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Abstract

Background: The bovine ephemeral fever virus (BEFV) glycoprotein neutralization site 1 (also referred as G1 protein)
, is a critical protein responsible for virus infectivity and eliciting immune-protection, however, binding peptides of
BEFV G1 protein are still unclear. Thus, the aim of the present study was to screen specific polypeptides, which bind
BEFV G1 protein with high-affinity and inhibit BEFV replication.

Methods: The purified BEFV G1 was coated and then reacted with the M13-based Ph.D.-7 phage random display
library. The peptides for target binding were automated sequenced after four rounds of enrichment biopanning.
The amino acid sequences of polypeptide displayed on positive clones were deduced and the affinity of positive
polypeptides with BEFV G1 was assayed by ELISA. Then the roles of specific G1-binding peptides in the context of
BEFV infection were analyzed.

Results: The results showed that 27 specific peptide ligands displaying 11 different amino acid sequences were
obtained, and the T18 and T25 clone had a higher affinity to G1 protein than the other clones. Then their antiviral
roles of two phage clones (T25 and T18) showed that both phage polypeptide T25 and T18 exerted inhibition on
BEFV replication compared to control group. Moreover, synthetic peptide based on T18 (HSIRYDF) and T25
(YSLRSDY) alone or combined use on BEFV replication showed that the synthetic peptides could effectively inhibit
the formation of cytopathic plaque and significantly inhibit BEFV RNA replication in a dose-dependent manner.

Conclusion: Two antiviral peptide ligands binding to bovine ephemeral fever virus G1 protein from phage display
peptide library were identified, which may provide a potential research tool for diagnostic reagents and novel
antiviral agents.

Keywords: Bovine ephemeral fever virus, Phage display random peptide library, G1 binding peptide, Antiviral
peptide

Background
Bovine ephemeral fever (BEF) caused by bovine ephem-
eral fever virus (BEFV), also known as 3 day fever, is an
acute febrile infection of cattle and water buffaloes. The
typical clinical symptoms of BEF are characterized by
the rapid onset and rapid recovery of clinical signs, such
as fever, depression, muscle stiffness, oral and nasal
discharges, joint pain and lamenes [1–3].The disease is
more frequently distributed in a vast expanse of the

world including tropical, subtropical and temperate re-
gions of Africa, the Middle East, Australia and Asia, and
leads to serious economic losses to the cattle industry
through loss of milk production, significant impacts on
trade [4–6]. To date, no specific treatment and drug is
available for BEFV.
BEFV belongs to the genus Ephemerovirus in the family

Rhabdoviridae, and consists of a single stranded, negative-
sense RNA genome with a lipid envelope and five struc-
tural proteins [7, 8]. The G protein plays an important role
in inducing neutralizing antibodies, and it is also closely
associated with cell tropism, pathogenicity, fusion and
interaction with host cellular receptors [5, 9–12]. The
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protein G consists of five major neutralisation sites
(G1,G2,G3a,G3b,G4) defined by BEFV G protein specific
monoclonal antibodies (MAbs) in competition ELISAs,
and among these sites, site G1 composed of two minimal
B cell epitopes is a linear neutralisation site involving in
eliciting neutralizing antibodies. It is reported that site
G1 is predicted to face the viral membrane in both the
pre-fusion and post-fusion forms of the trimer and may
be approachable to antibodies [13–15]. Therefore, G1

protein can be used as a potential target for antiviral
drug screening.
Phage display, a well-established powerful and popular

technology, has been extensively used in many fields, in-
cluding antibody engineering [16, 17], ligand screening
[18, 19], peptide drug discovery and manufacture [20, 21],
disease molecular diagnostic analysis [22], biosensing [23]
and vaccine research and development [24]. The high
capacity and abundance of random phage display library
makes it appropriate for high-throughput screening of
peptide ligands that specifically bind with the given
targets. In virology, several peptides have been identi-
fied as potential antivirals against classical swine fever
virus [25], transmissible gastroenteritis virus [26], in-
fluenza virus [27], newcastle disease virus [28], human
immunodeficiency virus (HIV) [29] and hepatitis B
virus [30] using phage display technology. However, there
is no report about screening of polypeptides binding to
BEFV by phage display library.
In this study, we identified specific peptides that were

capable of binding to the G1 protein of BEFV from the
7-mer phage display library using the immobilized BEFV
G1 protein as a target, and we analyzed their roles in the
context of BEFV infection in vitro, which is of great sig-
nificance for potential diagnosis and treatment of BEF.

Methods
Virus, cells and plasmid
Ph.D.-7 phage-displayed peptide library was purchased
from New England Biolabs (Ipswich, MA, USA). The
titer of this peptide library was up to 2 × 1013 plaque
forming units (pfu/mL), containing about 2.8 × 109 inde-
pendent random peptide sequences. BEFV(Shandong/
China/2011) were isolated and stored by the Ruminant
Disease Research Center, Shandong Normal University,
Jinan, Shandong Province, China, and the 50% tissue cul-
ture infected dose (TCID50) of BEFV determined by Reed-
Muench method were 5.0 × 105.0TCID50/mL. Anti-BEFV
antibody extracted from cattle was preserved in our labora-
tory. More concretely, clinical serum samples were col-
lected from detected dairy cattle cases of BEFV infections
in China. The antibodies against BEFV were identified by
the microneutralization assay according to the instructions
of the Agricultural Industry Criteria of the People’s
Republic of China (publication no. NY/T543–2002).

