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Abstract

Introduction: Neuropilin 1 (NRP-1) is a novel co-receptor
promoting SARS-CoV-2 infectivity. Animal data indicate a
role in trans-endothelial lipid transport and storage. As hu-
man data are sparse, we aimed to assess the role of NRP-1 in
2 metabolic active tissues in human obesity and in the con-
text of weight loss-induced short- and long-term metabolic
changes. Methods: After a standardized 12-week weight re-
duction program, 143 subjects (age >18; body mass index
>27 kg/m?, 78% female) were randomized to a 12-month
lifestyle intervention or a control group using a stratified ran-
domization scheme. This was followed by 6-month follow-
up without any intervention. Phenotyping was performed
before and after weight loss, after 12-month intervention
and after subsequent 6 months of follow-up. Tissue-specific
insulin sensitivity was estimated by HOMA-IR (whole body
and mostly driven by liver), insulin sensitivity index (IS)cjamp
(predominantly skeletal muscle), and free fatty acid (FFA)

suppression during hyperinsulinemic-euglycemic clamp
(FFAsupp) (predominantly adipose tissue). NRP-1 mRNA ex-
pression was measured in subcutaneous adipose tissue
(NRP-1,7) and skeletal muscle (NRP-1sy) before and after
weight loss. Results: NRP-1 was highly expressed in adipose
tissue (7,893 [7,303-8,536] counts), but neither NRP-1,7 nor
NRP-15y were related to estimates of obesity. Higher NRP-
Tar was associated with stronger FFAg,, (r = -0.343, p =
0.003) and a tendency to higher ISl¢jamp (r=0.202, p = 0.085).
Weight loss induced a decline of NRP-1,1 but not NRP-1¢.
This was more pronounced in subjects with stronger reduc-
tion of adipose ACE-2 mRNA expression (r=0.250; p =0.032)
but was not associated with short- and long-term improve-
ment of FFAsp, and ISlcjamp. Conclusion: NRP-1,7 is related
to adipose insulin sensitivity in obesity. Weight loss-induced
decline of NRP-1,7 seems not to be involved in metabolic
short- and long-term improvements after weight loss. How-
ever, weight loss-induced reduction of both NRP-1,7 and
ACE-2,7indicates a lower susceptibility of adipose tissue for
SARS-CoV-2 after body weight reduction.
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Introduction

Numerous data indicate a substantial association of
metabolic and cardiovascular morbidity with an unfavor-
able clinical course of COVID-19 disease [1, 2]. As sev-
eral of these detrimental comorbidities are frequently
seen in obesity, increased fat mass (FM) is assumed to
promote an inauspicious course of Coronavirus disease.
Accordingly, increased disease severity [3-5] and worse
clinical outcome [6-8] of COVID-19 disease are reported
in subjects with higher body mass index (BMI) or viscer-
al adiposity. Although increased airway resistance, im-
paired respiratory muscle function followed by disturbed
respiratory mechanic and gas exchange [9], hyperinflam-
matory state due to adipose tissue dysfunction [10], and
elevation of circulating phospholipase A2 activity might
[11] be relevant in this context, numerous other endog-
enous factors are supposed to play a crucial role in the
interaction of obesity and COVID-19 disease. We have
demonstrated a decrease of adipose ACE-2 receptor ex-
pression by weight loss and an inverse relationship to in-
sulin sensitivity [12]. As the binding of spike protein of
the SARS-CoV-2 to ACE-2 receptor is an essential pro-
cess for virus entry, these findings may also be relevant in
the context of COVID-19 disease.

