
RSC Advances

PAPER

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

0 
Ju

ne
 2

01
9.

 D
ow

nl
oa

de
d 

on
 4

/2
1/

20
25

 4
:4

3:
49

 P
M

. 
 T

hi
s 

ar
tic

le
 is

 li
ce

ns
ed

 u
nd

er
 a

 C
re

at
iv

e 
C

om
m

on
s 

A
ttr

ib
ut

io
n-

N
on

C
om

m
er

ci
al

 3
.0

 U
np

or
te

d 
L

ic
en

ce
.

View Article Online
View Journal  | View Issue
Structural charac
aDepartment of Cardiology, Dongying People

China. E-mail: myddongying@126.com;

86671907
bPeople's Hospital of Shule County, Kashi, X
cThe Research Center of Allergy & Immu

University, Shenzhen, 518060, China. E-ma

755-86671905; Tel: +86-755-86671905

Cite this: RSC Adv., 2019, 9, 19365

Received 4th March 2019
Accepted 18th May 2019

DOI: 10.1039/c9ra01609k

rsc.li/rsc-advances

This journal is © The Royal Society of C

R

terization of Mesobuthus

martensii Karsch peptides and anti-inflammatory
potency evaluation in human vascular endothelial
cells

Man Zheng,a Xiafeng Yan,a Fanli Bu,a Fenglei Zhang,a Zhenhua Li,a Jiali Cui,b

Jie liu *c and Minya Dong*a

Studies have reported that scorpion toxins have excellent anti-cancer effects; however, the anti-

inflammatory activity of scorpion peptides has rarely been studied. Here, a series of Mesobuthus

martensii Karsch peptides (MMKPs) were isolated and the amino acid sequence was identified. The

MMKPs mitigated TNF-a-mediated inflammation in human umbilical vein endothelial cells (HUVECs). The

results showed that MMKP-1 (His-Glu-Gly-His) treatment (43.0 mM) significantly attenuated the reactive

oxygen species (ROS) generation and mitochondrial membrane potential collapse in HUVECs. Moreover,

MMKP-1 down-regulated the intercellular adhesion molecule-1 (ICAM-1) and vascular cell adhesion

molecule-1 (VCAM-1) expressions and blocked the NF-kB pathway to alleviate the damage caused by

TNF-a. Of note, our study provides a good reference for the anti-inflammation research on scorpion

oligopeptides.
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1 Introduction

Atherosclerosis, a disease of the large arteries, is the primary
cause of heart disease and stroke. In westernized societies, it is
the underlying cause of about 50% of all deaths. Endothelial cell
damage is a fatal factor in serious cardiovascular diseases,
including atherosclerosis, which can cause serious clinical
consequences such as myocardial infarction, heart failure and
stroke.1–3 Studies have reported that atherosclerosis is closely
related to the inammatory and proliferative responses of
endothelial cells aer damage.4 During the early phase of
atherosclerosis, adhesion molecules, such as intercellular
adhesion molecule-1 (ICAM-1) and vascular cell adhesion
molecule-1 (VCAM-1), are secreted by the activated endothelial
cells in atherosclerotic lesions, stimulating immune cell and
monocyte recruitment and migration into the intimal area of
the vascular wall.5 Tumor necrosis factor (TNF)-a is one of the
most potent pro-inammatory cytokines and its function is
closely connected to the apoptosis of endothelial cells and the
development of atherosclerotic lesions.6
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Nuclear factor-kB (NF-kB) plays a signicant role in the
transcriptional regulation of inammatory proteins such as
cyclooxygenase-2 (COX-2), ICAM-1, VCAM-1, and E-selec-
tin.7–9 NF-kB exists in the cytoplasm of unstimulated cells
and is bound to its inhibitory protein IkBa. IkBa phos-
phorylation leads to its degradation and the subsequent
translocation of NF-kB to the nucleus, where it activates
target gene transcription.10 During atherosclerosis, NF-kB
performs as a regulator of pro-inammatory and anti-
inammatory gene transcription and also as a regulator of
cell survival and proliferation.

