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Abstract: Bovine viral diarrhea virus (BVDV) is a (+) ssRNA virus that belongs to the family
Flaviviridae. BVDV is a significant animal pathogen causing substantial economic losses to the cattle
industry worldwide through respiratory and gastrointestinal infections and abortion or birth of
persistently infected calves. While the immunogenic profile of some of the BVDV proteins (i.e., Erns, E2
and NS3) is well established during viral pathogenesis, very little information is available about most
of BVDV’s non-structural proteins in this regard. In recent times, the NS4B protein has emerged as an
interesting target of diagnostic, vaccination and therapeutic value in viral infections of other members
of the family Flaviviridae due to its key scaffold-like contribution in the viral replication complex.
Although, BVDV-NS4B has a membrane topology alongside its role in induction of autophagosomes
in vitro. However, information on its immunogenicity during BVDV pathogenesis and vaccination is
scarce. To characterize the immunogenic profile of the NS4B, five cows were vaccinated with the live
attenuated BVDV vaccine Bovela® and blood samples were taken pre- and post-immunization for
serum isolation. Virus neutralization assay (VNA) confirmed the presence of anti-BVDV antibodies
in the sera of vaccinated cows. VNA also revealed pre-existing antibodies against BVDV in the
pre-immunization sera of two cows. To identify BVDV-NS4B specific antibodies, the NS4B protein was
expressed in mammalian cells by using the pCI-neo vector system. The sera from BVDV vaccinated
cows were evaluated for the presence of BVDV-NS4B specific antibodies through western blot and
indirect ELISA. Interestingly, t sera from cows with pre-existing immunity against BVDV were able
to detect NS4B in western blot and ELISA, suggesting the presence of NS4B-specific antibodies.
The obtained results provide the first indication of the immunogenic nature of BVDV-NS4B protein in
sero-converted animals. These findings are consistent with the observation made for NS4B in other
Flaviviridae members and confirm this protein as an interesting target with diagnostic, vaccination
and therapeutic value.
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1. Introduction

Bovine viral diarrhea virus (BVDV), a pestivirus belonging to the Flaviviridae family, is a significant
endemic cattle pathogen inflicting substantial economic losses to the cattle industry worldwide.
These economic losses are dependent on the clinical manifestation of the disease with acute infections
being the major contributor to this squandering. At the cattle population level, overall economic losses
account for USD 10–40 million per million of calvings which include production losses, prevention and
treatment expenditures [1]. BVDV causes a complex disease affecting different body systems including
the respiratory, digestive, reproductive and immune system. It leads to coughing, nasal discharge,
diarrhea, immunosuppression and abortion or birth of a persistently infected (PI) calf. These PI animals
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are immunotolerant to BVDV and shed viruses during their entire life span and serve as a threat to the
healthy naïve herd in their proximity [2].

The BVDV genome is comprised of ~12.3 kb long positive sense RNA and contains a long open
reading frame (ORF) flanked by 5′- and 3′-untranslated regions (UTR). These UTRs do not code for any
protein but rather form secondary structures capable of interacting with each other and also with viral
and host proteins to ensure smooth regulation of BVDV RNA replication, transcription and translation.
The ORF is translated into a long polypeptide of approximately 4000 amino acids residues, which is
subsequently cleaved into structural (C, Erns, E1, E2, p7) and non-structural proteins (Npro, NS2/3,
NS4A, NS4B, NS5A and NS5B) by host and viral proteases [3].

The BVDV NS4B protein is a ~38 kDa hydrophobic protein that serves as a scaffold for viral
replication complex [4]. In addition, a single point mutation (Y2441C) in NS4B switches the BVDV virus
from a cytopathic to a non-cytopathic biotype, indicating its role in viral pathogenesis [5]. A recent
in vitro study has also found a role of BVDV NS4B in the induction of autophagosomes in bovine
kidney cells [6]. Apart from these studies, a clear knowledge gap exists in assigning function to
this highly hydrophobic protein. Furthermore, BVDV NS4B involvement in viral pathogenesis and
immunogenicity is also poorly understood.