Very recently, neuropilin 1 (NRP-1) has been de-
scribed as a novel co-receptor facilitating the binding of
SARS-CoV-2 to ACE-2 [13]. NRP-1 is abundantly ex-
pressed by endothelial cells and serves as a co-receptor for
the vascular endothelial growth factor (VEGF) [14].
However, it can also be found in other cell types like vas-
cular smooth muscle cells, mesenchymal stem cells, and
adipose tissue macrophages [15, 16]. The presence of
NRP-1 on the cell surface seems to be crucial in the con-
text of the COVID-19 pandemic. It potentiates the entry
and infectivity of the SARS-CoV-2 virus [13, 17] though
not affecting cell surface attachment of the spike protein.
In detail, after proteolytic cleavage of surface glycopro-
tein S of the coronavirus by furin into S1 and S2, the C-
end terminal rule motif of the S1 subunit binds to NRP-1
which enables infection of the cells by SARS-CoV-2 virus
[13, 17]. Accordingly, clinical data demonstrate enriched
NRP-1 expression in lung tissue of COVID-19 patients
[18]. However, available data strongly suggest that NRP-
1 alone is not sufficient to allow infection of cells by SARS-
CoV-2. Only co-expression of ACE-2 and NRP-1 mark-
edly increase viral infectivity [13].

Beside the role in virus infectivity, several metabolic
properties of NRP-1 are known. Binding of VEGEF-B to
both VEGF receptor 1 and the co-receptor NRP-1 increas-
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es trans-endothelial lipid transport as well as peripheral
lipid uptake and storage [19]. By this means, NRP-1 is in-
volved in the regulation of free fatty acid (FFA) availabil-
ity for 3-oxidation [15]. Accordingly, NRP-1 deficient ad-
ipose tissue macrophages are less efficient at internalizing
lipids and shift their metabolism toward glucose catabo-
lism [15]. This promotes a rather pro-inflammatory M1-
like phenotype contributing to an impaired metabolism.
Moreover, NRP-1 deficiency provokes an increase of large
hypertrophic adipocytes with raised lipolytic activity aug-
menting the risk of fatty liver disease [15]. Vice versa, pre-
served NRP-1 expression in adipose tissue macrophages
is required for angiogenesis preventing tissue hypoxia and
inflammation. Furthermore, the NRP-1 mediated restora-
tion of the impaired FFA oxidation contributes to im-
proved insulin sensitivity in mice [15].

Given the relevance of NRP-1 in lipid metabolism and
during SARS-CoV-2 infection, we aimed to test our hy-
potheses that (1) NRP-1 expression in the metabolic ac-
tive tissue compartments skeletal muscle and adipose tis-
sue is related to metabolic alterations seen in moderate
obesity and (2) weight loss modifies NRP-1 expression in
these tissues. These analyses will increase current knowl-
edge regarding NRP-1 expression and metabolism in hu-
mans. Most interestingly, as current data are sparse in
humans and NRP-1 may also represent a therapeutic tar-
get in prevention of tissue-specific SARS-CoV-2 infec-
tions [20], in particular the regulation of NRP-1 by life-
style-based weight loss interventions may be a crucial
mechanism decreasing the susceptibility to SARS-CoV-2
infections in obesity.

Methods

Participants

A total of 156 subjects characterized by overweight or obesity (120
female and 36 male) (BMI >27 kg/m?) were enrolled in a 12-week
multimodal weight loss intervention. All subjects who lost at least 8%
of initial body weight (n = 143) were subsequently included in a
12-month randomized controlled weight maintenance intervention
followed by 6 months of follow-up. Details of the performed weight
loss-weight maintenance trial (Maintain-Adult, ClinicalTrials.gov
NCT00850629) were already described [21, 22]. The study was per-
formed between 2010 and 2016 at a University Center.

Study Design

The major characteristics of the trial are shown in online sup-
plementary Figure S1 (for all online suppl. material, see www.
karger.com/doi/10.1159/000520419). After the initial weight loss
period, the effects of a 12-month multimodal lifestyle intervention
to maintain body weight was compared with a control group with-
in a randomized controlled trial.
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Pre-Trial Weight Loss Phase

A structured weight reduction program was performed to re-
duce body weight by at least 8%. This includes caloric restriction
using a very low energy diet and nutritional counseling, physical
exercises, and psychological advices [22].

Twelve-Month Randomized Weight Maintenance Phase

All subjects (n = 143, 112 female and 31 male) were randomly
assigned to an intervention or control group. Subjects of the inter-
vention group underwent a 12-month multimodal lifestyle inter-
vention based on nutritional counseling, physical exercises, and
psychological advices. No energy restriction was intended during
this maintenance period [21, 22]. No structured counseling was
performed in the control group. Details of the study protocol are
described in the online supplement.

