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Abstract The development of broad-spectrum antivirals against human coronaviruses (HCoVs) is criti-

cal to combat the current coronavirus disease 2019 (COVID-19) pandemic caused by severe acute respi-

ratory syndrome coronavirus 2 (SARS-CoV-2) and its variants, as well as future outbreaks of emerging

CoVs. We have previously identified a polyethylene glycol-conjugated (PEGylated) lipopeptide, EK1C4,

with potent pan-CoV fusion inhibitory activity. However, PEG linkers in peptide or protein drugs may

reduce stability or induce anti-PEG antibodies in vivo. Therefore, we herein report the design and syn-

thesis of a series of dePEGylated lipopeptide-based pan-CoV fusion inhibitors featuring the replacement

of the PEG linker with amino acids in the heptad repeat 2 C-terminal fragment (HR2-CF) of HCoV-

OC43. Among these lipopeptides, EKL1C showed the most potent inhibitory activity against infection

by SARS-CoV-2 and its spike (S) mutants, as well as other HCoVs and some bat SARS-related corona-

viruses (SARSr-CoVs) tested. The dePEGylated lipopeptide EKL1C exhibited significantly stronger

resistance to proteolytic enzymes, better metabolic stability in mouse serum, higher thermostability than

the PEGylated lipopeptide EK1C4, suggesting that EKL1C could be further developed as a candidate pro-

phylactic and therapeutic for COVID-19 and other coronavirus diseases.
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1. Introduction

Three zoonotic coronaviruses (CoVs) are known to have caused
outbreaks of human fatal pneumonia in human and posed a serious
threat to public health until now1. Severe acute respiratory syn-
drome (SARS) caused by SARS-CoVappeared in 2002 and spread
to five continents2,3. Middle East respiratory syndrome (MERS)
caused by MERS-CoV broke out in 2012 with a high fatality
rate4,5. The coronavirus disease 2019 (COVID-19) caused by the
severe acute respiratory syndrome coronavirus 2 (SARS-CoV-2)
led to a global pandemic currently. Recent reports have suggested
that some bat SARS-related coronaviruses (SARSr-CoVs) may
cause novel coronavirus diseases in the near future6,7. These
alarming facts call for the development of highly effective pan-
CoV inhibitor-based prophylactics and therapeutics to combat
both current and future outbreaks of infectious diseases caused by
emerging and re-emerging coronaviruses.

To develop an effective pan-CoV inhibitor-based drug, it is
essential to identify a conserved and common target site in the
spike (S) proteins of HCoVs, since S protein, which consists of S1
and S2 subunits (Fig. 1A), is responsible for viral attachment with
and entry into the host cell. The heptad repeat 1 (HR1) and 2
(HR2) domains in the S2 subunit are highly conserved8,9, and as
such, they play an essential role in forming the six-helix bundle
(6-HB) core structure during viral fusion. Therefore, the HR1 and
HR2 domains are recognized as key targets for the development of
pan-CoV fusion and entry inhibitors10.

Our group had already designed and developed the first pan-CoV
fusion inhibitor, EK1, which was derived from the HR2 sequence in
S protein ofHCoV-OC439. EK1was effective in inhibiting infection
by all HCoVs tested, including SARS-CoV, MERS-CoV, HCoV-
OC43, HCoV-229E, and HCoV-NL63, as well as some bat
SARSr-CoVs, such as SARSr-CoV-WIV1, SARSr-CoV-Rs3367,
and SARSr-CoV-SHC0149,11. Our mechanistic study showed that
EK1 bound to the HR1 domain of an HCoV and blocked 6-HB
formation between the viral HR1 and HR2 domains, resulting in
the inhibition of viral fusion and entry into the host cell9,11.

Then, in 2020, we modified the EK1 peptide by conjugating
the peptide with polyethylene glycol (PEG) and cholesterol. The
resultant lipopeptide EK1C4 exhibited significantly improved
inhibitory activity against infection by all HCoVs tested, including
SARS-CoV-2 and SARSr-CoVs11,12. Consistently, several poly-
ethylene glycol-conjugated (PEGylated) lipopeptides targeting the
HR1 domain of SARS-CoV-2 also exhibited highly potent inhib-
itory activity against SARS-CoV-2 infection and its S protein-
mediated membrane fusion13,14. However, it is well known that
the use of PEG in a peptide- or protein-based drug may elicit anti-
PEG antibodies in vivo and thereby diminish the therapeutic ef-
ficacy of PEGylated drugs, or even increase adverse risks15e17.
Furthermore, the use of a PEG linker could enhance the sensitivity
of the lipopeptides to protease18.

Therefore, this study aimed to design a series of dePEGylated
lipopeptide-based pan-CoV fusion inhibitors by replacing the PEG
linker in a PEGylated lipopeptide-based pan-CoV fusion inhibitor,
such as EK1C4, with some natural amino acids in the HR2 C-
terminal fragment (HR2-CF) of HCoV-OC43 S protein (Fig. 1B). In
this way, the length of peptides can be modulated to optimize the
primary binding site of peptide interact with viral HR1 domains.
Subsequently, the resultant dePEGylated lipopeptides were evalu-
ated for their inhibitory activity against infection of SARS-CoV-2
and its variants, as well as other HCoVs, and for their stability.