Arthropods, such as centipedes and scorpions, are widely
used in traditional Chinese medicine. The scorpion has
been used in traditional Chinese medicine for many
centuries to treat various neuronal problems such as
chronic pain, paralysis, apoplexy and epilepsy. Meanwhile,
Mesobuthus martensii Karsch is a signicant traditional
Chinese medicine that has been widely used for anti-
thrombosis treatment.11 Mesobuthus martensii Karsch
peptides (MMKPs) are a class of molecules that show strong
anticoagulant, antithrombotic, and brinolysis activi-
ties.12–14 Consequently, identifying the bioactive peptide in
Mesobuthus martensii Karsch and exploring the anti-
inammation effect will be of great value and signicance.
To solve this issue, we isolated and identied MMKPs; we
explored their anti-inammatory potency in human umbil-
ical vein endothelial cells (HUVECs) and illustrated the
underlying mechanism.

A
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2 Materials and methods
2.1 Isolation and amino acid sequence analysis of the
MMKPs

2.1.1 Preparation of crude protein. All extraction and
separation procedures were carried out at 4 �C. Mesobuthus
martensii Karsch was minced to a homogenate and defatted.
The homogenate and iso-propanol were mixed in a ratio of
1 : 7.5 (w/v) and stirred without interruption for 4 h. Iso-
propanol was replaced every 1 h. Aer that, the supernatant
was removed, and the sediment was freeze-dried and stored at
�20 �C as the total protein.

The total protein (40 g) was dissolved (5%, w/v) in a 0.20 M
phosphate buffer solution (PBS, pH 7.5); then, an ultrasonic
cleaner (Shanghai, China) with a straight probe and continuous
pulse was used for ultrasonication for 4 h. Aer centrifugation
(8000 � g, 40 min), the supernatant was collected and then
fractionated by salting-out with increasing concentrations of
(NH4)2SO4 (0, 0.70 and 1.40 mM); the fraction in the 1.40 mM
(NH4)2SO4 resulting supernatant was freeze-dried and stored at
�20 �C for further analysis.

2.1.2 Ultraltration and hydrophobic chromatography.
The freeze-dried supernatant was fractionated using ultral-
tration chromatography with 1 kDa molecular weight (MW) cut
off membranes (Millipore, Hangzhou, China). Two fractions,
namely, MMKP-A (MW < 1 kDa) and MMKP-B (MW > 1 kDa)
were collected and freeze-dried.

Hydrophobic chromatography. MMKP-A was dissolved in
1.50 M (NH4)2SO4 prepared with 30 mM PBS (pH 7.5) and
loaded onto a Phenyl Sepharose CL-4B hydrophobic chroma-
tography column (2.5 cm � 150 cm), which had previously been
equilibrated with the above buffer. A stepwise elution was
carried out with decreasing concentrations of (NH4)2SO4 (1.50,
0.75 and 0 M) dissolved in 30 mM PBS (pH 7.5) at a ow rate of
3.0 mL min�1. Each fraction was collected at a volume of 80 mL
and was monitored at 280 nm. Fractions were then freeze-dried
and the anti-inammatory activity was detected. The fraction
having the strongest anti-inammatory activity was collected
and prepared for anion-exchange chromatography.

2.1.3 Anion-exchange chromatography. The MMKP-A-4
solution (10 mL, 121 mg mL�1) was injected into a DEAE-52
cellulose (Shanghai, China) anion-exchange column (2.0 �
115 cm) pre-equilibrated with deionized water and was stepwise
eluted with 1000 mL distilled water, 0.40, 0.80, and 1.60 M
(NH4)2SO4 solutions at a ow rate of 2.50 mL min�1. Ten frac-
tions (MMKP-A-4-1 to MMKP-A-4-10) were freeze-dried and the
anti-inammatory activity was detected. The fraction having the
strongest anti-inammatory activity was collected and prepared
for Gel ltration chromatography.

2.1.4 Gel ltration chromatography. The MMKP-A-4-4
solution (2 mL, 11.5 mg mL�1) was fractionated on a Sepha-
dex G-25 (Sigma-Aldrich, Shanghai, China) column (2.5 � 120
cm) at a ow rate of 2.5 mL min�1. Each eluate (50 mL) was
collected and monitored at 280 nm, and ve fractions (MMKP-
A-4-4-1 to MMKP-A-4-4-5) were freeze-dried and their anti-
inammatory activity was detected. The fraction having the

RETR
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strongest anti-inammatory activity was collected and prepared
for Reversed Phase-High Performance Liquid Chromatography
(RP-HPLC).