Follow-Up Period

After 12 months, both groups underwent a 6-month free living
period. No further active intervention was performed during this
follow-up period.

Randomization and Masking

Randomization was performed by the study team using a strat-
ified randomization list. Stratification considered body weight at
baseline (3 BMI strata) and sex. Subjects could not be blinded to
group assignment as no intervention was performed in the control

group.

Outcomes

The primary outcome defined as weight regain after 18 months
(absolute change of BMI from TO to T18 [kg/m?]) was reported
previously [21]. Predefined secondary outcomes were the analysis
of hormonal, transcriptional, and metabolic predictive markers of
body weight regain, metabolic improvement, and cardiovascular
risk factors. Within this exploratory analysis, we report the data of
adipose and myocellular mRNA expression of NRP-1 in the con-
text of obesity, weight loss, and weight loss-induced long-term
changes of insulin resistance.

Power Calculation

Weight change was used for power calculation. This considered
the fact that the variance of any causal endocrine parameter should
be smaller than that of body weight, since the latter is also affected
by other parameters such as socioeconomic or lifestyle factors,
which do not necessarily modify endocrine circuits. We aimed to
identify a weight difference of 1.15% between intervention and
control group. This reflects 30% of a previously described effect
after 6 months [23]. Given a variance of 1.96% in the control group,
we estimated a sample size of 46 individuals per treatment arm
would be required to provide 80% power with an a-error rate of
5% (query 7.0). We assumed a 20% drop out rate during the initial
weight loss period and about 15% drop outs during the random-
ized intervention period. Therefore, at least 144 adults had to be
included in the weight reduction period (T-3).

Phenotyping

During the 3 days preceding phenotyping a dietary recommen-
dation of a balanced energy intake was given to all participants.
Phenotyping focusing on anthropometric, hormonal, and meta-
bolic evaluation was performed before (T-3) and after (T0) weight
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loss, 12 months (T12) after randomization, and after the subse-
quent 6-month follow-up period (T18). Phenotyping procedures
were performed following a 10-h overnight fast at the endocrine
trial center of the Charité Medical School at 8:00 a.m. To avoid in-
teractions between the study procedures, the phenotyping proce-
dures were planned and carried out at intervals of at least 2 days.
This includes body impedance analysis using AKERN BIA 101
(SMT medical GmbH & Co. KG, Wiirzburg, Germany). Waist cir-
cumference (WC) was measured 3 times and the means were cal-
culated. Fasting blood samples were taken between 8.00 and 9:00
a.m. The oral glucose tolerance test was performed at 9:00 a.m. A
hyperinsulinemic-euglycemic clamp was conducted on a separate
day at T-3, T0, and T12 as previously described [21, 24]. Finally,
adipose tissue biopsies were taken at T-3 and TO from different
sides to avoid an effect of previous biopsy on mRNA expression at
TO. Biopsy samples (0.5-1.0 g) were obtained from periumbilical
abdominal subcutaneous adipose tissue by repeated needle biop-
sies using a 12 G biopty-cut needle (CR Bard GmbH, Karlsruhe,
Germany). Muscle biopsies were taken from the gastrocnemius
muscle using the same approach at T-3 and T0. Fat and muscle
samples were subsequently snap-frozen in liquid nitrogen and
stored at —80°C. Blood samples were centrifuged, and plasma and
serum samples were frozen immediately at —80°C until further
analyses.

Laboratory Analyses

Standard laboratory analyses are described in the online sup-
plement. Tissue samples were analyzed by RNA sequencing using
the HiSeq2000 system (TruSeq SBS Kit-Hs 200 cycles; Illumina,
San Diego, CA, USA) (details, see online supplement).

Statistics and Calculations

Assessment of myocellular insulin sensitivity based on hyper-
insulinemic-euglycemic clamp by dividing the average glucose in-
fusion rate (mg glucose/min) during the steady state by the body
weight (M-value). Subsequently, insulin sensitivity index (ISI-
Clamp) Was calculated as ratio of M-value to the serum insulin con-
centration (I, mU/L) during steady state of the clamp. HOMA-IR
was calculated to assess whole body insulin sensitivity [25]. Effects
of insulin on lipolysis was calculated by the suppression of FFA
during hyperinsulinemic-euglycemic clamp and expressed as rela-
tive changes compared to fasting FFA levels (FFAg,,) [12, 26, 27].