Within the Flaviviridae family, NS4B homologues in hepatitis C virus (HCV) and dengue virus
(DENV) share conserved properties including their membrane topology, genomic location and their role
in formatting membranous webs for viral replication [7,8]. In HCV and DENV, NS4B serves as a major
immunogenic protein not only in chronic but also in acute infections [9,10]. Recently, NS4B has emerged
as major diagnostic [11,12] and therapeutic target [7,8] for HCV and DENV, countering viral infections
due to the presence of antigenic epitopes of diagnostic significance and strong immunogenicity.

In BVDV, the principle immunogenicity is ascribed to Erns, E2 (structural proteins) and NS3
(non-structural protein). The immunogenic profile of these three proteins is well established and
characterized with only the E2 protein capable of eliciting high titers of BVDV-neutralizing antibodies
post infection or vaccination [13,14]. Among other BVDV non-structural proteins, the roles of NPro and
NS2 are also well-elaborated [15,16]. Therefore, it is of utmost value to understand and characterize the
immunogenic profile of BVDV NS4B in the context of devising better tools to control BVDV infections.

In this study, we investigated the immunogenicity of BVDV NS4B during vaccination with live
attenuated BVDV vaccine Bovela®. Bovela® is a double deleted BVDV vaccine capable of inducing a
strong humoral and T-cell mediated immune response in cattle [17]. To assess the antibody response
directed against the BVDV NS4B protein, we performed a virus neutralization test, an indirect ELISA
and a western blot.

2. Materials and Methods

2.1. Animal and Ethical Statement

The vaccination of five cows of the Fleckvieh breed was performed twice, 21 days apart, using the
commercial Bovela® vaccine at TRANSfarm facility of KU Leuven, after the approval from the
University’s ethical committee (P163/2018). Cows were inducted in the experiment randomly from
the cattle lot at TRANSfarm. During the experiment, all the cows had ad libitum access to the food
and water.

2.2. Samples

Blood was collected from all cows before (Pre-immunization) and 42 days post first vaccination
for serum isolation. All serum samples were kept at −20 ◦C after isolation. Figure 1 explains the
experimental timeline comprising of blood collection and vaccination.
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Figure 1. Experimental timeline for the study. Pre-immunization blood collection and Bovela® 
vaccination was performed on day 0 with booster vaccination on day 21. The second blood collection 
was performed on day 42 which served as a source of post-immunization sera. 

2.3. Cells and Viruses 

For the viral neutralization assay, BVDV strain NADL was propagated in Madin Darby bovine 
Kidney (MDBK) cells, cultured in Dulbecco’s modified eagle medium supplemented with 2% fetal 
bovine serum (FBS), 2% sodium bicarbonate, 1x  minimal non-essential amino acids and 1x 
antibiotic/antimycotic solution. As a positive control for western blot and ELISA analysis, The BVDV-
NADL strain was propagated in MDBK cells, cultured in Dulbecco’s modified eagle medium 
supplemented with 2% horse serum, 2% sodium bicarbonate, 1x  minimal non-essential amino acids 
and 1x antibiotic/antimycotic solution and lysate was prepared. Chinese hamster ovarian (CHO) cells 
were grown in Ham-F12 medium supplemented with 10% FBS, 2% sodium bicarbonate, 1x minimal 
non-essential amino acids and 1x antibiotic/antimycotic solution. 

2.4. NS4B Expression in Mammalian Cells 

The pCI-neo-NS4B plasmid was constructed as described in the Supplementary Materials. The pCI-
neo-NS4B plasmid was transfected in CHO cells through FuGENE HD transfection reagent (Promega, 
Leiden, Netherlands) following manufacturer’s instructions. NS4B was purified 72 h post-transfection 
using Mem-PER™ Plus membrane protein extraction kit (Thermo Fischer Scientific, Brussles, Belgium). 
The protein concentration of the membrane fraction was quantified with the help of the Pierce BCA 
protein assay kit (Thermofischer). 