2.1.5 MMKP isolation by RP-HPLC. MMKP-A-4-4-3 was
nally separated by RP-HPLC (Agilent 10.43 HPLC) on a Zorbax,
SB C-18 column (4.6 � 250 mm, 5 mm). The elution solvent
system was composed of water–triuoroacetic acid (solvent A;
100 : 0.1, v/v) and acetonitrile–triuoroacetic acid (solvent B;
100 : 0.1, v/v). The peptide was separated using a gradient
elution from 15% to 65% of solvent B for 40 min at a ow rate of
1.0 mL min�1. The detection wavelength was set at 280 nm and
column temperature was 20 �C.

2.1.6 Molecular mass determination and amino acid
sequence analysis by HPLC-ESI-MS. Prior to HPLC-ESI-MS
analysis, the freeze-dried peptide was rehydrated with 1.0 mL
of Milli-Q water. HPLC-ESI-MS was carried out on a SCIEX
X500R Q-TOFmass spectrometer (Framingham, U.S.A.). The MS
conditions were as follows: ESI-MS analysis was performed
using a SCIEX X500R Q-TOF mass spectrometer equipped with
an ESI source. The mass range was set at m/z 100–1500. The Q-
TOF MS data were acquired in the positive mode and the
conditions of MS analysis were as follows: CAD gas ow-rate, 7
L min�1; drying gas temperature, 550 �C; ion spray voltage,
5500 V; declustering potential, 80 V. Soware generated data
le: SCIEX OS 1.0.

2.2 Reagents and cell culture

The Mesobuthus martensii Karsch was acquired from the
Ertiantang pharmacy (Guangzhou, China) and identied by
Professor Zhou (Jinan University, Guangzhou, China). All the
antibodies were purchased from Cell Signaling Technology
(CST, USA). TNF-a was obtained from Sigma-Aldrich (USA); the
other chemicals used in the current experiment were purchased
from Aldrich or Admas and used without any further
purication.

HUVECs were purchased from the Cell Bank of the Chinese
Academy of Sciences (Shanghai, China) and were grown in
a culture medium containing 20% fetal bovine serum, 2 mmol
L�1 glutamine, antibiomycins (10 mmol L�1 penicillin G and 10
mmol L�1 streptomycin) (all from Sigma-Aldrich, U.S.A.) in
a humidied incubator containing 5% CO2 at 37 �C.15

2.3 Cell viability and MMKP protective effect assays

HUVECs were plated in Costa 96-well plates at densities of 1 �
105 cells per milliliter. Cells were treated with 10 mL of fresh
FBS-free DMEM (control group) or FBS-free DMEM containing
different concentrations of MMKPs for 24 h in an incubator.
Then, the plates were washed twice with PBS and treated with 10
mL of CCK-8 solution for 4 h.16 Aer that, the absorbance was
recorded at 450 nm (BioTek, America).

We detected the protective effects of the MMKPs under
a non-toxic concentration, and the HUVECs were treated as
follows: control group: DMEM only; proliferative control group:
TNF-a at 20 ng mL�1 for 6 h; MMKPs group: TNF-a at 20 ng
mL�1 for 6 h and then MMKPs at 40 mM for 24 h. Aer that, the
CCK8 method was used to detect the cell viability.
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2.4 Detection of reactive oxygen species (ROS) and
mitochondrial membrane potential (Dcm)

Free radicals, such as reactive oxygen species (ROS), over-
production or antioxidant capacity decline can result in balance
disorders and cause ROS accumulation and oxidative stress,
which can lead to fatal damage to DNA and proteins within the
cell to subsequently induce apoptosis.17 DCFH can be oxidized
into dichlorouorescein (DCF), which uoresces, by intracel-
lular oxidants. Therefore, the intracellular ROS level of HUVECs
was measured with a Reactive Oxygen Species assay kit.

The experimental groups were set up as follows: control
group: DMEM only; TNF-a group: TNF-a at 20 ng mL�1 for 6 h;
MMKP-1-L group: TNF-a at 20 ngmL�1 for 6 h and thenMMKP-1
at 43.0 mM for 24 h; MMKP-1-H group: TNF-a at 20 ng mL�1 for
6 h and then MMKP-1 at 215 mM for 24 h. The cells were treated
as described above, aerwards, the cells were collected and
washed thrice with serum-free medium.15 HUVECs were incu-
bated in 200 mL of a serum-freemedium containing DCFH-DA (25
mM) for 30min at room temperature and the serum-free medium
washed thrice. The cells were collected and assayed by ow
cytometric analysis (BD FACS Calibur, Franklin Lakes, CA, USA).