Weight loss-induced changes (T-3 to T0) of specific parameters
(BMI, EM, WC, HOMA-IR, FFAgpp, ISIcjamp> and NRP-1 mRNA
expression (NRP-1,1 and NRP-1gy)) were expressed as percent-
age of baseline values at T-3 (ABMI, AFM, AWC, AHOMA-IR,
AFFASuppT3T0) AISIClampT3TOr ANRP-IAT, and ANRP-ISM) Chang—
es of FFAgypp, and ISI¢jamp between T-3 and T12 were expressed as
percentage of baseline values at T-3 (AFFAgyprstiz and
AISICIampT?;TlZ)-

Statistical procedures were performed using SPSS version 25.0
(SPSS Inc., Chicago, IL, USA) and SAS software, version 9.4 (SAS
Institute). The data reported here reflect secondary analyses and
are based on per protocol analysis including data of all available
participants at the corresponding time point. Comparisons were
made via paired Student’s t test for normally distributed data and
Wilcoxon test for skewed data. Correlations between variables
were investigated by Pearson’s correlation coefficient for normally
distributed data or Spearman’s rank correlation coefficient for
skewed data. Data were presented as median and limits of the in-
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Table 1. Basal characteristics of the

participants Parameter Participants, Before weight loss
n median (IQR)

Females, n (%) 112 (78)
Postmenopausal females, n (%) 58 (51)
Age, year 143 50.5 (41.7-60.8)
BMI, kg/m? 143 35.6 (32.9-41.0)
FM, % 126 374 (32.6-40.0)
WC, cm 143 106.5 (97.0-117.0)
Total cholesterol, mg/dL 143 200.0 (176.0-233.0)
HDL-cholesterol, mg/dL 143 49.3 (40.6-61.3)
LDL-cholesterol, mg/dL 143 123.1 (103.2-146.8)
Triacylglycerol, mg/dL 143 126.0 (85.0-169.0)
HOMA-IR 142 2.2 (1.4-3.4)
ISIciamp Mg kg™ min~'/(mU L) 139 0.06 (0.04-0.08)
FFAsuppr % 139 -91.5 (—85.7-[-94.4])
ACE-2,1, counts 75 29 (20-47)

Metabolic and anthropometric parameters of the randomized participants before
weight loss. Results are presented as median and IQR. IQR, interquartile range; FM, fat mass;
WC, waist circumference; ISl, insulin sensitivity index; FFA, free fatty acid; BMI, body mass

index.

terquartile range (25th-75th percentile). Raw values were plotted
unless stated otherwise. Results were considered significant, if the
2-sided a was below 0.05.

Multivariate linear regression models were used to analyze the
impact of weight loss-induced changes of NRP-1 51 on weight loss-
induced relative changes of ISI¢iamp (AISIclamprsto) and AFFAg,p,
(AFFAgyppr3To) as well as long-term improvement of both esti-
mates of insulin sensitivity (AISIciamprsTi2 and AFFAgy,prsria).
These models included age, sex, and concomitant decline of BMI
as potential confounders. As the hyperinsulinemic-euglycemic
clamp was only performed at T-3, T0, and T12, we have chosen
these time points for calculation. Given the effect of the 12-month
intervention on BMI [21] at T12, the models regarding long-term
improvement were also adjusted for treatment group and concom-
itant BMI changes.

Study Approval

The study protocol was approved by the Institutional Review
Board of the Charité Medical School and all subjects gave written
informed consent. The trial was registered at ClinicalTrials.gov
(NCT00850629).

Results

As previously reported, 143 middle-aged subjects with
overweight or obesity were analyzed within this study be-
fore and after weight loss [22]. 122 and 112 subjects could
be re-evaluated after the randomized intervention period
(T12) and after additional 6 months of follow-up (T18),
respectively. Baseline characteristics of the participants
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have been reported previously and are shown in Table 1
[22].