2. Materials and methods

2.1. Cell lines, viruses, peptides, and animals

Cell lines, including 293T, Vero-E6, RD, A549/ACE2, Caco-2, and
Huh-7, were obtained from the American Type Culture Collection
(ATCC, USA). All cell lines were cultured in Dulbecco’s modified
Eagle’s medium (DMEM, Invitrogen, Carlsbad, CA, USA) con-
taining 10% fetal bovine serum (FBS, Gibco, USA). The HCoV-
OC43 strains obtained from the ATCC were amplified in RD cells.
The peptides EK1 (SLDQINVTFLDLEYEMKKLEEAIKKLEE-
SYIDLKEL) and EK1C4 (SLDQINVTFLDLEYEMKKLEEAIK-
KLEESYIDLKEL-GSG-PEG4-Chol) were synthesized as
previously reported9,11. Six-week-old BALB/c mice and eight-
week-old specific pathogen free (SPF) female human angiotensin-
converting enzyme 2 transgenic (hACE2-Tg) mice were obtained
from the Institute of Laboratory Animal Science, Peking Union
Medical College, China (Beijing, China). Newborn mice were bred
from pregnant mice purchased from Beijing Vital River Laboratory
Animal Technology Co. (Beijing, China). All animal experiments
were carried out in strict accordance with institutional regulations
(approval number 20190221-070; approval date: 21 February 2019;
Shanghai Medical College of Fudan University, Shanghai, China).

2.2. Plasmids

The envelope-expressing plasmids pcDNA3.1-SARS-2-S,
pcDNA3.1-SARS-S, pcDNA3.1-MERS-S, pcDNA3.1-NL63-S,
pcDNA3.1-OC43-S, pcDNA3.1-WIV1-S, pcDNA3.1-Rs3367-S,
pNL4-3.Luc.RE (luciferase reporter vector), and pAAV-IRES-
EGFP (encodes EGFP), as well as SARS-CoV-2 S mutant
envelope-expressing plasmids, were maintained in our laboratory
as previously reported9,11.

2.3. Peptide synthesis

Peptides were synthesized by using a standard solid-phase fluo-
renylmethoxycarbonyl (Fmoc) method with a CEM Liberty Blue
(CEM Co., Matthews, NC, USA) automated microwave peptide
synthesizer on Rink amide resin (0.44 mmol/g, Nankai Hecheng
S&T Co., Ltd., Tianjin, China). Cholesteroylated peptides were
prepared by chemoselective thioether conjugation between the
peptide precursor that has a C-terminal cysteine residue and the
cholesterol derivative, i.e., cholest-5-en-3-yl bromoacetate, as
described previously19. For synthesizing fatty acid conjugated
peptides, the template peptides containing a N-[1-(4,4-dimethyl-
2,6-dioxocyclohex-1-ylidene) ethyl] (Dde)-protected lysine
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Figure 1 Design of the dePEGylated lipopeptide-based pan-CoV fusion inhibitors. (A) Schematic representation of spike (S) protein of a

human coronavirus (HCoV). Signal peptide (SP), N-terminal domain (NTD), receptor-binding domain (RBD), fusion peptide (FP), heptad repeat

1 (HR1) domain, HR2 domain, transmembrane domain (TM), and cytoplasmic domain (CP). (B) a: The model of interaction of a lipopeptide-

based pan-CoV fusion inhibitor with the HR1 domain in S protein of an HCoV. b: PEG spacer as a flexible linker allowing the lipopeptide to

overcome steric hindrance after binding. c: Replacement of the PEG linker with natural amino acids in the HR2 C-terminal fragment (HR2-CF) to

facilitate the binding of dePEGylated lipopeptide to the primary binding site in the HR1 domain of viral S protein. (C) Sequence alignment of

conserved HR2 sequences of several HCoVs. (D) Amino acid sequences of the dePEGylated lipopeptides and their corresponding peptides

without lipid groups, and those of EK1 and EK1C4.
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residue at their C-terminus required a special deprotection step
(four 3-min washes of 2% hydrazinehydrate in N,N-dime-
thylformamide (DMF). This enabled the conjugation of a palmi-
toyl group (C16), which was performed by the addition of 3
equivalents of palmic acid, 3 equivalents of O-(benzotriazol-1-yl)-
N,N,N0,N0-tetramethyluronium hexafluorophosphate (HBTU), and
6 equivalents of N,N-dimethylformamide (DIEA) in DMF to the
resin, followed by stirring for 2 h. The crude products were pu-
rified by reverse-phase high-performance liquid chromatography
(RP-HPLC). The purity of the products was confirmed to be >
95% pure by analytical HPLC. The molecular weight of the
peptides was confirmed by matrix-assisted laser desorption/ioni-
zation time-of-flight mass spectrometry (MALDI-TOF-MS,
Autoflex III, Bruker Daltonics, Germany).