The change in Djm in the HUVECs under TNF-a stimulation
was detected by JC-1 staining according to the manufacturer's
protocol (Beyotime, China). Briey, 2 mL of 1 � 106/mL cells
were treated as described above in 6-well plates. The cells were
washed three times with cold PBS and incubated with 1 mgmL�1

of JC-1 at 37 �C for 30 min without light. The supernatant was
removed and washed three times with cold PBS and then
assayed by ow cytometric analysis (FACScan, CA). Each treat-
ment was carried out in triplicate and the nal results were
compared with that of the control group or the TNF-a group.
2.5 Apoptosis and cell cycle ow cytometry analysis

The HUVECs were plated on a 6-well plate at a cell density of 2�
105 cells per well and treated as the experimental design. Aer
that, the HUVECs were harvested and collected. The apoptosis
was detected by Annexin V and PI staining using ow cytometry
(FACSCalibur, Franklin Lakes, USA).

For cell cycle analysis, the HUVECs were treated as the
experimental design. Then, HUVECs were harvested, xed in
70% ethanol and stored at�20 �C overnight. Aer that, the cells
were washed with PBS and the cell cycle distribution was
detected with PI (propidium iodide) staining using ow
cytometry (FACSCalibur, Franklin Lakes, USA).

All the tests were repeated at least 3 times.ETR
2.6 Western blotting analysis

HUVECs were plated in 6-well dishes and treated as the exper-
imental design. Aer that, HUVECs were washed with cold PBS,
scraped, pelleted and lysed in a radioimmunoprecipitation
assay (RIPA) buffer. Aer incubation for 1 h on ice, the cell lysate
was centrifuged at 3000 g for 0.5 h at 4 �C.

Lysate protein concentrations were determined by a BCA
protein assay kit (Thermo Scientic, USA) and the lysate was
adjusted with a lysis buffer.18 The protein was resolved on a 15%

R

This journal is © The Royal Society of Chemistry 2019
SDS-PAGE and transferred to immobilon polyvinyl diuoride
(PVDF) membranes. The blots were blocked with a blocking
buffer for 10 min at room temperature and then probed with
anti-human antibodies for 1 h at room temperature. Then, the
blots were incubated with a peroxidase-conjugated anti-rabbit
secondary antibody (1 : 3000 dilution) for 1 h at room temper-
ature. The resulting images were scanned using a scanner
(Epson V330 Photo, Japan).
2.7 Statistical analysis

Experiments were repeated at least three times and results are
expressed as mean � SD. Data were analyzed by Student t-test
and an analysis of variance (ANOVA) test, followed by a Tukey
post test to determine the signicant differences between
groups. Here, p < 0.05 was considered to be signicant.ED
3 Results
3.1 MMKP amino acid sequence identication and
protective potency evaluation

Here, twenty-seven MMKPs were isolated, and the amino acid
sequences were identied by HPLC-ESI-MS. The peptide is
usually protonated under ESI-MS/MS conditions, and frag-
mentations mostly occur at the amide bonds because it is
difficult to break the chemical bonds of the side chains at such
a low energy.19 Therefore, the b and y ions are the main frag-
ment ions when the collision energy is <200 eV.

The molecular mass determination and peptide character-
ization of MMKP-1 were analyzed by HPLC-ESI-MS. According to
the result, the molecular mass of MMKP-1 was determined to be
479.2014 Da. The ion fragment m/z 156.0762 was regarded as
the y1 ion and proved to be [His + H]+, while m/z 213.0959 was
regarded as the b2 ion and represented the [M � His-Glu + H]+

ion. The y1 ion (m/z 110.0709) was the typical fragment [His-
COOH]+ andm/z 324.1292 was the b3 ion (Fig. 1). On the basis of
this, we concluded that the sequence of the peptide was HEGH.
The amino acid sequences of MMKPs were identied with the
method as MMKP-1; this was further conrmed with the Bio-
Tools database and the results are listed in Table 1.

Studies have reported that natural products can protect
HUVECs against oxidative stress-induced apoptosis and
reduced amyloid-b peptide-induced oxidative stress. TNF-
a plays a central role in the intestinal inammation of various
inammatory disorders.20 In the current study, cell viability
decreased signicantly. TNF-a attenuated the cell survival rate
of the control group by 23.7%, which indicated that HUVECs
suffered severe damage induced by TNF-a. Thus, experiments
were conducted to investigate the protective effects of MMKPs
on HUVECs under TNF-a stimulation.