The anti-BEFV antibodies in this study were applied
to analyze the bioactivity of purified recombinant G1 pro-
tein in Western Blot. BHK-21 cells were incubated in
Dulbecco’s modified Eagle’s medium (DMEM, Invitrogen,
Carlsbad, CA, USA), supplemented with 10% fetal bovine
serum (FBS, Gibco, USA) at 37 °C, 5%CO2. Prokaryotic
expression vector pET-32a(+) plasmid were maintained in
our laboratory. The G genes of Shandong/China/2011
(GenBank: JX234571.1) was previously described [31],
and the pMD18-T-G was used as template for PCR
amplifying the G1 gene using sense primer G1-F:5’-
CGGGATCCAGAGCTTGGTGTGAATAC-3′ and anti-
sense primer G1-R:5’-CCGCTCGAGCCAACCTACAA
CAGCAGATA-3′. Underlined parts of primers repren-
sent Bam HI and Xho I restriction sites, respectively.
The amplified G1 gene region and the points linked to
the primers used were shown in Supplement Figure one
with the size of 420 bp. The PCR product was cloned
into the pET-32a(+) vector and the plasmids with G1

gene was sequenced by BGI (BGI, China).

Expression and purification of BEFV recombinant G1

protein in E. coli
The recombinant plasmid pET-32a(+)-G1 was trans-
formed into high efficiency chemical competent cells
E.coli BL21(DE3) pLysS (TransGen Biotech Company,
Beijing, China). BL21 cells were cultured in LB medium
containing 100 mg/L Ampicillin. The LB medium was
shaken at 37°C until the OD600 reached 0.6–0.8, then
isopropyl-d-thiogalactoside (IPTG) was added to a final
concentration of 1 mmol/L to induce G1 expression. The
BL21 cells were further incubated for 6 h at 37 °C, and har-
vested by centrifugation at 8000×g for 5 min at 4 °C.The
precipitation of BL21 cells were resuspended in lysis buffer
including 10 mmol/L phosphate buffered saline (PBS,
pH 7.4), imidazole (10 mmol/L), lysozyme (10 g/L), trypsin
inhibitor (10 g/L), pepsin inhibitor (1.0 g/L) and PMSF
(1.0 g/L) for sonication on ice. The cell lysate was centri-
fuged at 12,000×g for 20 min at 4 °C. The supernatant was
collected and poured in a 10 mL Ni2+-Sepharose 6 Fast
Flow column pre-equilibrated with lysis buffer. The column
was then washed with imidazole (10, 50 and 100 mmol/L)
in PBS (10 mmol/L, pH 7.4) to remove nonspecifically
bound proteins, and eluted with 250 mmol/L imidazole.
Meanwhile, the designated pET32a(+) vector control
protein was also expressed and purified in E. coli in the
same condition. The yield protein concentration was
measured using the Pierce BCA-200 Protein Assay Kit.
To verify the reactivity of purified G1 protein, we con-
ducted western blotting using purified G1 protein and
pET32a(+) vector control protein as antigen by incubating
with anti-BEFV positive antibody (diluted at 1:1000) for
2 h, and then with goat anti-cattle IgG conjugated to per-
oxidase (diluted at 1:2000, Abcam,ab102150,USA). Full
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immunoblots was visualized by enhanced chemilumines-
cence immunoassay (ECL kit, Thermo Fisher Scientific
Inc., USA).

Biopanning and enrichment analysis of phage library
using BEFV G1 as target
The Ph.D.-7 peptide library (NEB, New England Biolabs,
USA, E8100S) was used to screen for G1 binding pep-
tides according to the manufacturer’s instructions with
slight modifications. In short, 96-well plates were coated
with 100 μL/well of the recombinant G1 protein at a
concentration of 100 μg/mL, biopanning was carried out
by incubating the phage display library (1011 phages/mL).
After washing away the unbound phage with Tris-buffered
saline (TBS + 0.1% Tween 20), a bound phage was eluted
in TBS and titrated as described in the standard protocol,
and then subjected to the next round of panning. The sec-
ond, third and fourth rounds of panning were done under
more stringent conditions using less amount of the target
(100 μL/well of a solution at 75,50,25 μg/mL of the re-
combinant G1 protein, and shorter incubation time (1.5 h,
1 h and 0.5 h in the 2, 3 and 4th round, respectively), and
washed with higher concentrations of Tween 20-TBS
(0.25%, 0.5% and 0.5%, respectively) for longer time (10 ×
2 min, 10 × 3 min and 10 × 4 min). Inbetween each round
of panning, the titer of the panning phages in binding buf-
fer (here referred to as input) and that in the elution buffer
(here referred to as output) was determined, and the ratio
of output to input was analyzed to assess the enrichment
efficiency. After four rounds of panning, individual clones
were randomly picked and amplified in E. coli ER2738
strain to prepare their DNA.

Sequencing of positive phage clones
Individual positive phage clones were amplified, and phage
single-stranded DNA was extracted and purified using M13
Phage DNA Rapid Extraction Kit (Spin-column, Signalway
Biotechnology, USA), DNA was sequenced by Sangon se-
quencing (Sangon Biotech Co.,Ltd., Shanghai, China) using
the-96 gIII sequencing primer 5′-CCCTCATAGTTAGCG
TAACG-3′ provided by the Ph.D.-7 peptide library kit.
Amino acid sequences were deduced from phage display
peptide DNA sequences by ExPASy Translate tool (http://
web.expasy.org/translate/). The polypeptides used in the
study were synthesis and purified by the Beijing Science
and Technology Co., Ltd. and an irrelevant control peptide
(AEMLELS) acquired from another screening strategy was
synthesized by China Peptides Co., Ltd. (Shanghai, China).

