/10.1016/j.jneuroim.2008.09.017
http://doi.org/10.1016/j.phrs.2019.104253
http://www.ncbi.nlm.nih.gov/pubmed/31059788
http://doi.org/10.3390/cells8101124
http://www.ncbi.nlm.nih.gov/pubmed/31546668
http://doi.org/10.1038/s41591-020-01182-9
http://www.ncbi.nlm.nih.gov/pubmed/33432173


Biomedicines 2022, 10, 2907 14 of 14

25. Zhang, R.; Hadlock, K.G.; Do, H.; Yu, S.; Honrada, R.; Champion, S.; Forshew, D.; Madison, C.; Katz, J.; Miller, R.G.; et al. Gene
expression profiling in peripheral blood mononuclear cells from patients with sporadic amyotrophic lateral sclerosis (sALS).
J. Neuroimmunol. 2011, 230, 114–123. [CrossRef] [PubMed]

26. Knoop, K.A.; Coughlin, P.E.; Floyd, A.N.; Ndao, I.M.; Hall-Moore, C.; Shaikh, N.; Gasparrini, A.J.; Rusconi, B.; Escobedo, M.;
Good, M.; et al. Maternal activation of the EGFR prevents translocation of gut-residing pathogenic Escherichia coli in a model of
late-onset neonatal sepsis. Proc. Natl. Acad. Sci. USA 2020, 117, 7941–7949. [CrossRef] [PubMed]

27. Lu, N.; Wang, L.; Cao, H.; Liu, L.; Van Kaer, L.; Washington, M.K.; Rosen, M.J.; Dube, P.; Wilson, K.; Ren, X.; et al. Activation of
the Epidermal Growth Factor Receptor in Macrophages Regulates Cytokine Production and Experimental Colitis. J. Immunol.
2014, 192, 1013–1023. [CrossRef]

28. Kim, W.; Kim, S.H.; Jang, J.-H.; Kim, C.; Kim, K.; Suh, Y.-G.; Joe, Y.; Chung, H.T.; Cha, Y.-N.; Surh, Y.-J. Role of heme oxygenase-1 in
potentiation of phagocytic activity of macrophages by taurine chloramine: Implications for the resolution of zymosan A-induced
murine peritonitis. Cell. Immunol. 2018, 327, 36–46. [CrossRef]

29. Burdo, T.H.; Soulas, C.; Orzechowski, K.; Button, J.; Krishnan, A.; Sugimoto, C.; Alvarez, X.; Kuroda, M.J.; Williams, K.C.
Increased Monocyte Turnover from Bone Marrow Correlates with Severity of SIV Encephalitis and CD163 Levels in Plasma. PLoS
Pathog. 2010, 6, e1000842. [CrossRef]

30. Zhang, R.; Miller, R.G.; Madison, C.; Jin, X.; Honrada, R.; Harris, W.; Katz, J.; Forshew, D.A.; McGrath, M.S. Systemic immune
system alterations in early stages of Alzheimer’s disease. J. Neuroimmunol. 2013, 256, 38–42. [CrossRef]

31. Kelesidis, T.; Kendall, M.A.; Yang, O.O.; Hodis, H.N.; Currier, J.S. Biomarkers of Microbial Translocation and Macrophage
Activation: Association With Progression of Subclinical Atherosclerosis in HIV-1 Infection. J. Infect. Dis. 2012, 206, 1558–1567.
[CrossRef]

32. Younas, M.; Psomas, C.; Reynes, C.; Cezar, R.; Kundura, L.; Portales, P.; Merle, C.; Atoui, N.; Fernandez, C.; Le Moing, V.; et al.
Microbial Translocation Is Linked to a Specific Immune Activation Profile in HIV-1-Infected Adults With Suppressed Viremia.
Front. Immunol. 2019, 10, 2185. [CrossRef] [PubMed]

33. Bossù, P.; Cutuli, D.; Palladino, I.; Caporali, P.; Angelucci, F.; Laricchiuta, D.; Gelfo, F.; De Bartolo, P.; Caltagirone, C.; Petrosini, L.
A single intraperitoneal injection of endotoxin in rats induces long-lasting modifications in behavior and brain protein levels of
TNF-α and IL-18. J. Neuroinflammation 2012, 9, 101. [CrossRef] [PubMed]

34. Choi, W.; Lee, J.; Lee, J.; Lee, S.H.; Kim, S. Hepatocyte Growth Factor Regulates Macrophage Transition to the M2 Phenotype and
Promotes Murine Skeletal Muscle Regeneration. Front. Physiol. 2019, 10, 914. [CrossRef] [PubMed]

35. de Paula Martins, R.; Ghisoni, K.; Lim, C.K.; Aguiar, A.S.; Guillemin, G.J.; Latini, A. Neopterin preconditioning prevents
inflammasome activation in mammalian astrocytes. Free Radic. Biol. Med. 2018, 115, 371–382. [CrossRef]

36. Kim, H.S.; Son, J.; Lee, D.; Tsai, J.; Wang, D.; Chocron, E.S.; Jeong, S.; Kittrell, P.; Murchison, C.F.; Kennedy, R.E.; et al. Gut-
and oral-dysbiosis differentially impact spinal- and bulbar-onset ALS, predicting ALS severity and potentially determining the
location of disease onset. BMC Neurol. 2022, 22, 62. [CrossRef]