First, the cytotoxic effects of MMKPs were detected in
HUVECs and the results showed that peptides exhibited no
harmful effects on HUVECs at 0.8 mM. We then detected the
protective effects of MMKPs under a non-toxic concentration,
and the results showed that MMKP-1 has the best protective
effects. Of interest, most MMKPs showed protective potency.
Aer treatments with MMKP-1, 7, 11, 13 and 18 and compared

ACT
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Fig. 1 Structure and MS/MS spectra of MMKP-1.
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to the result for the proliferative control group, the cell survival
rates were up-regulated by 19.6%, 13.8%, 13.5%, 14.3% and
15.2%, respectively. Further studies showed that MMKP-1
Table 1 Amino acid sequences and protective potency of MMPKs

Compounds Amino ac

MMPK-1 HEGH
MMPK-2 DHRFLH
MMPK-3 HDRFLH
MMPK-4 YAHRGW
MMPK-5 YAHGSW
MMPK-6 HAGYSW
MMPK-7 HASWEH
MMPK-8 WESHAS
MMPK-9 SHAYSH
MMPK-10 HKYRHD
MMPK-11 WGHE
MMPK-12 HKFW
MMPK-13 FWEH
MMPK-14 GAEG
MMPK-15 WHGE
MMPK-16 GEYHSHE
MMPK-17 TKFSYE
MMPK-18 YKHEWR
MMPK-19 KHGEL
MMPK-20 EGHGF
MMPK-21 HGEY
MMPK-22 YEEGAH
MMPK-23 AHEFEL
MMPK-24 DSHTS
MMPK-25 EAHGHSF
MMPK-26 EHGEYF
MMPK-27 EGFHL
Control group —
Proliferative control group —

19368 | RSC Adv., 2019, 9, 19365–19374

RETR

signicantly attenuated the damage induced by TNF-a, and
the survival rates were effectively elevated by 71.1% and 93.2%
with 43.0 and 215 mM MMKP-1 treatments (Fig. 2).

C

id sequences Cell survival rate (%)

95.9 � 4.88
85.2 � 8.21
88.7 � 8.09

S 82.9 � 8.05
A 81.7 � 6.99
A 83.3 � 8.22

90.1 � 7.73
86.2 � 8.80
85.0 � 7.83
86.9 � 7.72
89.8 � 8.20
87.2 � 7.08
90.6 � 5.89
88.2 � 6.38
82.6 � 6.08
83.7 � 8.67
84.6 � 7.50
91.5 � 6.60
85.0 � 8.23
79.9 � 8.02
86.5 � 6.34
85.6 � 7.70
82.5 � 8.39
79.8 � 7.88
82.4 � 8.03
79.8 � 7.08
85.4 � 6.51
100 � 9.24
76.3 � 6.60

This journal is © The Royal Society of Chemistry 2019

A

http://creativecommons.org/licenses/by-nc/3.0/
http://creativecommons.org/licenses/by-nc/3.0/
https://doi.org/10.1039/c9ra01609k


Fig. 2 MMKP-1 attenuates ROS production induced by TNF-a. Control group: DMEM only; TNF-a group: TNF-a at 20 ngmL�1 for 6 h; MMKP-1-
L group: TNF-a at 20 ng mL�1 for 6 h then MMKP-1 at 43.0 mM for 24 h; MMKP-1-H group: TNF-a at 20 ng mL�1 for 6 h then MMKP-1 at 215 mM
for 24 h. The HUVEC viability was detected by CCK-8 method; MMKP-1 inhibited the ROS production under the TNF-a-induced oxidative
damages in HUVECs. The values are expressed as means � SD of triplicate tests. **p < 0.01, *p < 0.05, vs. V, ##p < 0.01, #p < 0.05, vs. control,
indicate statistically significant difference.
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ED
3.2 MMKP-1 down-regulated the ROS level in HUVECs

ROS plays a fatal role in the oxidative process as an oxidization
molecule. The interaction of the cellular immune system with
endogenous or exogenous inammatory stimuli determines the
generation of ROS. As reported before, TNF-a is believed to play
Fig. 3 MMKP-1 anti-apoptosis in HUVECs induced by TNF-a. Represent
a at 20 ngmL�1 for 6 h; MMKP-1-L group: TNF-a at 20 ngmL�1 for 6 h the
for 6 h thenMMKP-1 at 215 mM for 24 h. Cells were stainedwith Annexin-V
evaluation of apoptosis is via Annexin V: FITC Apoptosis Detection Kit as
same time. In each scatter diagram, the abscissa represents the fluoresce
the fluorescence intensity of the cells dyed by PI. The lower left quadrant
lower right quadrant shows the early apoptotic cells, while the upper r
means � SD of triplicate tests. **p < 0.01, *p < 0.05, vs. V, ##p < 0.01, #