At baseline, abundant NRP-1 mRNA expression
(NRP-1,71) was detected in subcutaneous adipose tissue
(7,893 [7,303-8,536] counts), which was higher in fe-
males than males (8,088 [7,436-8,672] vs. 7,409 [6,800—
7,724] counts; p = 0.038). In contrast, NRP-1 was ex-
pressed to a much lower degree in skeletal muscle (NRP-
Lspm) (2,040[1,818-2,306] counts) (p for tissue comparison
=1.6 x 107*) and did not differ between male and female
subjects (2,002 [1,867-2,313] vs. 2,050 [1,757-2,307]
counts; p = 0.712). In contrast to NRP-1,1 (r=0.092, p =
0.434), NRP-1g); declined with age (r=—-0.219, p = 0.042).

Neither NRP-1,1 nor NRP-1gy expression were relat-
ed to estimates of obesity (BMI: r = 0.079, p = 0.498 and
r=-0.040, p = 0.712; FM: r = 0.045, p = 0.714 and r =
0.055, p =0.633; WC: r=0.103, p = 0.379 and r = —0.082,
p = 0.448, respectively) as well as whole body insulin sen-
sitivity (HOMA-IR: r = -0.178, p = 0.127 and r = —0.092,
p = 0.394, respectively). Accordingly, presence of type 2
diabetes or metabolic syndrome did not affect expression
of both, NRP-1,1 or NRP-1g) (Table 2). Focusing on tis-
sue-specific effects, a stronger insulin-mediated suppres-
sion of FFAs (FFAg,p,) reflecting adipose tissue insulin
sensitivity was associated with higher NRP-1,1 expres-
sion (r = —0.343, p = 0.003). The relationship between
myocellular insulin sensitivity (ISI¢jamp) and higher NRP-
151 or NRP-1g)y expression marginally failed to be sig-
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Table 2. Metabolic state and NRP-1 mRNA
expression in subcutaneous adipose tissue
and skeletal muscle

Subjects NRP-1 AT NRP-1 SM

median  (IQR) median (IQR)
With type 2 diabetes 7,666 (7,464-8,005) 1,975 (1,456-2,161)
Without type 2 diabetes 8,067 (7,273-8,643) 2,040 (1,819-2,325)
With metabolic syndrome 7,862 (7,254-8,681) 2,045 (1,770-2,308)
Without metabolic syndrome 8,005 (7,327-8,481) 2,019 (1,844-2,316)

NRP-1 mRNA expression in subcutaneous adipose tissue and skeletal muscle before
weight loss. Results are presented as median and IQR. NRP-1, neuropilin 1;IQR, interquartile

range.

12000

10000+

8000+

6000+

40004

NRP-1 47 [counts]

2000

before weight loss (T-3) after weight loss (T0)

Fig. 1. Effects of weight loss on adipose NRP-1 mRNA expression.
NRP-1, neuropilin 1.

nificant (r = 0.202, p = 0.085 and r = 0.189, p = 0.083).
Although both ACE-2 (ACE-2,7) [12] (online suppl. Ta-
ble S1) and NRP-1 were highly expressed in subcutaneous
adipose tissue, no relationship between NRP-1,7 and
ACE-2,7 could be revealed (r = 0.167, p = 0.151).

Diet-induced reduction of BMI (4.6 [4.3-4.9] kg/m?)
[28] was accompanied by a decline of NRP-1,1 as shown
in Figure 1, while NRP-15y was not modified (2,040
[1,818-2,306] vs. 1,994 [1,719-2,258] counts; p = 0.193).
Previously described improvements of estimates of obe-
sity (BML, FM, and WC) [21] and insulin resistance
(HOMA-IR, ISI¢iamp, and FFAgy,p) (online suppl. Table
S1) [12] were not associated with the decline of NRP-1 4.
However, reduction of adipose ACE-2,1 was more pro-
nounced in subjects also demonstrating a stronger de-
cline of NRP-1,7 (r=0.250, p = 0.032) as shown in Figure
2.

Weightloss-induced changes of NRP-1, 1 were neither
related to observed short- and long-term improvement of
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Fig. 2. Association of weight loss-induced changes of ACE-2 and
NRP-1 in subcutaneous adipose tissue. NRP-1, neuropilin 1.