Binding analysis of individual phage using ELISA
The phage displayed peptide clones with different amino
acid sequences were subjected to ELISA. Briefly, ELISA
plates were coated with the G1 protein at a concentration
of 10 μg/well diluted in 0.1 mol/L NaHCO3 (pH 8.6)

overnight at 4°C. Meanwhile, the purified pET32a(+) vec-
tor control protein coated with the same concentration
was used as control group. All ELISA plates were blocked
with 200 μL blocking buffer (5% BSA) for 2 h at room
temperature. Ten-fold serial dilutions of the selected
phages were added to both coated plates starting with
1012 phages in the first well. Plates were incubated for 2 h
at room temperature and then washed 6 times with TBST
(TBS containing 0.5% Tween-20). Bound phage was then
detected with 200 μL 1:1000 diluted horseradish peroxid-
ase (HRP)-conjugated anti-M13 antibody (GE Healthcare,
27–9421-01, USA) in blocking buffer. Finally, the peroxid-
ase activity was rapidly detected with substrate solution
TMB upon addition of a sulfuric acid stop solution. The
absorbance of the reaction was determined at 450 nm
with an ELISA microplate reader (Shanghai Utrao Medical
Instrument Co., Ltd., Shanghai, China).

Antiviral activity of positive phage clones and synthetic
peptides
BHK-21 cells (1 × 105/well) were plated in 12-well cul-
ture plates to 90% confluence. Amplified positive phage
clones at concentrations of 1010(pfu/mL) and synthetic
peptides at concentrations of 0, 10, 20, 40, 80, 160, and
320 μg/mL were incubated with 100TCID50/0.1 mL
BEFV at 37°C for 1 h, respectively, and then a mixture of
virus and amplified positive phages or various concen-
trations of synthetic peptides transferred onto the cell
monolayers for adsorption for 2 h. The medium was
then replaced with maintenance medium containing
2%FBS in 1 mL DMEM and incubated for a further
36 h. The treated cells and their supernatants were col-
lected followed by three cycles of alternate freezing and
thawing and stored at −80 °C before use.

Plaque reduction assay
Vero cells (1 × 105 cells/well) were seeded into 12-well
plates for 12 h maintained in Dulbecco’s modified Eagle’s
medium (DMEM, Invitrogen, USA), supplemented with
10% inactivated fetal bovine serum (FBS, Gibco, USA) and
a mix of the antibiotics Penicillin (100 IU) and Strepto-
mycin (100 μg/mL) at 37°C, 5%CO2. Synthetic peptides at
concentrations of 0, 10, 20, 40, 80, 160, and 320 μg/mL
were incubated with 100TCID50/0.1 mL BEFV at 37°C for
1 h, and then transferred onto the cell monolayers. After
2 h of incubation, discarding the supernatant, the cells
were incubated under normal culture conditions at 37°C
for 36 h. The monolayers were spread out with 2% low
melting agarose, and formation of cytopathic plaque was
visualized by staining the cell monolayers with 1%(W/V)
neutral red solution (Sigma-Aldrich, USA). The effects of
peptides on BEFV infection were evaluated by count-
ing the plaques and calculating the titer (pfu/mL) and
inhibitory rate.
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Real-time reverse transcription polymerase chain reaction
(RT-PCR)
Total RNA was extracted from 200 μL treated samples
using QIAamp® Viral RNA Mini Kit (QIAGEN, Valencia,
CA, USA) and eluted into final volumes of 50 μL. Re-
verse transcription was performed using PrimeScript RT
reagent Kit (TaKaRa, Japan) according to manufacturer’s
protocols. The SYBR Green-based quantitative real-time
RT-PCR was carried out using a Premix Ex Taq kit accord-
ing to the manufacturer’s protocols (TaKaRa, Japan) in a
total volume of 25 μL on a Roche LightCycler 480 Real
Time PCR System (Roche Applied Science, Germany). The
sequences of primer sets used in real-time RT-PCR with
specific primers for BEFV N gene and endogenous glycer-
aldehyde 3-phosphate dehydrogenase (GAPDH) gene were
listed in Table 1. Real-time RT-PCR was carried out as
follows: 95 °C for 5 min, followed by 40 cycles of 94 °C for
20 s, 60 °C for 30 s and 30 s at 72°C. The threshold cycle
(Ct) value related to RNA levels of each target gene was
normalized to GAPDH expression and the relative expres-
sion of each sample was analysed by the 2(−△△Ct) method.

Statistical analysis
Each treated sample was run in triplicate. Statistical ana-
lysis was performed by one-way analysis of variance and
values were considered significant when p < 0.05. Figures
were performed using the GraphPad™ Prism 5.0 software
(Graphpad Software Inc., San Diego, CA, USA).

Results
Purification of recombinant BEFV G1 protein in E. coli
The G1 gene region of 420 bp (Additional file 1: Figure S1)
was amplified by PCR and cloned into pET32a(+) vector.
G1 protein was expressed in E.coli strain BL21 (DE3) and it
mainly existed in the supernatant of the bacterial lysate,
which indicated that G1 gene had been efficiently expressed
in prokaryotic expression system in a soluble form. Large
amounts of highly expressed protein were purified using
Ni2+-sepharose 6 Fast Flow affinity media. The results of
SDS-PAGE indicated that we obtained the highly-pure re-
combinant G1 protein with an expected size of ~ 37 kDa.
Meanwhile, the expected thioredoxin protein encoded by
empty pET-32a (+) vector alone was also clearly visible with
the size of ~ 21 kDa (Fig. 1a). Western blot were performed
to analyze the bioactivity of purified recombinant G1 pro-
tein. The result indicated that purification of recombinant

G1 protein could immunoreact with anti-BEFV antibody
(Fig. 1b). Therefore, those data were indicated that the
purified G1 used in this study was biologically active. The
concentration of purified G1 and control pET-32a (+)
vector protein determined by the absorbance at 280 nm
were 1.65 mg/mL and 2.85 mg/mL.