This journal is © The Royal Society of Chemistry 2019

RETR

a fatal role in ROS production and oxidative stress in HUVECs.5

Studies have also revealed that the hyperactivation of the
inammatory responses can induce oxidative stress in cells and
tissues. Therefore, the intracellular ROS level can be an indi-
cator of oxidative stress.21

T

ative scatter diagrams. Control group: DMEM only; TNF-a group: TNF-
nMMKP-1 at 43.0 mM for 24 h; MMKP-1-H group: TNF-a at 20 ngmL�1

and PI. The apoptosis of HUVECswas detected by flow cytometry. The
per manufacture's protocol. The quantitative results are shown at the
nce intensity of the cells dyed by Annexin V and the ordinate represents
shows the viable cells, the upper left quadrant shows necrotic cells, the
ight quadrant shows late apoptotic cells. The values are expressed as
p < 0.05, vs. control, indicate statistically significant difference.

RSC Adv., 2019, 9, 19365–19374 | 19369
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Fig. 4 Cell cycle analysis of HUVECs exposed to MMKP-1. Control group: DMEM only; TNF-a group: TNF-a at 20 ng mL�1 for 6 h; MMKP-1-L
group: TNF-a at 20 ngmL�1 for 6 h then MMKP-1 at 43.0 mM for 24 h; MMKP-1-H group: TNF-a at 20 ngmL�1 for 6 h then MMKP-1 at 215 mM for
24 h. Cells were collected, fixed in 70% ethanol, and stained with propidium iodide solution. G0/G1: quiescent state/growth phase; S: initiation of
DNA replication; G2/M: biosynthesis/mitosis phases. The values are expressed as means� SD of triplicate tests. **p < 0.01, *p < 0.05, vs. V, ##p <
0.01, #p < 0.05, vs. control, indicate statistically significant difference.
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To investigate the ROS eliminating ability of MMKP-1,
the ROS level was detected in HUVECs. We set the ROS
content in the control group as 1. As shown in Fig. 2,
compared with the ROS level of the control group, the ROS
level increases by a factor of 7.81 with TNF-a stimulation.
Interestingly, compared with the ROS level of the TNF-
Fig. 5 MMKP-1 down regulates the expression of ICAM-1 and VCAM-1 an
TNF-a group: TNF-a at 20 ng mL�1 for 6 h; MMKP-1-L group: TNF-a at 2
TNF-a at 20 ng mL�1 for 6 h then MMKP-1 at 215 mM for 24 h. Wester
abundance in HUVECs. The values are expressed as means � SD of triplic
indicate statistically significant difference. GAPDH was used as an interna
with Image J software.

19370 | RSC Adv., 2019, 9, 19365–19374

RETR

a group, the ROS levels decreased by 54.8%, and 75.4%,
respectively, aer 43.0 and 215 mM MMKP-1 treatments
(Fig. 2).

Remarkably, the TNF-a-induced ROS generation was
signicantly attenuated by the MMKP-1 treatments. Of note,
the result conrmed that MMKP-1 could reduce the

A

d inhibits the activation of NF-kB and IkBa. Control group: DMEM only;
0 ng mL�1 for 6 h then MMKP-1 at 43.0 mM for 24 h; MMKP-1-H group:
n blotting analysis of ICAM-1, VCAM-1, pIkBa, IkBa, p-NF-kB, NF-kB
ate tests. **p < 0.01, *p < 0.05, vs. V, ##p < 0.01, #p < 0.05, vs. control,
l standard of process control and blot band densitometry was analyzed