2.4. Protein information and amino acid sequence alignment
and analysis

The protein accession numbers of MERS-CoV (AID55097.1),
SARS-CoV (ABD72979.1), SARS-CoV-2 (QIC53213.1), and
HCoV-OC43 (CAA83661.1) were downloaded from NCBI Gen-
Bank, and sequence alignment was conducted using MEGA and
WebLogo 3.
2.5. Assay of cellecell fusion

S protein-mediated cellecell fusion was performed as previously
described9,11. In brief, 293T effector cells were transfected with
plasmid pAAV-IRES-EGFP, encoding the SARS-CoV-2 S protein
(293T/SARS-CoV-2/GFP), while Huh-7 cells, expressing various
HCoV receptors on the membrane surface, were used as target
cells. Huh-7 cells were first seeded in a 96-well plate at
2 � 104 cells/well for 12 h. Then the 293T/SARS-CoV-2/GFP
effector cells were added and cocultured with Huh-7 cells for 2 h
in DMEM medium containing 10% FBS at 37 �C. After incuba-
tion, the number of fused and unfused cells were counted
randomly from five selected fields in each well under an inverted
fluorescence microscope (Nikon, Tokyo, Japan), and the percent
inhibition of cellecell fusion was calculated as previously
reported9,11.

2.6. Cytotoxicity assay

Cytotoxicity of the peptideEKL1C to the cells (Huh-7, 293T/ACE2,
Caco-2) was performed as previously described11. Cells were
seeded in a 96-well plate (2� 104 cells/well) overnight, and EKL1C
at graded concentrations was added. After incubation at 37 �C for
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48 h, Cell Counting Kit-8 (CCK-8; Dojindo, Kumamoto, Japan)
solution was added to measure cell viability, followed by an addi-
tional incubation for 4 h. The absorbance was measured at 450 nm
with the Multi-Detection Microplate Reader (Tecan, Männedorf,
Switzerland). The 50% cytotoxic concentration (CC50) of EKL1C
was determined by GraphPad Prism 8.0 software.

2.7. Inhibition of pseudoviruses (PsVs) infection

PsVs were constructed as described previously11,20. Briefly, 293T
cells were cotransfected with plasmids pNL4-3.Luc.RE and
plasmid pcDNA3.1-HCoV-S (encoding the corresponding HCoV
S protein) at mass ratio of 2:1, using VigoFect (Vigorous
Biotechnology, Beijing, China). The supernatant containing the
PsV was then collected after centrifuging at 1500 �g for 10 min
and maintained at �80 �C until use.

The HCoV PsV inhibition assay was performed as previously
described11,21. Briefly, target cells (293T/ACE2 cells for SARS-
CoV-2/SARS-CoV/HCoV-NL-63; Caco-2 cells for SARS-CoV-2;
A549/ACE2 cells for bat SARSr-CoVs; RD cells for HCoV-
OC43 and Huh-7 cells for other CoVs) were seeded at
1 � 104 cells/well into a 96-well plate and incubated overnight at
37 �C. The HCoV PsVs were incubated in the presence or absence
of the test peptide which was series diluted with DMEM for
30 min at 37 �C, followed by the addition of target cells. The cells
were incubated with or without PsV as virus control and cell
control, respectively. And 12 h after infection, the culture was
replaced with fresh medium and then incubated for an additional
48 h. Cells were lysed with lysis reagent (Promega, Madison,
USA), and the cell lysates were added into a 96-well Costar flat-
bottom luminometer plate (Corning Costar, New York, USA),
followed by the detection of luminescence with the Multi-
Detection Microplate Reader. The SARS-CoV-2 S mutant PsVs
were constructed and produced in Huh-7 cells as described pre-
viously9,20. An inhibition assay was performed in a manner similar
to that described above.

2.8. Inhibition of HCoV replication

The inhibition assay for SARS-CoV-2 was performed in a biosafety
level 3 (BSL-3) laboratory as previously described22. Before infec-
tion,Vero-E6cellswere seeded at 1� 104 cells/well in a 96-well plate
and incubated overnight at 37 �C. Then peptides with different
dilution concentration were mixed with 0.1 multiplicity of infection
(MOI) SARS-CoV-2 for 0.5 h.Mixtureswere added into theVero-E6
cells and cocultured for 48 h. The cell supernatants were collected to
conduct the quantitative reverse transcription polymerase chain re-
action (RT-qPCR) assay. First, the total RNA was extracted using
Trizol LS (Thermo, USA). Then the RT-qPCR assay was performed
using a One-Step PrimeScrip RT-PCR Kit (Takara, Japan) with
primers and probe as follows: SARS-CoV-2-ORF1ab-F: 50-
CCCTGTGGGTTTTACACTTAA-30, SARS-CoV-2-ORF1ab-R: 50-
ACGATTGTGCATCAGCTGA-30, SARS-CoV-2-ORF1ab-probe:
50-FAM-CCGTCTGCGGTATGTGGAAAGGTTATGG-BHQ1-30.