2.5. Virus Neutralization Assay (VNA) 

In all bovine sera employed in this assay, the presence of virus neutralizing antibodies against 
BVDV-NADL was tested by a standard microtitration procedure as described earlier, but with minor 
modifications [18]. Briefly, 100 μL of two-fold serially diluted heat inactivated cow sera were mixed 
with 50 μL of 100 TCID50 of BVDV-NADL. This viral-antibody complex was incubated @ 37°C for 1 
h in a humidified CO2 incubator. After the incubation, this complex was transferred to MDBK cells 
seeded as monolayer in 96 well microtiter plate. This whole mixture was incubated for 72 h at 37°C  
in a humidified 5% CO2 incubator. After this final incubation, an assessment of the virus-induced 
cytopathic effect was performed microscopically by comparative visual scoring against the negative 
control. The neutralization titer was defined as the reciprocal of the highest dilution factor of serum 
capable of fully neutralizing the virus completely and resulting in the absence of viral induced 
cytopathic effect. 

2.6. SDS-PAGE and Western Blot 

Protein samples were resolved on a 12% SDS-PAGE gel and transferred to nitrocellulose 
membranes in a semi-dry electrophoretic transfer apparatus (BioRad, Temse, Belgium) using transfer 
buffer (3.03 g Tris-base, 14.41 g Glycine and 200 mL Methanol in final volume of 1 L) at 100 V for 1 h. 
Following the protein transfer onto membranes, the blocking was performed overnight at 4 °C in 
buffer containing 5 mM Tris HCL pH 8, 15 mM NaCl, 0.05% Tween-20 (TBS-T) and 5% bovine serum 

Figure 1. Experimental timeline for the study. Pre-immunization blood collection and Bovela®

vaccination was performed on day 0 with booster vaccination on day 21. The second blood collection
was performed on day 42 which served as a source of post-immunization sera.

2.3. Cells and Viruses

For the viral neutralization assay, BVDV strain NADL was propagated in Madin Darby bovine
Kidney (MDBK) cells, cultured in Dulbecco’s modified eagle medium supplemented with 2%
fetal bovine serum (FBS), 2% sodium bicarbonate, 1x minimal non-essential amino acids and
1x antibiotic/antimycotic solution. As a positive control for western blot and ELISA analysis,
The BVDV-NADL strain was propagated in MDBK cells, cultured in Dulbecco’s modified eagle
medium supplemented with 2% horse serum, 2% sodium bicarbonate, 1x minimal non-essential
amino acids and 1x antibiotic/antimycotic solution and lysate was prepared. Chinese hamster ovarian
(CHO) cells were grown in Ham-F12 medium supplemented with 10% FBS, 2% sodium bicarbonate,
1x minimal non-essential amino acids and 1x antibiotic/antimycotic solution.

2.4. NS4B Expression in Mammalian Cells

The pCI-neo-NS4B plasmid was constructed as described in the Supplementary Materials.
The pCI-neo-NS4B plasmid was transfected in CHO cells through FuGENE HD transfection reagent
(Promega, Leiden, Netherlands) following manufacturer’s instructions. NS4B was purified 72 h
post-transfection using Mem-PER™ Plus membrane protein extraction kit (Thermo Fischer Scientific,
Brussles, Belgium). The protein concentration of the membrane fraction was quantified with the help
of the Pierce BCA protein assay kit (Thermofischer).

2.5. Virus Neutralization Assay (VNA)

In all bovine sera employed in this assay, the presence of virus neutralizing antibodies against
BVDV-NADL was tested by a standard microtitration procedure as described earlier, but with minor
modifications [18]. Briefly, 100 µL of two-fold serially diluted heat inactivated cow sera were mixed
with 50 µL of 100 TCID50 of BVDV-NADL. This viral-antibody complex was incubated @ 37 ◦C for
1 h in a humidified CO2 incubator. After the incubation, this complex was transferred to MDBK cells
seeded as monolayer in 96 well microtiter plate. This whole mixture was incubated for 72 h at 37 ◦C in a
humidified 5% CO2 incubator. After this final incubation, an assessment of the virus-induced cytopathic
effect was performed microscopically by comparative visual scoring against the negative control.
The neutralization titer was defined as the reciprocal of the highest dilution factor of serum capable of
fully neutralizing the virus completely and resulting in the absence of viral induced cytopathic effect.