Identification of phage-displayed peptides with BEFV G1

protein
In this study, a Ph.D.-7™ Phage Display Peptide Library was
used to screen high-affinity ligands that could selectively
bind to G1 protein. Following four rounds of biopanning,
the amounts of input phages and output phages were de-
termined by titration, and the properties of phage recovery
efficiency (output phages/input phages) in each round were
calculated. As shown in Table 2, the recovery efficiency
was 195-fold higher (from 7.2 × 10−3 to 3.7 × 10−5) after
four rounds of panning than after the first round, suggest-
ing that the phages specifically bound to G1 protein were
successfully enriched.

DNA sequencing of the selected phage clones
After the 4th panning round, a total of 27 phage clones
were randomly selected and amplified. The DNA of
selected positive phage clones was extracted and se-
quenced. The DNA sequencing reports showed that 11
deduced peptides were finally obtained among the 27
phages and presented in Table 3. Alignment of the pep-
tides revealed probably putative G1 binding conservative

Table 1 The sequences of primers used in real-time RT-PCR

Gene Sequences (5′-3′) Amplicon size(bp)

BEFV N N-F TCCTTCACCATGTACTGCAC 138

N-R ACCTTGTGGCACTCTCAAC

GAPDH GAPDH-F TCATGACCACAGTCCATGCC 144

GAPDH-R GGATGACCTTGCCCACAGCC

Fig. 1 SDS-PAGE and Western blot analysis of purified recombinant G1

protein. Large amounts of highly expressed recombinant G1 protein
were purified using Ni2+-sepharose 6 Fast Flow affinity media under
native conditions. a SDS-PAGE analyses of purified recombinant G1

protein and pET32a vector protein. M, molecular protein marker; Lane
1, purified recombinant G1 protein; Lane 2, pET32a vector protein. b
Western blot analysis of purified recombinant G1 protein and pET32a
vector protein react with BEFV antibody. The left lane: vector protein
control; the right lane: purified recombinant G1 protein
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consensus motifs. Phages 4, 11, 12, 23 and 25 had a
consensus sequence YSLRSDY named T25, which bear
YSLR similarity with other 11 phage clones. The over-
lapping motif sequence derived from Phages 3 and 18
was HSIRYDF named T18.

Binding analysis of individual phage with G1 using ELISA
In order to test the binding ability of the selected phage
clones, 11 independent phage clone groups encoding dif-
ferent amino acid sequences were selected and detected
by ELISA using the purified recombinant G1 protein as
target. As shown in Fig. 2, the absorbance obtained from
each phage combined with the target G1 protein was
significantly higher than that of the control pET-32a (+)
vector protein. Among these G1 binding peptides, T18
and T25 showed the higher binding ability to G1 protein
when compared to the other clones. Although there is
no criterion for judging the positive clones, it is sug-
gested that the T18 and T25 clone might have a higher
affinity to G1 protein than the other clones.

Inhibition of peptides on BEFV replication
To further determine whether the phages that displayed
G1-binding peptides have the potential to inhibit BEFV in-
fection, we performed virus-blocking assays in BHK-21
cells. Briefly, 100 TCID50/0.1 mL BEFV was incubated with
individual clone with a titer of 109pfu/0.1 mL that

displayed G1-binding peptide or irrelevant phage, respect-
ively, and then inoculated into BHK-21 cells. Meanwhile,
the non-phage treated BEFV was included as a control.
After incubation for 36 h, the SYBR Green-based real-time
RT-PCR was performed to determine the RNA copies of
BEFV in different phage-treated cells. The results showed
that T25 and T18 peptides significantly exerted anti-
viral activity, and the phage polypeptide T25 could re-
duce BEFV RNA copy number by 2 times, while T18
decrease by 1.5 times compared to control group. Obvi-
ously, T25 was the greatest antiviral peptide among all
these selected peptides (Fig. 3).
To further investigate the antiviral activity of selected

polypeptide (T18 and T25), firstly, we synthesized the
peptides borne by phages T18 and T25 and conducted
the dose-dependent effect of synthetic peptides T18 and
T25 on inhibition of BEFV replication by virus plaque
assay. At indicated concentration points, the reduce
plaque assay showed the synthetic peptides could signifi-
cantly inhibit the formation of cytopathic plaque at a
concentration of 80 μg/mL, while the group of 320 μg/mL
nearly abolished plaque formation in Vero cells, and the
reduce plaque result of serial diluted synthetic peptides
T25 was shown in Fig. 4a. Then antiviral activities of
synthetic peptides T18 and T25 were determined by
calculating the percentage of inhibitory rate compared
against the controls. The results suggested that the similar

Table 2 Enrichment of phage peptides from library by BEFV G1 protein biopanning

Item First round biopanning Second round biopanning Third round biopanning Fourth round biopanning

G1(μg) 10 7.5 5 2.5

Concentration of Tween20 (v/v) 0.1% 0.25% 0.5% 0.5%

Input/PFU (pfu/ml) 1 × 1011 1 × 1011 1 × 1011 1 × 1011

Output/PFU (pfu/ml) 3.7 × 106 5.2 × 107 8.7 × 107 7.2 × 108

Recovery
(Output/input)

3.7 × 10−5 5.2 × 10−4 8.7 × 10−4 7.2 × 10−3

Table 3 Sequencing results of positive phage colonies with specifically binding to BEFV G1 protein

Groups Phage clones Phage displayed peptide DNA sequence Phage displayed peptide
amino acid sequence