The inhibitory activities of peptides against HoV-OC43 repli-
cation on RD cells were assessed as described11. The 102 median
tissue culture infective dose (TCID50) of OC43 was mixed with
the test peptide at graded concentrations and incubated at 37 �C
for 30 min, and then the mixtures were added to the RD cells
(1 � 104 cells/well). After culturing for 36 h, CCK-8 solution was
added to determine cytopathic effect as described above to mea-
sure EKL1C protective effect.

2.9. In vivo protective effect of peptides on mice

To test the protective effect of peptides against SARS-CoV-2
infection in vivo, hACE2-Tg were used22,23. A total of 15 hACE2-
Tg mice were randomly assigned to three groups: viral control,
prophylactic, and therapeutic groups. In the viral control group,
each mouse was challenged intranasally with 105 TCID50 SARS-
CoV-2. EKL1C (1.5 mg/kg) was administered intranasally 0.5 h
before challenge in the prophylactic group and administered
intranasally 0.5 h after challenge in the therapeutic group. Mice
were euthanized after 4 days of infection, and lungs were
collected and homogenized in Trizol (Takara, Japan). Then total
RNA in the lungs were extracted for RT-qPCR assay as described
above.

To test the protective effect of peptides against HCoV-OC43
infection in vivo, 18 newborn mice bred from pregnant mice
were randomly assigned to three groups: viral control, prophy-
lactic, and therapeutic (each group had six 3-day-old mice). A
challenge experiment was performed and evaluated in a manner
similar to that described above. Mice in the prevention and
treatment groups were intranasally administered with EKL1C
(4 mg/kg) 30 min before or after the viral challenge. Each mouse
was intranasally challenged with a viral dose of 102 TCID50.
Afterwards, the viral titer in mice lungs was collected and
assessed9.

2.10. Assay for sensitivity to proteolytic enzymes, proteinase K,
and trypsin

Assays for the stability of peptides to proteolytic enzymes, proteinase
K, and trypsin were performed as previously described24e26. First,
the concentration of peptide was set according to its 90% inhibition
concentration (IC90). For proteinase K tests, peptidewas incubated at
37 �C in DMEM containing 1 microunit/mL proteinase K-Acrylic
Beads (SigmaeAldrich, St. Louis, MO, USA). Samples were
collected at different times (0, 6, 15, 30, 60, and 240 min) and
centrifuged (250 �g, 5 min, 4 �C) immediately. For trypsin tests,
peptide was incubated at 37 �C in DMEM containing 20 mg/mL
trypsin (SigmaeAldrich). Samples were collected at different times
(0, 15, 30, 60, 120, 180, and 240 min), 10% FBS was immediately
added to neutralize the proteolytic activity of trypsin, followed by
inactivating trypsin at 56 �C, 30min. Then supernatantmixtureswere
collected and stored at �20 �C before testing. The residual antiviral
activity of each sample was detected by PsV inhibition assay as
described above.

Quantitative analysis of peptides was conducted with liquid
chromatographyetandem mass spectrometry (LCeMS). The
LCeMS/MS system consisted of a Waters Acquity UPLC system
(Waters Corp., Milford, MA, USA) and coupled with an AB
SCIEX triple quadrupole mass spectrometer (Sciex Corp., Fra-
mingham, MA, USA). Data were acquired and processed using the
Analyst 1.6 software supplied by Sciex (Sciex Corp., Framing-
ham, MA, USA). For quantitative analysis, chromatographic
separations were performed on a Unitary C8 analytical column
[50 mm � 2.1 mm internal diameter (i.d.) 5 mmol/L; ACCHROM,
Beijing, China] and column temperature was maintained at 40 �C.
Solvent A (0.1% formic acid in water) and solvent B (methanol)
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were used as mobile phases. The gradient elution program was
optimized as follows: 5% phase B at 0.00e1.00 min; from 5% to
70% phase B at 1.00e2.00 min; from 70% to 95% phase B at
2.00e3.00 min; 95% phase B maintaining at 3.00e3.50 min; from
95% to 5% phase B at 3.50e3.60 min, followed by re-
equilibration at 5% phase B until 5 min and the flow rate was
0.5 mL/min. Autosampler temperature was kept at 15 �C and the
injection volume was set at 4 mL. EKL1C and EK1C4 were dis-
solved in water to produce 1 mg/mL standard stock solution
respectively, and stored at �20 �C. Then the calibrators at 5, 0.5,
0.05 mmol/L were diluted by methanol/water (1/1, v/v). In vitro
metabolic study in proteinase K and trypsin were performed ac-
cording to the reported procedures, the working solutions
(10 mmol/L, 0.3 mL) and proteinase K solution (40 mg/mL,
0.3 mL), or trypsin solution (40 mg/mL, 0.3 mL), were mixed in a
1.1 mL microcentrifuge tube. The mixtures were incubated at
37 �C in a water bath for 240 min. The reactions were terminated
by drawing 50 mL of the incubation mixtures into tubes containing
50 mL of ice-cold Methanol at 0, 15, 30, 60, 120, 180, and 240 min
followed by centrifugation at 5000 �g for 10 min at 4 �C. The
supernatant was transferred to ultra-performance liquid chroma-
tography (UPLC) auto-sampler vials and was analyzed according
to the analytical method.