This journal is © The Royal Society of Chemistry 2019
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Fig. 6 MMKP-1 reversed the Djm collapse and down-regulated the Bax/Bcl-2 ratio. Control group: DMEM only; TNF-a group: TNF-a at 20 ng
mL�1 for 6 h; MMKP-1-L group: TNF-a at 20 ng mL�1 for 6 h then MMKP-1 at 43.0 mM for 24 h; MMKP-1-H group: TNF-a at 20 ng mL�1 for 6 h
then MMKP-1 at 215 mM for 24 h. (A) MMKP-1 displays a protective effect by attenuating the potential mitochondrial membrane damage induced
by TNF-a; (B) MMKP-1 attenuated TNF-a-induced Bax and Bid expressions and down-regulated the Bax/Bcl-2 ratio. Western blotting analyses of
Bax, Bid, Bcl-xL and Bcl-2 abundance in HUVECs were explored. The values are expressed as means� SD of triplicate tests. **p < 0.01, *p < 0.05,
vs. V, ##p < 0.01, #p < 0.05, vs. control, indicate statistically significant difference. GAPDHwas used as an internal standard of process control and
blot band densitometry was analyzed with Image J software.
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intracellular oxidative stress and protect HUVECs from
oxidative stress damage by scavenging ROS.

3.3 Flow cytometry analysis of cell apoptosis

Cell apoptosis was detected with an Annexin V-FITC/PI assay
using ow cytometry, and the results are shown in Fig. 3.
Compared with the observation for the control group, the
total apoptosis and necrosis rate decreased by about 19.4%
with TNF-a stimulation. It is gratifying that the MMKP-1
treatments decreased the total apoptosis and necrosis rates
by 11.0% and 14.5% and showed great protective effects. Cell
apoptosis provided visual evidence for the intracellular
protective potency of MMKP-1 in HUVECs. On the basis of
this, the protective effects and the underlying mechanism
were further investigated.

3.4 Flow cytometry analysis of cell cycle arresting

Notably, according to the content of DNA in cells, which
regulates cell growth and replication, the cell cycle can be
divided into three phases: G0/G1, S and G2/M. Excess ROS
might cause irreversible damage to biological macromole-
cules, including DNA, nucleic acids, lipids, and proteins.22

RETR
This journal is © The Royal Society of Chemistry 2019
To further investigate the protective potency of MMKP-1 in
the cell cycle phase distributions under TNF-a stimuli, the
cell cycle was detected and the proles are listed in Fig. 4. An
increase of 31.4% in the G0/G1 population was observed in
HUVECs aer TNF-a stimulation. It is suggested that TNF-
a blocked the cells in the G0/G1 phase, due to which the cells
could not enter the S stage to synthesize DNA; eventually, the
proliferation of HUVECs was inhibited. Interestingly, aer
the MMKP-1 treatments and compared to the result for the
TNF-a group, the population of G0/G1 decreased by 13.1%
and 27.5%, respectively. It can be concluded that cell cycle
arresting also contributed to the protective potency of
MMKP-1.
3.5 MMKP-1 attenuated ICAM-1 and VCAM-1 expressions
and blocked NF-kB activation

The activation of the endothelial cells by TNF-a has been
known to enhance the expressions of adhesion molecules
such as ICAM-1 and VCAM-1.5 As shown in Fig. 5, TNF-a up-
regulates the expressions of both ICAM-1 and VCAM-1.
Interestingly, the up-regulation expressions of ICAM-1 and
RSC Adv., 2019, 9, 19365–19374 | 19371
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VCAM-1 induced by TNF-a were clearly attenuated by the
MMKP-1 treatments. (Fig. 5).

NF-kB plays a signicant role in regulating the expressions
of inammatory proteins such as ICAM-1 and VCAM-1 in
many types of cells.23 IkBa is the main regulator of NF-kB
activation. Inactive NF-kB, bound to its inhibitor IkBa as
a complex, is restricted to the cytoplasm. IkBa phosphoryla-
tion results in its ubiquitination and degradation; then, NF-
kB is released from the NF-kB-IkBa complex and translocated
to the nucleus.24 As studied above, MMKP-1 attenuated the
ICAM-1 and VCAM-1 expressions; hence, we speculated that
MMKP-1 might also affect NF-kB activation. Therefore, the
activation of NF-kB and IkBa was further explored.