Poly-peptide names

1 4, 11, 12, 23, 25 TATTCTCTTCGTTCTGATTAT YSLRSDY T25

2 5, 6, 20 TATTCTCTTCGTCAGGATTGG YSLRQDW T20

3 1, 13, 19 TATAGTTTGCGTACTGATTGG YSLRTDW T19

4 16, 22, 26 TATTCTCTTCGTCAGGAGAGG YSLRQER T26

5 14, 24 TATAGTTTGCGTGCGGATCGT YSLRADR T24

6 10, 17 GCTCTGAGTAGTCTGCGTAAT ALSSLRN T17

7 3, 18 CATTCTATTCGGTATGATTTT HSIRYDF T18

8 2, 15 CATAGTATTCGTGTTGATTGG HSIRVDW T15

9 21 GATTGGATTTTTCCTGCGTTT DWIFPAF T21

10 9, 27 AAGGTTTGGATTGTTCCTTCT KVWIVPS T27

11 7, 8 AAGGTTTGGTTGCTTCATTCT KVWLLHS T8
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trend was at work on the inhibition of T18 and T25
on BEFV infection. It turned out that 80 μg/mL,
160 μg/mL and 320 μg/mL of synthetic peptides could
significantly interfere with BEFV formation of cyto-
pathic plaque (p < 0.05) (Fig. 4b).

We further analyzed dose dependence of antiviral activ-
ity of the synthetic peptide T18 and T25 alone, and com-
pared the synergistic effects of combined use on BEFV
replication. As shown in Fig. 5, the results of real time RT-
PCR showed that 320 μg/mL, 160 μg/mL and 80 μg/mL
of synthetic peptides alone and combined use could
significantly inhibit BEFV RNA replication (P < 0.05), and
both T18 and T25 exerted inhibition on BEFV replication
of BHK-21cells in a dose-dependent manner. However,
the effects of peptides T18 and T25 combined were simi-
lar to that of peptide T18 or T25 alone (P > 0.5) (Fig. 5).

Discussion
The study of the molecular mechanism of virus infection
is the basic and vital approach for prevention and control

Fig. 3 Inhibitory effects of selected phage on BEFV detected
by real-time RT-PCR. 11 selected phages labeled Phage
T25,T20,T19,T26,T24,T17,T18,T15,T21,T27 and T8 were incubated
with 100TCID50/0.1 mL, respectively. The SYBR Green-based
quantitative real-time PCR was used to determine BEFV RNA with
specific primers for N gene. The relative expression of BEFV was
normalized to GAPDH expression and analysed by the 2(−△△Ct) method.
Each treated sample was run in triplicate. Statistical analysis was p
erformed by one-way analysis of variance and values were considered
significant when p < 0.05. Figures were performed using the
GraphPad™ Prism 5.0 software. Statistical significance (p < 0.05)
was noted by “*” compared to control groups

Fig. 4 Inhibition of peptide T18 and T25 to plaque production on
Vero cells. a Inhibition ability of synthetic peptides T25 was
determined by the reduce plaque assay. 100 TCID50/0.1 mL BEFV
and 2-fold serial diluted synthetic peptides ranging from 10 μg/mL
to 320 μg/mL were pre-inoculated and then inoculated Vero cells.1,
BEFV; 2, BEFV + 20 μg/mL;3, BEFV + 40 μg/mL; 4, BEFV + 80 μg/mL; 5,
BEFV + 160 μg/mL; 6, BEFV + 320 μg/mL. b Synthetic peptides T18
and T25 at 2-fold serial dilution concentrations of 10-320 μg/mL
were incubated with 100 TCID50/0.1 mL BEFV, respectively. The
synthetic irrelevant peptide (AEMLELS) acted as control. Antiviral activities
of the peptides were determined by calculating the percentage of
inhibitory rate compared against the controls using the following f
ormula; IN (%) = T/C × 100 [42], where, T is the mean of the number of
plaque treated with different concentration of peptides. C is the mean
of the number of plaque treated with corresponding synthetic irrelevant
peptides that did not react with G1 protein. Data presented were the
mean OD values (±SD) of triplicate samples. Figures were performed
using the GraphPad™ Prism 5.0 software. Statistical significance (p< 0.05)
was noted by “*” compared to control groups

Fig. 2 ELISA analysis of binding activities between the selected
phages and BEFV G1 protein. 11 selected phages labeled
T25,T20,T19,T26,T24,T17,T18,T15,T21,T27 and T8 were incubated with
recombinant protein G1 and pET32a vector control protein in ELISA
plates to determine individual binding activities as measured by OD450

values. The OD450 readings were performed in triplicates. Statistical
significance (p < 0.05) is noted by “*” compared to control groups
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of the disease. As for BEFV infection, it has been proposed
that the attachment of virus to the host cell membrane via
the interaction of the viral envelope G protein with cell
surface receptors is considered to be the initial step of
BEFV infection [32]. And G1 protein is considered to be
the main protective antigen of BEFV that only reacts with
sera against BEFV, currently some molecular and sero-
logical diagnostic methods to detect BEFV were estab-
lished based on G1 protein [12, 33]. In this study, we
aimed at utilizing G1 protein as target protein for screen-
ing its ligands and preliminary investigating the role of
binding peptides during BEFV infection. The highly effect-
ive prokaryotic system is exemplified an optimal choice
for heterologous protein, and the BEFV G1 protein was
purified in a moderately form of soluble (Fig. 1a), ensuring
the target protein’s native configuration in vitro. Further-
more it can specifically react with anti-BEFV antibodies as
an antigen protein (Fig. 1b). Taken together, the G1 glyco-
protein used in this study is biologically active.
In recent years, using purified protein or whole

virus particle as the targets of phage peptide library
screening provides an ideal approach to identify
multifunctional peptides [22, 34–36]. In this study, we
used a phage-displayed heptapeptide library to identify
G1 protein interactors, and the conditions of the se-
lection were strictly limited to enrichment specific
G1-binding phages(Table 2). After four rounds of pan-
ning, 11 deduced peptide amino acid sequences from
27 selected candidate phage clones exhibited high
affinity to G1 protein according to ELISA (Fig. 2).
And these peptide sequences showed partial consensus
motifs (Table 3), indicating that the screening process was