2.11. Assay for stability of peptides stored at different
temperatures

To detect the significance of difference in stability between
EKL1C and EK1C4, the peptides were stored under the same
conditions at 4 �C, room temperature (RT) and 37 �C, respectively.
Samples were collected at the same time at different days (15, 30,
60, 100, and 120 days) and stored at �80 �C before testing. The
antiviral activity of each sample was detected by PsV inhibition
assay as described above.

2.12. Assay for metabolic stability of peptides in mouse serum

To compare significance of difference in metabolic stability of
peptides in mouse serum, we collected mouse serum from 6-week
BALB/c and mixed the serum with peptides at the concentration
that could achieve IC90, estimated according to the result from the
previous study. After incubation at 37 �C, samples were collected
at different time points (1, 3, 6, and 18 h), followed by inactivating
serum at 56 �C for 30 min. Then the mixtures were collected and
stored at �20 �C before testing. The residual antiviral activity of
each sample was detected by PsV inhibition assay as described
above.

2.13. Statistical analysis

All data were presented as the mean� standard deviation (SD) from
at least three experiments. Statistical differences were analyzed with
GraphPad Prism software. P < 0.05 was considered significant
(*P< 0.05, **P< 0.01, ***P< 0.001, ****P< 0.0001). One-way
ANOVAwas used to compare the statistical significance of difference
between the pretreatment and viral control groups or between the
post-treatment and viral control groups in the inhibition of authentic
SARS-CoV-2 and HCoV-OC43 replication in hACE2-Tg mice.
Unpaired Student’s t-test was used to compare the difference in
sensitivity to trypsin, protease K, and serum between EKL1C and
EK1C4 and the significance of difference in stability of EKL1C and
EK1C4 stored at different temperatures.
3. Results

3.1. Designing dePEGylated lipopeptides and screening for
lipopeptides with the most potent inhibitory activity against
pseudotyped SARS-CoV-2 infection and S protein-mediated
cellecell fusion

In order to design effective pan-CoV dePEGylated lipopeptides,
we first conducted an alignment with the amino acid sequences of
the HR2-CF of several HCoVs, including SARS-CoV, MERS-
CoV, SARS-CoV-2, and HCoV-OC43. We found that HR2-CF
sequences are relatively conserved among these HCoVs (Fig. 1C).
Then, we replaced the PEG flexible linker in the EK1C4 lip-
opeptide with HR2-CF sequence of HCoV-OC43 to design a series
of dePEGylated lipopeptides consisting of different length of EK1
and HR2-CF sequences, as well as cholesterol (Chol) or palmitic
acid (Palm) (Fig. 1D). The molecular weight of the synthesized
peptides was confirmed by MALDI-TOFeMS (Supporting In-
formation Fig. S1).

We assessed the antiviral activity of lipopeptides against SARS-
CoV-2 PsV infection in Huh-7, 293T/ACE2, and Caco-2 cells,
respectively. Among these lipopeptides, EKL1Cwas found to be the
most potent, with IC50s ranging from 0.037 to 0.045 mmol/L,
respectively, about 20- to 62-fold more potent than that of EK1
(Fig. 2A), but about 1.3- to 5-fold less potent than that of EK1C4
(IC50 ranging from 0.007 to 0.027 mmol/L).

Next,we tested the potential inhibitory activity of the lipopeptides
against SARS-CoV-2 S protein-mediated cellecell fusion. As shown
in Fig. 2Ba, EKL1C could completely inhibit cellecell fusion at the
concentration of 2.5 mmol/L and showed the most potent inhibitory
activity among the lipopeptides tested, consistent with the results
from the SARS-CoV-2 PsV infection experiments. The IC50 value of
EKL1C for inhibiting SARS-CoV-2 S protein-mediated cellecell
fusion was 0.008 mmol/L, about 40-fold more potent than that of
EK1 (IC50Z 0.320 mmol/L), but about 2.6-fold less potent than that
of EK1C4 (IC50 Z 0.003 mmol/L).

We then assessed the cytotoxicity of EKL1C and found that its
CC50 was 10, 13.81, and 8.49 mmol/L on Huh-7, Caco-2, and
293T/ACE2 cells, respectively (Supporting Information Fig. S2),
and all the selectivity indexes (SIZCC50/IC50) were in a range of
222e345, justifying the further study of EKL1C.