2.6. SDS-PAGE and Western Blot

Protein samples were resolved on a 12% SDS-PAGE gel and transferred to nitrocellulose membranes
in a semi-dry electrophoretic transfer apparatus (BioRad, Temse, Belgium) using transfer buffer (3.03 g
Tris-base, 14.41 g Glycine and 200 mL Methanol in final volume of 1 L) at 100 V for 1 h. Following the
protein transfer onto membranes, the blocking was performed overnight at 4 ◦C in buffer containing
5 mM Tris HCL pH 8, 15 mM NaCl, 0.05% Tween-20 (TBS-T) and 5% bovine serum albumin (BSA).
After blocking, washing was performed with TBS-T. Next, the membranes were incubated with cattle
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serum 1:200 as primary antibody for 1 h in 5% BSA in TBS-T. After three wash cycles with TBS-T,
membranes were incubated with 1:6000 HRP conjugated rabbit anti cow antibody (P0159, DAKO,
Heverlee, Belgium) for 1 h with 0.1% BSA in TBS-T. Following incubation, membranes were washed
three times with TBS-T. The proteins were visualized using an ECL chemiluminescent substrate reagent
kit (Thermo Fischer Scientific, Brussels, Belgium) according to manufacturer’s instructions.

2.7. Indirect ELISA

To check the efficacy of bovine sera to recognize the NS4B protein, an indirect ELISA was
performed as described elsewhere [19]. In short, each well of microtiter plate was coated overnight
at 4 ◦C with 300 ng/well with the membrane protein fractions containing NS4B in 0.1 M carbonate
buffer pH 9.6. Lysate of MDBK-BVDV-NADL was used as positive control. After each step, washing
was performed five times with washing buffer (PBS, 0.05% Tween-20). Blocking was performed at
37 ◦C for 1 h with PBS, 0.05% Tween-20, 5% horse serum (PBS-T-HS), 5% skimmed milk powder.
Following the addition of 100 µL of diluted bovine serum at 1:200 in PBS-T-HS in each well, incubation
was performed at 37 ◦C for 1 h. Next, 100 µL of 1:5000 HRP conjugated rabbit anti cow antibody
(P0159, DAKO, Heverlee, Belgium) in PBS-T-HS was added was applied for 1 h at 37 ◦C. Finally, ABTS
substrate (Thermos Fischer Scientific, Brussels, Belgium) solution was added and absorbance was
measured at 405 nm after incubation for 20 min at room temperature.

2.8. Statistical Analysis

Data from indirect ELISA were analyzed by drawing box plot by using Microsoft Excel 2016.

3. Results

3.1. BVDV Vaccination Elicits a Potent Post-Immunization Antibody Response

To evaluate the elicitation of viral neutralizing antibody titer in vaccinated cows, VNA analysis
was performed. For this, blood was collected from all cows before (pre-immunization) and 42 days after
the first vaccination for serum isolation. These sera were subjected to this assay. Table 1 represents the
neutralization titer of pre and post immunization cow sera, respectively. In the pre-immunization sera,
cows 1, 2 and 4 did not show any antibody response to the BVDV. The antibody response was evident
in the post-immunization sera of the all the cows with the presence of a high neutralizing antibody titer,
indicating high magnitude of functional systemic antibodies. Surprisingly, pre-immunized sera of cow
3 and 5 did already show viral neutralizing effect, with high titers of BVDV neutralizing antibodies
even at very high dilutions dilution 1:10,240 and 1:5120, respectively (Table 1). A plausible explanation
of this sero-conversion could be a prior exposure of these cows to wild type BVDV.

Table 1. Neutralization titers of the serum samples reactive in virus neutralization assay.

Cow Number Pre-Immune
Neutralization Titre Dilutions *

Post-Immune
Neutralization Titre Dilutions *

1 - 1:10,240
2 - 1:10,240
3 1:10,240 1:10,240
4 - 1:2560
5 1:5120 1:5120

* Highest dilution of the serum capable of protecting the cells from virus induced cytopathic effect.