FFASupp (FFASuppT3TO and FFASuppT3T12) nor ISIClamp (ISI'
Clampt310 a0d ISIclampr3112). This is in line with our previ-
ous findings regarding ACE-2,r [12].

Discussion

The surface protein NRP-1 is a known cofactor of
endothelial VEGF receptor 1 involved in lipid metabo-
lism. The presence of this factor could facilitate the ef-
fect of VEGF-B on trans-endothelial lipid uptake, trans-
port, and storage [19]. Impaired lipid metabolism rep-
resents a crucial element in regulation of FM and
obesity, which is thought to be devastating in the course
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of COVID-19 disease. Interestingly, very recent experi-
mental data indicate that NRP-1 is also a crucial co-
receptor of ACE-2 promoting virus entry and infectiv-
ity in COVID-19 [13, 17]. This is of high interest, as
hepatic expression of other cofactors like transmem-
brane serine protease 2 is reported to be increased in
subjects with obesity and fatty liver disease [29]. Never-
theless, data concerning NRP-1 in humans are still
rather sparse. Thus, characterization of NRP-1 in obe-
sity is of immense relevance in humans.

In accordance with the described effect on lipid utili-
zation and FM regulation, we revealed an abundant ex-
pression of NRP-1 in subcutaneous adipose tissue in
obese humans. This was related to insulin-mediated
FFA-suppression, which can be considered as a param-
eter of adipose tissue insulin sensitivity [26, 27]. Thus,
high NRP-1 abundance might have beneficial effects on
local metabolism in adipose tissue. However, available
data do not indicate a direct interaction of NRP-1/VEGF
system and insulin signaling so far. Recently, it was
shown that downregulation of NRP-1 in macrophages is
associated with exacerbated insulin resistance in mice.
This is potentially driven by activation of nucleotide-
binding domain, leucine-rich-containing family, pyrin
domain-containing-3 (Nlrp3) inflammasome resulting
in increased systemic inflammation and insulin resis-
tance [30]. Vice versa, Nlrp3 ablation in mice prevents
obesity-induced inflammasome activation in fat depots
and enhances insulin signaling [31]. Thus, current evi-
dence rather indicates an indirect interaction of NRP-1
expression and insulin sensitivity via reduced Nlrp3 ac-
tivity. This is supported by our human findings. How-
ever, it might be primarily relevant for adipose tissue in-
sulin signaling, as only a borderline or no relationship
with ISI¢amp or HOMA-IR, mostly reflecting myocellu-
lar or hepatic insulin sensitivity, respectively, was seen.
Although the exact nature of this is currently unknown,
the selective accumulation of NRP-1-positive macro-
phages in adipose tissue but not in circulation, seen in
mice during diet-induced obesity [15], may indicate a
specific role of adipose tissue macrophages. However,
the situation seems to be more complex, as Dai et al. [30]
reported no modification of NRP-1 expression in subcu-
taneous adipose tissue of high fat-fed mice. To the best
of our knowledge, the cause of this discrepancy is cur-
rently not known. Alternative mechanisms seem to mod-
ulate the relationship between obesity and NRP-1 in ad-
ipose tissue. This might also explain why we did not re-
veal any association with estimates of general and central
obesity in our subjects. Actually, the degree of obesity
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might play a crucial role in this context. Indeed, we could
not detect any effect of the presence or absence of meta-
bolic syndrome or type 2 diabetes in our cohort with
moderate obesity. However, recently published data of
Frithbeck et al. [32] indicate an increased NRP-1 expres-
sion in subcutaneous adipose tissue only in subjects with
morbid obesity who also suffered from impaired glucose
metabolism, but not in those with morbid obesity and
normal glucose metabolism. Even if our results might be
affected by the low rate of type 2 diabetics in our cohort
(app. 10%), future research is clearly warranted to inves-
tigate this discrepancy.