3.2. The dePEGylated lipopeptide EKL1C potently inhibited
infection by various pseudotyped SARS-CoV-2 S variants and
multiple HCoV PsVs

Mutations in the spike protein of SARS-CoV-2 are well known,
e.g., D614G and N501Y, detected in some SARS-CoV-2 variants
isolated from different regions at different times. It is also sus-
pected that such variants have the potential to escape from
effective immune responses against the wild-type SARS-CoV-
227,28. Here we assessed the inhibitory activity of EKL1C peptide
against infection of Huh-7 cells by pseudotyped SARS-CoV-2
strains with single or multiple key mutations in S protein of
some SARS-CoV-2 variants, including 9 mutants with a single
mutation in S protein (V341L, F342L, V367F, R408I, N435D,
G476S, V483A, N501Y, D614G), P.1 variant with mutations in S
protein (L18F/T20N/P26S/D138Y/R190S/K417T/E484K/N501Y/
D614G/H655Y/T1027I/V1176F)29, B.1.351 variant with muta-
tions in receptor-binding domain (RBD) (N501Y/E484K/
K417N)30, and B.1.1.7 variant with mutations in S protein (DH69/
V70/DY144/N501Y/A570D/D614G/P681H/T716I/S982A/



Figure 3 The dePEGylated lipopeptide EKL1C exhibited broad-spectrum anti-CoVactivity. (A) Inhibitory activity of EKL1C against infection

of pseudotyped SARS-CoV-2, as well as its S protein carrying single or multiple key mutations, in Huh-7 cells. Data are presented as mean � SD

(n Z 3). (B) Inhibitory activity of EKL1C against infection of pseudotyped SARS-CoV (a), MERS-CoV (b), HCoV-OC43 (c), HCoV-NL63 (d),

WIV1 (e), and Rs3367 (f). Data are presented as mean � SD (n Z 3).

Figure 2 The dePEGylated lipopeptide EKL1C showed the most potent inhibitory activity against SARS-CoV-2 PsV infection and S protein-

mediated membrane fusion. (A) Inhibition of the peptides against SARS-CoV-2 PsV infection in Huh-7 cells (a), 293T/ACE2 cells (b), and

Caco-2 cells (c). Data are presented as mean � SD (nZ 3). (B) Inhibition of the peptides against SARS-CoV-2 S protein-mediated cellecell fusion.

a: Images of SARS-CoV-2 S protein-mediated cellecell fusion in the presence of EK1 (I), EKL1C (II), EKL1 (III), and PBS (IV). Scale bars:

200 mm. b: Inhibitory activity of the peptides on SARS-CoV-2 S protein-mediated cellecell fusion. Data are presented as mean � SD (n Z 3).
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D1118H)31. We found that EKL1C could effectively inhibit
infection of all 12 mutants with IC50 below 0.15 mmol/L
(Fig. 3A).

We then compared the inhibitory activity of the cholesterol-
conjugated EKL1 peptide, EKL1C, with that of EK1 and EKL1
peptides (Fig. 1D) against infection by different pseudotyped
HCoVs. We found that EKL1C was highly effective in inhibiting
infection by the pseudotyped b-coronaviruses, including SARS-
CoV (Fig. 3Ba), MERS-CoV (Fig. 3Bb), and HCoV-OC43
(Fig. 3Bc) with IC50 of 0.076, 0.048, and 0.668 mmol/L, respec-
tively, showing higher potency than that of either EK1 (IC50:
0.49e3.09 mmol/L) or EKL1 (IC50: 4.08e10.53 mmol/L). EKL1C
could also effectively block infection of the pseudotyped a-HCoV,
HCoV-NL63 with IC50 of 0.035 mmol/L, about 37- and 105-fold
more effective than either EK1 (IC50 Z 1.345 mmol/L) or
EKL1 (IC50 Z 3.7 mmol/L), respectively (Fig. 3Bd). EKL1C was
also highly effective against infection of pseudotyped SARSr-
CoVs, including WIV1 and Rs3367, with IC50s of 0.218 and
0.046 mmol/L, respectively, about 70- and 156-fold more potent
than that of EK1, and 138- and 1919-fold more potent than that of
EKL1 (Fig. 3Be and f).

3.3. The dePEGylated lipopeptide EKL1C effectively inhibited
authentic SARS-CoV-2 andHCoV-OC43 infection invitro and invivo

We further assessed the inhibitory activity of EKL1C against
authentic SARS-CoV-2 and HCoV-OC43 infection. As expected,
EKL1C blocked SARS-CoV-2 infection in Vero-E6 cells in a
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dose-dependent manner with IC50 of 0.003 mmol/L, about 23- and
469-fold more potent than that of EK1 (IC50 Z 0.071 mmol/L) and
EKL1 (IC50 Z 1.407 mmol/L), respectively, which is consistent
with the results from the PsV infection assay as described above
(Fig. 4A). Again, EKL1C could effectively inhibit authentic
HCoV-OC43 infection in RD cells in a dose-dependent manner
with IC50 of 0.281 mmol/L, about 8- and 71-fold more effective
than that of EK1 (IC50 Z 2.43 mmol/L) and EKL1
(IC50 Z 20.29 mmol/L) (Fig. 4B).