37. Zingaropoli, M.A.; Nijhawan, P.; Carraro, A.; Pasculli, P.; Zuccalà, P.; Perri, V.; Marocco, R.; Kertusha, B.; Siccardi, G.;
Del Borgo, C.; et al. Increased sCD163 and sCD14 Plasmatic Levels and Depletion of Peripheral Blood Pro-Inflammatory
Monocytes, Myeloid and Plasmacytoid Dendritic Cells in Patients With Severe COVID-19 Pneumonia. Front. Immunol. 2021,
12, 627548. [CrossRef]

38. Chen-Plotkin, A.S.; Hu, W.; Siderowf, A.; Weintraub, D.; Gross, R.G.; Hurtig, H.I.; Xie, S.X.; Arnold, S.E.; Grossman, M.;
Clark, C.M.; et al. Plasma epidermal growth factor levels predict cognitive decline in Parkinson disease. Ann. Neurol. 2011, 69,
655–663. [CrossRef]

39. Lim, N.S.; Swanson, C.R.; Cherng, H.R.; Unger, T.L.; Xie, S.X.; Weintraub, D.; Marek, K.; Stern, M.B.; Siderowf, A. Plasma EGF
and cognitive decline in Parkinson’s disease and Alzheimer’s disease. Ann. Clin. Transl. Neurol. 2016, 3, 346–355. [CrossRef]

40. Simons, J.P.; Loeffler, J.M.; Al-Shawi, R.; Ellmerich, S.; Hutchinson, W.L.; Tennent, G.A.; Petrie, A.; Raynes, J.G.; de Souza, J.B.;
Lawrence, R.A.; et al. C-reactive protein is essential for innate resistance to pneumococcal infection. Immunology 2014, 142,
414–420. [CrossRef]

41. Jones, N.R.; Pegues, M.A.; McCrory, M.A.; Kerr, S.W.; Jiang, H.; Sellati, R.; Berger, V.; Villalona, J.; Parikh, R.; McFarland, M.; et al.
Collagen-induced arthritis is exacerbated in C-reactive protein-deficient mice. Arthritis Rheum. 2011, 63, 2641–2650. [CrossRef]

42. Li, H.-Y.; Tang, Z.-M.; Wang, Z.; Lv, J.-M.; Liu, X.-L.; Liang, Y.-L.; Cheng, B.; Gao, N.; Ji, S.-R.; Wu, Y. C-Reactive Protein Protects
Against Acetaminophen-Induced Liver Injury by Preventing Complement Overactivation. Cell. Mol. Gastroenterol. Hepatol. 2022,
13, 289–307. [CrossRef] [PubMed]

43. Teupser, D.; Weber, O.; Rao, T.N.; Sass, K.; Thiery, J.; Fehling, H.J. No Reduction of Atherosclerosis in C-reactive Protein
(CRP)-deficient Mice. J. Biol. Chem. 2011, 286, 6272–6279. [CrossRef] [PubMed]

http://doi.org/10.1016/j.jneuroim.2010.08.012
http://www.ncbi.nlm.nih.gov/pubmed/20884065
http://doi.org/10.1073/pnas.1912022117
http://www.ncbi.nlm.nih.gov/pubmed/32179676
http://doi.org/10.4049/jimmunol.1300133
http://doi.org/10.1016/j.cellimm.2018.02.003
http://doi.org/10.1371/journal.ppat.1000842
http://doi.org/10.1016/j.jneuroim.2013.01.002
http://doi.org/10.1093/infdis/jis545
http://doi.org/10.3389/fimmu.2019.02185
http://www.ncbi.nlm.nih.gov/pubmed/31572392
http://doi.org/10.1186/1742-2094-9-101
http://www.ncbi.nlm.nih.gov/pubmed/22642744
http://doi.org/10.3389/fphys.2019.00914
http://www.ncbi.nlm.nih.gov/pubmed/31404148
http://doi.org/10.1016/j.freeradbiomed.2017.11.022
http://doi.org/10.1186/s12883-022-02586-5
http://doi.org/10.3389/fimmu.2021.627548
http://doi.org/10.1002/ana.22271
http://doi.org/10.1002/acn3.299
http://doi.org/10.1111/imm.12266
http://doi.org/10.1002/art.30444
http://doi.org/10.1016/j.jcmgh.2021.09.003
http://www.ncbi.nlm.nih.gov/pubmed/34536564
http://doi.org/10.1074/jbc.M110.161414
http://www.ncbi.nlm.nih.gov/pubmed/21149301

	Introduction 
	Materials and Methods 
	Description of ALS Phase 2A Trial and Participants 
	Analysis of Clinical Outcome Data 
	Source of Patient Specimens 
	Plasma Factors Evaluated 
	Statistical Analyses 

	Results 
	Demographics and Clinical Characteristics of ALS Patient Groups in the Study 
	NP001 Significantly Slows Loss of ALSFRS-R in Treated as Compared to Placebo Patientsover 6 Months 
	Plasma Biomarker Analysis 
	Microbial Translocation Is a Pathogenic Process in Part Reversed with NP001 

	Discussion 
	References