successful. Meanwhile, partial consensus motifs which
is possibly typical functional motifs of more complex
proteins would be promising to discover the ligands
of G1 glycoprotein and analyze their roles in the con-
text of BEFV infection. In addition, there has no re-
port about BEFV receptor, and the consensus motif
may mimic the discontinuous binding site as receptor
agonists/antagonists or regulate the biological function of
receptors [37–39].
Phage-display technology provides an effective way

of identifying peptides with affinities to specific pro-
teins for diagnostic analysis and the discovery of
mimic antibodies [22, 40]. As the phages bearing the
specific affinity peptides to BEFV G1 protein, they
have the potential to develop a phage-mediated diag-
nostic assay to BEFV. It is reported that the BEFV G1

protein located at the C-terminal stalk of the G protein is
one target of virus-neutralizing antibodies, and G1 protein
is a linear neutralization site (Y487-K503) that comprises
two minimal B cell epitopes [5, 11].The potential signifi-
cant achievement of our work is the discovery of mimic
antibodies, synthetic peptide in vitro could be used as
a specific antibody mimic to detect BEFV in virus-
infected cells.
Peptide ligands targeting a specific protein surface

obtained by phage-display technology are widely used
as therapeutic agents by interfering with protein-
protein interactions [20, 21, 25–29, 41]. Interestingly,
the phage clone T18 and T25 exhibited binding affin-
ity to G1 protein and antiviral activity against BEFV
(Fig. 3), whereas other phages with high affinity to G1

protein did not effectively inhibit the replication of
BEFV. This means that the binding affinity of other
phages do not necessarily connection with antiviral ac-
tivity. In addition, a possible explanation of antiviral
activity is that the G1 protein binding phage ligand
mediates an inhibitory effect of BEFV infection by
competitive binding to receptor binding sites or neu-
tralizing epitopes and thus inhibits the virus attach-
ment/entry. In order to exclude the effect of phage
itself on protein binding and antiviral activity against
BEFV, we synthesized T18 and T25 peptides in vitro
and conducted the reduce plaque assay in vero cells
that significantly formed cytopathic plaque during
BEFV infection. The results showed that the synthetic
peptides could significantly inhibit the formation of
cytopathic plaque(Fig. 4) and inhibit BEFV replication
in a dose dependent way (Fig. 5). Altogether, T18 and
T25 peptides are potentially potent antiviral molecules
worthy of further development and test. This study
provides an inexpensive way to discover functional
motif for BEFV infection using the phage-display tech-
nology, which is possible to find the potential protein
to mediate the interaction between BEFV and the host.

Fig. 5 Antiviral activities of synthetic polypeptides on BEFV infection
detected by real-time RT-PCR. Synthetic polypeptides T18, T25 and
T18 + T25 were incubated with 100TCID50/0.1 mL, respectively. The
SYBR Green-based quantitative real-time PCR was used to determine
BEFV RNA with specific primers for N gene. The relative expression
of BEFV was normalized to GAPDH expression and analysed by the
2(−△△Ct) method. Each treated sample was run in triplicate. Statistical
analysis was performed by one-way analysis of variance and values
were considered significant when p < 0.05. Figures were performed
using the GraphPad™ Prism 5.0 software
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Conclusion
In summary, we successfully isolated G1 protein binding
peptides from phage display library. Antiviral effect assay
showed that G1-binding peptides were dose-dependently
effective against BEFV infection at the cellular level,
which might have potential applications in the diagnosis
and treatment of BEFV.

Additional file

Additional file 1: Figure S1. Schematic drawing of BEFV G and the
points linked to the primers of cloned G1 used. (A) The number of amino
acids region about full length G gene and Region G1 (from 390 aa–529
aa) were indicated. (B) Presentation of G1 nucleotides sized and gene
sequence amplification locus and positions of the forward (G1-F) and
reversed (G1-R) primers used in this study. (TIFF 11694 kb)

Abbreviations
BEF: Bovine ephemeral fever; BEFV: Bovine ephemeral fever virus; BHK-
21: Baby Hamster Syrian Kidney; BSA: Bovine serum albumin;
DMEM: Dulbecco’s modified Eagle’s medium; ELISA: Enzyme linked
immunosorbent assay; FBS: Fetal bovine serum; GAPDH: Glyceraldehyde 3-
phosphate dehydrogenase; IPTG: Isopropyl-d-thiogalactoside; NEB: New
England Biolabs; PBS: phosphate buffered saline;
PMSF: Phenylmethanesulfonyl fluoride; RT-PCR: Reverse transcription
polymerase chain reaction; TBS: Tris-buffered saline; TCID50: 50% tissue
culture infected dose

Acknowledgments
Not applicable.

Funding
This work was partially supported by grants from National Natural Science
Fund of China (31,502,064, 31,672,556), Taishan Scholar and Distinguished
Experts (H. H.), Shandong Major Agricultural Application Technology
Innovation Project (H.H.,H.W), Primary Research & Developement Plan of
Shandong Province(2015GNC113006, 2016GNC113006).

Availability of data and materials
The data supporting our findings of this article are included within the
manuscript.

Authors’ contributions
The study was conceived, designed and critically revised by HHB and WHM.
Data collection, study execution and the drafted manuscript were done by
HPL and ZGM. Laboratory data analysis was performed by HCQ. All
authorship gave final approval and agreed to be accountable for all aspects
of the work in ensuring that questions related to the accuracy or integrity of
any part of the work.

Ethics approval and consent to participate
Not applicable.

Consent for publication
Not applicable.