As HCoVs transmit and infect humans mainly though the
respiratory tract, hACE2-Tg mice were administered with
EKL1C via an intranasal route at 0.5 h before or after intranasal
challenge with 105 TCID50 SARS-CoV-2 in order to assess the
prophylactic and therapeutic potential of EKL1C. Four days
post-challenge, lungs of mice in the three groups were collected
for the quantification of viral titers in lung tissues. Compared
with the nontreatment groups, viral titer in the lungs of mice in
the prophylactic and therapeutic groups decreased significantly
(***P < 0.001, ****P < 0.0001, Fig. 4C). To assess the
inhibitory activity of EKL1C peptides against authentic HCoV-
OC43 infection in vivo, HCoV-OC43-infected newborn mice
were treated with EKL1C at 0.5 h before or after intranasal
challenge with 102 TCID50 HCoV-OC43. As shown in Fig. 4D,
the viral titers detected in the lungs of mice in the prophylactic
and therapeutic groups were decreased about 100- and 10-fold,
compared with those in the lungs of mice in the nontreatment
control group. These results confirmed that EKL1C is effective
against authentic SARS-CoV-2 and HCoV-OC43 infection
in vivo.
Figure 4 EKL1C effectively inhibits authentic SARS-CoV-2 and HCoV

SARS-CoV-2 infection in Vero E6 cells in a dose-dependent manner. Data

HCoV-OC43 infection in RD cells in a dose-dependent manner. Data are pr

the lungs of hACE2-Tg mice in the EKL1C pre- and post-treatment gro

****P < 0.0001. (D) Reduction of HCoV-OC43 titer in the lungs of newbo

the non-treatment control group. **P < 0.01.
3.4. The dePEGylated lipopeptide EKL1C showed stronger
resistance to proteinase K and trypsin, better metabolic stability in
mouse serum and higher thermostability than the PEGylated
lipopeptide EK1C4

To compare the sensitivity of the dePEGylated lipopeptide EKL1C
with the PEGylated lipopeptide EK1C4 to proteolytic enzymes,
both peptides were treated with trypsin or proteinase K at 37 �C,
followed by collection of samples at different time points post-
treatment for detection of their inhibitory activity against SARS-
CoV-2 PsV infection. As shown in Fig. 5Aa and b, the inhibitory
activity of EK1C4 against SARS-CoV-2 PsV infection gradually
decreased more significantly than that of EKL1C under the same
treatment condition (*P< 0.05, **P< 0.01, ***P< 0.001). These
samples were also analyzed by LCeMS quantitative analysis and
similar trends were obtained (Fig. 5Ac and d). These results suggest
that the dePEGylated lipopeptide EKL1C is significantly more
resistant than the PEGylated lipopeptide EK1C4 to the proteolytic
enzymes trypsin and proteinase K.

To compare the metabolic stability of the dePEGylated
lipopeptide EKL1C with that of the PEGylated lipopeptide
EK1C4 in mouse serum, we added the peptides into mouse
serum. After incubation at 37 �C for 18 h, the inhibitory ac-
tivity of EKL1C on SARS-CoV-2 PsV infection decreased
about 20%, while that of EK1C4 decreased about 40%
(*P < 0.05), indicating that EKL1C has better metabolic sta-
bility than EK1C4 (Fig. 5Ae).

To detect the thermostability of lipopeptides, we tested the
antiviral activities of EKL1C and EK1C4 stored at different
-OC43 infection in vitro and in vivo. (A) EKL1C inhibited authentic

are presented as mean � SD (n Z 3). (B) EKL1C inhibited authentic

esented as mean � SD (nZ 3). (C) Reduction of SARS-CoV-2 titer in

ups, compared with the non-treatment control group. ***P < 0.001,

rn mice in the EKL1C pre- and post-treatment groups, compared with
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temperatures and different times. As shown in Fig. 5B, after being
stored at 4 �C, RT, and 37 �C for 120 days, the inhibitory activity
of EK1C4 against SARS-CoV-2 PsV infection was reduced by
about 44-, 58-, and 92-fold, respectively, while that of EKL1C
decreased about 20-, 26-, and 48-fold, respectively, confirming
that dePEGylated lipopeptide EKL1C is significantly more ther-
mostable than the PEGylated lipopeptide EK1C4 (*P < 0.05,
***P < 0.001, ****P < 0.0001).

4. Discussion

The current COVID-19 pandemic caused by SARS-CoV-2 and its
variants has posed a serious threat to the global heath and econ-
omy27,32e35, while future outbreaks of highly pathogenic infec-
tious diseases may be caused by emerging and re-emerging
coronaviruses36. These current and potential threats call for the
development of potent pan-CoV inhibitor-based antivirals target-
ing the conserved sites in the functional proteins in HCoVs10.