Nevertheless, weight loss resulted in a specific decline
of NRP-1 expression in adipose tissue, while no effect
could be revealed in skeletal muscle. The metabolic rele-
vance of this attenuation remains unclear, as the reduc-
tion of NRP-1,1 was neither associated with short- nor
long-term improvements of estimates of obesity and in-
sulin resistance. This is in contrast to the weight loss-in-
duced decline of ACE-2,1, which was associated with
smaller short- and long-term improvement of insulin
sensitivity [12]. Given the impact of NRP-1 co-expression
on SARS-CoV-2 infectivity [13] the downregulation of
both, ACE-2,rand NRP-1,1 might however be crucial to
drop down the internalization rate of active viruses in ad-
ipose tissue compartment after weight loss. As NRP-1
could not promote virus entry by itself, the concomitant
effect on ACE-2 will be required. Even though the direct
effect of weight loss on susceptibility for SARS-CoV-2 in-
fection is not yet shown in humans, weight loss induced
by bariatric surgery seems to be associated with less severe
COVID-19 disease [33]. This might potentially involve
modulation of adipose ACE-2,1 and NRP-1,1 expres-
sion.

Actually, there is no clear evidence for SARS-CoV-2
infection of adipose tissue and detected virus level in
peripheral blood samples were rather low [34]. Never-
theless, the frequent occurrence of extrapulmonary
manifestations demonstrates the systemic character of
SARS-CoV-2 infections [35]. The presence of ACE-2
and NRP-1 in adipose tissue and the fact that adipose
tissue is a proven target tissue for multiple viruses [36]
make it plausible that adipose tissue could be also tar-
geted by SARS-CoV-2. In fact, a reservoir function for
SARS-CoV-2 is currently discussed for adipose tissue
[36].

Some caveats limit the interpretation of our data as
most of the results are based on associations. However,
numerous experimental and animal findings published
previously are in accordance with our human data and
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provide potential molecular explanations. Given men-
tioned data highlighting the metabolic role of NRP-1 ex-
pression in adipose tissue macrophages [15], cell-specific
analysis of NRP-1 expression in adipocytes, and adipose
tissue macrophages is of high relevance. However, our
data focused on mRNA expression measured in total ad-
ipose tissue. Therefore, future research is required. Be-
havioral and environmental factors are known to modify
the effects of dietary weight loss interventions [37, 38].
Especially behavioral factors were not considered in our
current analysis. Although we aimed to standardize the
dietary intake and physical activity during the group ses-
sions, we cannot exclude that our result might be affected
by these factors. Moreover, numerous techniques are de-
scribed to assess adipose tissue insulin sensitivity. Hyper-
insulinemic-euglycemic clamp is considered as a well-es-
tablished analytical approach, although different insulin
infusion rates (4-80 mU/m?, partly used stepwise) [27,
39-41] and outcome measures (suppression of plasma
FFAs, suppression of plasma glycerol or glycerol and FFA
rates of appearance using tracer dilution technique) [27,
39, 41, 42] were reported. Even if tracer dilution tech-
nique is widely accepted to assess adipose tissue lipolysis,
suppression of FFA during hyperinsulinemic-euglycemic
clamp is also frequently used [26, 42-45]. Therefore, we
believe that we used a valid approach, even if adipose tis-
sue microdialysis was not performed in this study. Final-
ly, recent data indicating a detrimental effect of obesity in
COVID-19 also highlighted the role of visceral adipose
tissue mass [6]. Weight loss-induced changes of NRP-1
expression in this compartment might differ from subcu-
taneous adipose tissue. Therefore, our findings are not
simply transferable to visceral adipose tissue.

On the other hand, numerous strengths of the current
trial should be mentioned. These include the large sample
size, the long duration of a highly standardized interven-
tion, subsequent observation, and the comprehensive
phenotyping including detailed assessment of adipose
and myocellular insulin sensitivity by hyperinsulinemic-
euglycemic clamp and tissue biopsies in a large cohort.

Conclusion

Taken together, in accordance to the facilitating role
of NRP-1 regarding VEGF-B-mediated trans-endothelial
lipid uptake, transport, and storage, NRP-1 is abundantly
expressed in adipose tissue and is related to the antilipo-
Iytic effects of insulin. Although the metabolic short- and
long-term impact of weight loss-induced decline of NRP-
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147 is currently not known, the decline of both, subcuta-
neous adipose NRP-1 and ACE-2 expression may poten-
tially mediate beneficial effects regarding SARS-CoV-2
infectivity. This might be of high relevance in obesity.
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