3.2. Antigenic Evaluation of NS4B Using Western Blot and ELISA

To characterize the antigenicity of BVDV-NS4B protein, western blot and indirect ELISA
were performed. For this, BVDV NS4B was produced in CHO cells, as summarized in Figure 2.
The antigenicity of BVDV-NS4B was evaluated by using cattle pre-immune and post-immune sera.
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The 38 kDa NS4B protein could be recognized clearly by both pre- and post-immune sera of cow 3
and 5 as well as post immune sera of cow 4 (Figure 2). A similar result was observed by means of an
indirect ELISA where pre-and post-immune sera of the cow 3 and 5 showed higher reactivity toward
NS4B but not in case of cow 4 (Figure 3). Pre- and post-immune sera from cow 1 and cow 2 failed to
detect NS4B in western blot and ELISA analysis ascertaining the point that sera lacked the antibodies
against NS4B protein. The result of all the assays is summarized in the Table 2. Clearly, pre- and
post-immune sera of cow 3 and 5 contain viral neutralizing antibodies as evident through VNA and
these sera are able to recognize the NS4B protein in western blot and ELISA.
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Table 2. Results (+/−) are denoted for different tests: viral neutralization assay, indirect ELISA based 
on NS4B and western blot against BVDV NS4B. 

Animal Status VNA W.B ELISA 

Cow 1 
Pre-Immunization − − − 
Post-immunization + − − 

Cow 2 
Pre-Immunization − − − 
Post-immunization + − − 

Cow3 
Pre-Immunization + + + 
Post-immunization + + + 
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Pre-Immunization − − − 
Post-immunization + + − 

Cow5 Pre-Immunization + + + 
Post-immunization + + + 

Figure 2. Western blot analysis for detection of NS4B protein with serum from Bovine viral diarrhea virus
(BVDV)-vaccinated cows. NS4B was expressed in CHO cells, as outlined in Supplementary Figure S1.
After 72 h of transfection, membrane protein fractions were retrieved by the Mem-PER™ Plus kit
and separated on 12% SDS-PAGE and transferred to nitrocellulose membrane. (A) Western blot with
pre-immune sera; NS4B recognized by pre-immune sera of cow 3 and 5. Lane 1 and 5) CHO-empty
pCI-neo vector lysate, Lane 2 and 6) Madin Darby bovine Kidney (MDBK) cell lysate, Lane 3 and 7)
38 kDa NS4B recognized by the sera of the cow 3 and 5, respectively, Lane 4 and 8) NADL infected
MDBK cell lysate. (B) western blot with post-immune sera; Lane 1, 5 and 12) CHO-empty pCI-neo
vector lysate, Lane 2, 6 and 11) MDBK cell lysate, Lane 3, 8 and 9) 38kD NS4B protein recognized by the
sera of the cow 3, 4 and 5, respectively, Lane 4, 7 and 10) NADL-infected MDBK cell lysate.
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Figure 3. Indirect ELISA for detection of NS4B by using BVDV vaccinated cow sera. Results are being
expressed as the difference between the OD405nM obtained with the NS4B and with negative control.
Pre- and post-immune sera of cow 3 and 5 are positive for detection of NS4B.

Table 2. Results (+/−) are denoted for different tests: viral neutralization assay, indirect ELISA based
on NS4B and western blot against BVDV NS4B.

Animal Status VNA W.B ELISA

Cow 1
Pre-Immunization − − −

Post-immunization + − −

Cow 2
Pre-Immunization − − −

Post-immunization + − −

Cow3
Pre-Immunization + + +
Post-immunization + + +

Cow4
Pre-Immunization − − −

Post-immunization + + −

Cow5
Pre-Immunization + + +
Post-immunization + + +

VNA: Virus neutralization assay; W.B.: Western blot; ELISA: Enzyme-linked immunosorbent assay; + = Positive;
− = Negative.