Competing interests
The authors declared no potential conflicts of interest with respect to the
research, authorship, and/or publication of this article.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in
published maps and institutional affiliations.

Received: 31 May 2017 Accepted: 7 December 2017

References
1. St George TD. Bovine ephemeral fever: a review. Trop Anim Health Prod.

1988;20:194–202.
2. Uren MF. Bovine ephemeral fever. Aust Vet J. 1989;66:233–6.
3. Wang FI, Hsu AM, Huang KJ. Bovine ephemeral fever in Taiwan. J Vet Diagn

Investig. 2001;13:462–7.
4. Walker PJ. Bovine ephemeral fever in Australia and the world. Curr Top

Microbiol Immunol. 2005;292:57–80.
5. Walker PJ, Klement E. Epidemiology and control of bovine ephemeral fever.

Vet Res. 2015;46:124.
6. Yeruham I, Van Ham M, Bar D, Yadin H, Tiomkin D. Economic aspects of the

1999 outbreak of bovine ephemeral fever in dairy cattle herds in the Jordan
Valley in Israel. Vet Rec. 2003;153:180–2.

7. Nandi S, Negi BS. Bovine ephemeral fever: a review. Comp Immunol
Microbiol Infect Dis. 1999;22:81–91.

8. Walker PJ, Byrne KA, Cybinski DH, Doolan DL, Wang YH. Proteins of bovine
ephemeral fever virus. J Gen Virol. 1991;72(Pt 1):67–74.

9. Cybinski DH, Walker PJ, Byrne KA, Zakrzewski H. Mapping of antigenic sites
on the bovine ephemeral fever virus glycoprotein using monoclonal
antibodies. J Gen Virol. 1990;71(Pt 9):2065–72.

10. Hertig C, Pye AD, Hyatt AD, Davis SS, McWilliam SM, Heine HG, Walker PJ,
Boyle DB. Vaccinia virus-expressed bovine ephemeral fever virus G but not
G(NS) glycoprotein induces neutralizing antibodies and protects against
experimental infection. J Gen Virol. 1996;77(Pt 4):631–40.

11. Kongsuwan K, Cybinski DH, Cooper J, Walker PJ. Location of neutralizing
epitopes on the G protein of bovine ephemeral fever rhabdovirus. J Gen
Virol. 1998;79(Pt 11):2573–81.

12. Zheng FY, Lin GZ, Qiu CQ, Zhou JZ, Cao XA, Gong XW. Serological
detection of bovine ephemeral fever virus using an indirect ELISA based on
antigenic site G1 expressed in Pichia Pastoris. Vet J. 2010;185:211–5.

13. Hsieh YC, Wang SY, Lee YF, Chen SH, Mak PO, Chu CY. DNA sequence
analysis of glycoprotein G gene of bovine ephemeral fever virus and
development of a double oil emulsion vaccine against bovine ephemeral
fever. J Vet Med Sci. 2006;68:543–8.

14. Zheng FY, Lin GZ, Qiu CQ. Expression, purification and antigenic
characterization of the Epitope-G1 gene of bovine ephemeral fever virus in
Escherichia Coli. Wei sheng wu xue bao. 2007;47:498–502.

15. Ting LJ, Lee MS, Lee SH, Tsai HJ, Lee F. Relationships of bovine ephemeral
fever epizootics to population immunity and virus variation. Vet Microbiol.
2014;173:241–8.

16. Wang X, Zhong P, Luo PP, Wang KC. Antibody engineering using phage
display with a coiled-coil heterodimeric fv antibody fragment. PLoS One.
2011;6:e19023.

17. Frei JC, Lai JR. Protein and antibody engineering by phage display. Methods
Enzymol. 2016;580:45–87.

18. Odermatt A, Audige A, Frick C, Vogt B, Frey BM, Frey FJ, Mazzucchelli L.
Identification of receptor ligands by screening phage-display peptide
libraries ex vivo on microdissected kidney tubules. J Am Soc Nephrol. 2001;
12:308–16.

19. Mohrluder J, Stangler T, Hoffmann Y, Wiesehan K, Mataruga A, Willbold D.
Identification of calreticulin as a ligand of GABARAP by phage display
screening of a peptide library. FEBS J. 2007;274:5543–55.

20. Liu JK, Teng Q, Garrity-Moses M, Federici T, Tanase D, Imperiale MJ, Boulis
NM. A novel peptide defined through phage display for therapeutic protein
and vector neuronal targeting. Neurobiol Dis. 2005;19:407–18.

21. Molek P, Strukelj B, Bratkovic T. Peptide phage display as a tool for drug
discovery: targeting membrane receptors. Molecules. 2011;16:857–87.

22. Wang X, Li G, Ren Y, Ren X. Phages bearing affinity peptides to bovine
rotavirus differentiate the virus from other viruses. PLoS One. 2011;6:e28667.

23. Wu J, Park JP, Dooley K, Cropek DM, West AC, Banta S. Rapid development
of new protein biosensors utilizing peptides obtained via phage display.
PLoS One. 2011;6:e24948.

24. Toledo-Machado CM, Bueno LL, Menezes-Souza D, Machado-de-Avila RA,
Nguyen C, Granier C, Bartholomeu DC, Chavez-Olortegui C, Fujiwara RT. Use
of phage display technology in development of canine visceral
leishmaniasis vaccine using synthetic peptide trapped in sphingomyelin/
cholesterol liposomes. Parasit Vectors. 2015;8:133.

Hou et al. BMC Veterinary Research  (2018) 14:3 Page 8 of 9

dx.doi.org/10.1186/s12917-017-1315-x


25. Yin L, Luo Y, Liang B, Wang F, Du M, Petrenko VA, Qiu HJ, Liu A. Specific
ligands for classical swine fever virus screened from landscape phage
display library. Antivir Res. 2014;109:68–71.