Our recent studies have shown that peptides derived from the
HR2 domain in the S2 subunit of HCoV-OC43 S protein, such as
OC43-HR2P and its mutant peptide EK1, which target the
conserved HR1 domain, exhibit effective and broad-spectrum
inhibitory activities against infection of SARS-CoV-2 and its
variants, as well as all HCoVs and some SARSr-CoVs tested, and
Figure 5 Comparison of the sensitivity to proteolytic enzymes (trypsin

stability between EKL1C and EK1C4. (A) The sensitivity of EKL1C and E

treated with trypsin or proteinase K at 37 �C for different time as determine

analysis (c, d), respectively. The metabolic stability of EKL1C and EK1C

(e). Data are presented as mean � SD (nZ 3). *P < 0.05, **P < 0.01, ***

EKL1C and EK1C4 stored at 4 �C for 120 days (a), RT for 120 days (b),

against SARS-CoV-2 PsV infection was detected. Data are presented as m
their S protein-mediated membrane fusion9,37. To improve upon
the anti-HCoV activity of EK1, we conjugated cholesterol to the
C-terminus of EK1 under the assistance of a PEG linker because
PEG, as a flexible linker, could facilitate overcoming the steric
hindrance against the binding of lipopeptide to the target site38

(Fig. 1B). Indeed, the resultant PEGylated lipopeptide, EK1C4
exhibited much more potent anti-CoV activity than EK111. A
number of other reports also show that PEGylated lipopeptides
possess much improved antiviral activity over that of unmodified
peptides11,13,39, possibly because the lipopeptide, through
cholesterol linkage at its C-terminus, can anchor to the host cell
membrane, thus raising the local concentration of the lipopeptide
at the fusion site (Fig. 1B).

However, recent studies have shown that some PEG-modified
therapeutics could induce PEG-specific antibodies in vivo,
resulting in decreased therapeutic efficacy40e43. It was also re-
ported that PEG conjugation at the C-terminus of a lipopeptide
could enhance its sensitivity to proteolytic enzymes18,44. Most
recently, it was reported that at least eight health volunteers who
received the mRNA COVID-19 vaccine produced by Pfizer and
BioNTech suffered severe allergy-like reactions, possibly because
these people may have had high levels of the preexisting anti-
bodies against PEG, which was used in the nanoparticles for
mRNA packaging of the vaccine45.
and proteinase K), metabolic stability in mouse serum, and thermo-

K1C4 to trypsin (a, c) and proteinase K (b, d) after the peptides were

d by SARS-CoV-2 PsV inhibition assay (a, b) and LCeMS quantitative

4 in mouse serum was assessed by SARS-CoV-2 PsV inhibition assay

P < 0.001, ****P < 0.0001 vs. EK1C4 groups. (B) Thermostability of

and at 37 �C for 120 days (c). The inhibitory activity of the peptides

ean � SD (n Z 3). *P < 0.05, ***P < 0.001, ****P < 0.0001.
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Therefore, to circumvent these limitations, we designed and
synthesized eight dePEGylated lipopeptides by replacing the PEG
linker with some amino acids at the HR2-CF of HCoV-OC43 as a
linker with an optimal length between the pan-CoV fusion
inhibitory peptide and the cholesterol or palmitic acid, and four
corresponding peptides without lipid groups as controls (Fig. 1D).
Among these dePEGylated lipopeptides, EKL1C showed the most
effective anti-SARS-CoV-2 activity with IC50 at nmol/L level,
confirming its high level of anti-SARS-CoV-2 activity.

Based on our comprehensive results, EKL1C could maintain its
potent pan-CoV fusion inhibitory activity by flexibly binding to the
HR1 domains in the S proteins of all above HCoVs and SARSr-CoVs
tested.

Most importantly, the dePEGylated lipopeptide EKL1C
exhibited significantly stronger resistance to the proteolytic en-
zymes, trypsin, and proteinase, better metabolic stability in mouse
sera, and higher thermostability than the PEGylated lipopeptide
EK1C4, suggesting that our strategy offers a possible solution to
the limitations of PEG linkers in PEGylated drugs. Since the
dePEGylated lipopeptide EKL1C contains no PEG, it is unlikely
to cause severe allergy-like reactions in people who have high
levels of the preexisting anti-PEG antibodies.

5. Conclusions

We have designed and developed a highly stable dePEGylated
lipopeptide, EKL1C, with highly potent pan-CoV fusion inhibitory
activity. First, EKL1C targets a highly conserved target site in HR1
domains in S protein of HCoVs, thus possessing broad-spectrum
anti-HCoV activity and high genetic barrier for drug resistance,
successfully addressing the shortcomings of antibody drugs. Sec-
ond, EKL1C could be used in an intranasal formulation to prevent
HCoV infection in the respiratory system, thus reducing viral loads
and pathological damage in lungs caused by HCoV infection.
Third, EKL1C has shown relatively stronger resistance to proteo-
lytic enzymes and higher thermostability, thereby avoiding the
limitations of a PEGylated lipopeptide drug candidate like EK1C4.
Collectively, these findings suggest that EKL1C is a promising
candidate for further development as a potent and stable pan-HCoV
fusion inhibitor that can be used alone or in combination with other
broad-spectrum anti-HCoV drugs for the treatment and prevention
of infection by SARS-CoV-2 and its variants, other HCoVs, and
any future emerging and re-emerging coronaviruses.
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