As shown in Fig. 5, ICAM-1 and VCAM-1 were up-
regulated aer being induced by TNF-a, which was also
accompanied with NF-kB and IkBa activation. However,
MMKP-1 attenuated the up-regulation of ICAM-1 and VCAM-
1 and decreased the levels of phosphorylated NF-kB and
IkBa in TNF-a-induced HUVECs. The results revealed that
MMKP-1 inhibited the activation of NF-kB and IkBa, leading
to the down-regulation of the adhesion molecule
expression.
3.6 MMKP-1 attenuated the collapse of Dcm and down-
regulated the Bax/Bcl-2 ratio

The Djm balance and mitochondrial integrity are signicant
for the physiological function of cells. Studies have reported
that the collapse of Djm is correlated to the events of the
apoptotic process. When the concentration of ROS and
oxygen stress reach a certain level, Djm can decline, resulting
in the release of apoptosis factors. Once the mitochondrial
membrane barrier function is lost, several factors including
the loss of redox homeostasis, the metabolic consequences at
the bio-energetic level, and the perturbation of ion homeo-
stasis lead to cell death.

Here, a JC-1 uorescent probe was used to detect Djm. As
shown in Fig. 2, with the TNF-a stimuli, cells exhibiting Djm

decline increase from 10.0% to 36.3%, indicating an increase
by 26.3%. Of interest, with MMKP-1 treatments and
compared with the result of the TNF-a group, the cells with
Djm decline decreased by 9.20% and 21.9%, respectively.
Therefore, we concluded that MMKP-1 may show a protective
effect by attenuating the mitochondria damage induced by
TNF-a.

The mitochondrial pathway plays a signicant role in apoptotic
modulation. The mitochondrial-mediated apoptotic pathway can
be triggered by several factors including the expressions of B-cell
lymphoma 2 (Bcl-2) family members such as Bcl-2 associated
protein X (Bax) and B-cell lymphoma-extra large (Bcl-xL). This
protein family can affect the permeability of the mitochondrial
membrane and trigger the opening of the mitochondrial perme-
ability transition pores in the inner mitochondrial membrane,
resulting in the release of cytochrome c and mitochondrial
dysfunction.

As shown in Fig. 6, up-regulations of the anti-apoptotic
proteins Bcl-2 and Bcl-xL can be observed aer MMKP-1

RETR
19372 | RSC Adv., 2019, 9, 19365–19374
treatments. Usually, the greater the Bax/Bcl-2 ratio, the
more percentage of cell apoptosis involved. Here, the TNF-
a stimuli induced clear Bax/Bcl-2 ratio up-regulation.
However, MMKP-1 attenuated TNF-a-induced Bax and Bid
and enhanced Bcl-2 and Bcl-xL expressions. In addition,
MMKP-1 attenuated the Bax/Bcl-2 ratio.

4 Discussion and conclusion

Inammation is involved in the initiation, rupture, and
thrombosis of atherosclerotic plaques.25 During the early stages
of atherosclerosis, inammatory cell recruitment plays a central
role.27 TNF-a is a key cytokine and is involved in nearly every
step of inammation. Both ICAM-1 and VCAM-1 play signicant
roles in the initiation of early atherosclerosis, preferentially
contributing to monocyte adhesion.5,26 Inhibition of the
inammatory response is widely known to be benecial in the
early stages of atherosclerosis.28 Scorpions have been used in
antithrombosis treatments for years; the results showed that
the expressions of ICAM-1 and VCAM-1 were up-regulated
obviously in TNF-a-induced HUVECs, while this up-regulation
was signicantly suppressed by the MMKP-1 treatment.

Research demonstrates that oxidative stress can result in
adhesion function damage, cell survival and apoptosis,
which is mediated through apoptosis-associated proteins
such as Bax and Bcl-2.29 In the current study, TNF-
a increased intracellular ROS production and caused serious
apoptosis in HUVECs. However, MMKP-1 signicantly
attenuated TNF-a-induced oxidative damage in HUVECs by
inhibiting NF-kB activation and regulating Bax and Bcl-2
expressions. Studies have reported that TNF-a can increase
the binding of NF-kB to its recognition site in the VCAM-1
promoter, subsequently exhibiting monocyte adhesion to
vascular endothelial cells. Here, we observed that the TNF-a-
induced increase in IkBa degradation was attenuated by
MMKP-1 treatment.

In summary, the results of this study demonstrate that the
endothelial dysfunction induced by TNF-a, which is associ-
ated with the up-regulation of adhesion molecules, reduced
viability and apoptosis in HUVECs, can be reversed by the
MMKP-1 treatment. The results revealed that MMKP-1
showed a preventive effect against endothelial dysfunction,
which may be via inhibiting oxidative stress, improving
endothelial survival and preventing the adhesion function
damage. Therefore, we inferred that some MMKPs might be
used as potential agents in the prevention and treatment of
endothelial cell injury-related diseases.
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