26. Zou H, Zarlenga DS, Sestak K, Suo S, Ren X. Transmissible gastroenteritis
virus: identification of M protein-binding peptide ligands with antiviral and
diagnostic potential. Antivir Res. 2013;99:383–90.

27. Rajik M, Jahanshiri F, Omar AR, Ideris A, Hassan SS, Yusoff K. Identification
and characterisation of a novel anti-viral peptide against avian influenza
virus H9N2. Virol J. 2009;6:74.

28. Chia SL, Tan WS, Shaari K, Abdul Rahman N, Yusoff K, Satyanarayanajois SD.
Structural analysis of peptides that interact with Newcastle disease virus.
Peptides. 2006;27:1217–25.

29. Welch BD, Francis JN, Redman JS, Paul S, Weinstock MT, Reeves JD, Lie YS,
Whitby FG, Eckert DM, Hill CP, et al. Design of a potent D-peptide HIV-1
entry inhibitor with a strong barrier to resistance. J Virol. 2010;84:11235–44.

30. Ho KL, Yusoff K, Seow HF, Tan WS. Selection of high affinity ligands to
hepatitis B core antigen from a phage-displayed cyclic peptide library. J
Med Virol. 2003;69:27–32.

31. He CQ, Liu YX, Wang HM, Hou PL, He HB, Ding NZ. New genetic
mechanism, origin and population dynamic of bovine ephemeral fever
virus. Vet Microbiol. 2016;182:50–6.

32. Albertini AA, Baquero E, Ferlin A, Gaudin Y. Molecular and cellular aspects of
rhabdovirus entry. Viruses. 2012;4:117–39.

33. Zheng FY, Lin GZ, Qiu CQ, Zhou JZ, Cao XA, Gong XW. Development and
application of G1-ELISA for detection of antibodies against bovine
ephemeral fever virus. Res Vet Sci. 2009;87:211–2.

34. Lim KS, Lee DY, Valencia GM, Won YW, Bull DA. Cell surface-engineering to
embed targeting ligands or tracking agents on the cell membrane.
Biochem Biophys Res Commun. 2017;482:1042–7.

35. Ladner RC, Sato AK, Gorzelany J, de Souza M. Phage display-derived
peptides as therapeutic alternatives to antibodies. Drug Discov Today.
2004;9(12):525–9.

36. Hamzeh-Mivehroud M, Alizadeh AA, Morris MB, Church WB, Dastmalchi S.
Phage display as a technology delivering on the promise of peptide drug
discovery. Drug Discov Today. 2013;18:1144–57.

37. Deshayes K, Schaffer ML, Skelton NJ, Nakamura GR, Kadkhodayan S, Sidhu
SS. Rapid identification of small binding motifs with high-throughput phage
display: discovery of peptidic antagonists of IGF-1 function. Chem Biol. 2002;
9:495–505.

38. Belloc CG, Longhi SA, Pena C, Blank VA, Miranda ME, Retegui LA.
Identification, synthesis and properties of a consensus peptide recognized
by a monoclonal antibody directed to various type I cytokine receptors. Life
Sci. 2007;81:553–9.

39. de Souza CA, Teixeira PC, Faria RX, Krylova O, Pohl P, Alves LA. A consensus
segment in the M2 domain of the hP2X(7) receptor shows ion channel
activity in planar lipid bilayers and in biological membranes. Biochim
Biophys Acta. 1818;2012:64–71.

40. Wang C, Sun X, Suo S, Ren Y, Li X, Herrler G, Thiel V, Ren X. Phages bearing
affinity peptides to severe acute respiratory syndromes-associated
coronavirus differentiate this virus from other viruses. J Clin Virol. 2013;57:
305–10.

41. Ren X, Liu B, Yin J, Zhang H, Li G. Phage displayed peptides recognizing
porcine aminopeptidase N inhibit transmissible gastroenteritis coronavirus
infection in vitro. Virology. 2011;410:299–306.

42. Moghaddam E, Teoh B-T, Sam S-S, Lani R, Hassandarvish P, Chik Z, Yueh A,
Abubakar S, Zandi K. Baicalin, a metabolite of baicalein with antiviral activity
against dengue virus. Sci Rep. 2014;4:5452.

•  We accept pre-submission inquiries 

•  Our selector tool helps you to find the most relevant journal

•  We provide round the clock customer support 

•  Convenient online submission

•  Thorough peer review

•  Inclusion in PubMed and all major indexing services 

•  Maximum visibility for your research

Submit your manuscript at
www.biomedcentral.com/submit

Submit your next manuscript to BioMed Central 
and we will help you at every step:

Hou et al. BMC Veterinary Research  (2018) 14:3 Page 9 of 9


	Abstract
	Background
	Methods
	Results
	Conclusion

	Background
	Methods
	Virus, cells and plasmid
	Expression and purification of BEFV recombinant G1 protein in E. coli
	Biopanning and enrichment analysis of phage library using BEFV G1 as target
	Sequencing of positive phage clones
	Binding analysis of individual phage using ELISA
	Antiviral activity of positive phage clones and synthetic peptides
	Plaque reduction assay
	Real-time reverse transcription polymerase chain reaction (RT-PCR)
	Statistical analysis

	Results
	Purification of recombinant BEFV G1 protein in E. coli
	Identification of phage-displayed peptides with BEFV G1 protein
	DNA sequencing of the selected phage clones
	Binding analysis of individual phage with G1 using ELISA
	Inhibition of peptides on BEFV replication

	Discussion
	Conclusion
	Additional file
	Abbreviations
	Funding
	Availability of data and materials
	Authors’ contributions
	Ethics approval and consent to participate
	Consent for publication
	Competing interests
	Publisher’s Note
	References