4. Discussion

In this study, we investigated the immunogenic role of NS4B in cattle, vaccinated with a modified
live Bovela® vaccine by observing the antibody response in sera of these cattle against mammalian
cell-expressed NS4B proteins. In terms of characterizing the immunogenic role of the non-structural
BVDV-NS4B protein, this is the first study in which the antibody response to this non-structural
protein is being reported. For this, polysera of the sero-converted animals were used. This exploratory
study is the first step towards unraveling the role of BVDV-NS4B protein role in disease pathogenesis.
To assess the vaccine-associated humoral response, VNA was performed. From a biological standpoint,
VNA is still considered the a gold standard test to detect and measure the level of neutralizing
antibodies for many viral infections including BVDV [19,20]. The results of the VNA elucidated
here are measured on MDBK cell culture in a microtiter plate format with constant amount of virus
and serially diluted serum samples to an end point where neutralization caused by the virus is no
longer detected. VNA revealed the presence of protective antibodies against BVDV in the sera of
all post-vaccinated cows, indicating the presence of functional systemic antibodies. Interestingly,
two cows already showed a high neutralizing antibody titer even in the pre-immune sera, hinting at a
pre-existing immunity attributed to the exposure of these animals to the wild-type BVDV strain.
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Western blot and indirect ELISA were performed to unravel the immunogenicity of NS4B by
exposing it the pre- and post-immune sera of cows. Pre- and post-immune sera of cow 1 and 2 failed
to recognize BVDV-NS4B proteins in western blot and ELISA, even though their post-immune sera
showed high viral neutralization titer. The ability of the of pre- and post-immune sera of the cow 3
and 5, which already showed presence of neutralizing antibodies in VNA, in recognizing the NS4B in
western blot and indirect ELISA may reflect the necessity of repeated infections and a longer exposure
time to induce NS4B specific antibodies.

As stated previously, the presence of pre-existing immunity in two of these cows might be
due to previous exposure to the BVDV wild-type strain. Such wild-type strains have unlimited
replication potential, and this might have elicited a more robust antibody response in general and
also NS4B-specific response. On the other hand, Bovela is a double deletion mutant vaccine derived
from the highly pathogenic BVDV strain. This attenuation renders the virus incapable of crossing the
placenta thus limiting its replication potential in vivo. This might also be the reason for the failure
to elicit NS4B-specific antibodies. Although post-immune sera of one cow recognized the NS4B in
western blot analysis, in spite of the lack of a neutralizing antibody titer in the pre-immune sera,
bit failed to be detected in ELISA. One possible reason for this discrepancy could be the failure of
correct presentation of antigenic epitope ELISA to serum antibodies

From this exploratory study, it is evident that BVDV-NS4B shares this inherited characteristic
similarity in immunogenicity with HCV-NS4B [9] as compared to that of other members of the
Flaviviridae family. In the case of the Zika virus and Dengue virus, consistent serum antibody response
has been observed against NS4B even in acute infections [10,21]. In these viruses, the immunogenic
role of NS4B and other non-structural proteins has been well-established using the same methodology
as adopted in this study [9,10,15]. The role of NS4B as a potential antiviral therapeutic target and
vaccine candidate has already been well established in other members of the Flavivirida family [22–27]
and could be actively pursued to control viral infections belonging to BVDV. Future exploration of
anti-NS4B antibodies in acute and chronic infections and epitope mapping could contribute further to
our current understanding of NS4B’s immunogenicity during BVDV pathogenesis and its assessment
as a vaccine candidate.

Investigations into viral non-structural proteins could yield more accurate information about their
potential role in immunogenicity and lead to the development of a diagnostic tool and further
unravelling of the immunopathology of the disease in different types of infection and clinical
manifestations. In this regard, several non-structural proteins have been successfully exploited
to evaluate antibody responses to viral infections belonging to family Flaviviridae and led to the
differentiation of different diseases stages and clinical manifestations [10,28–31]. Since NS4B plays a
significant role in eliciting humoral and cellular immunity in other viral infections, initial commercial
diagnostic assays were based on this protein due to harboring of highly conserved epitopes of diagnostic
significance [32–34]. In case of BVDV, diagnosis and control still largely remain onerous owing to
its various clinical manifestations such as acute, chronic, persistent infection and mucosal disease.
This requires a continuous development of robust diagnostic tools which could fulfill the needs of
varying situations and infections. In this context, BVDV-NS4B could serve as a useful tool not only in
establishing a commercial diagnostic assay but also in differential diagnostics of infected and vaccinated
animals. Further studies need to be conducted to delineate the epitopes of this non-structural protein
responsible for humoral and cellular immune responses.

5. Conclusions and Perspectives

To the best of our knowledge, this is the first study to explore the immunogenic property of
BVDV-NS4B in BVDV-vaccinated cows, where polysera of sero-converted cows successfully detected
this non-structural protein. This could lead towards better understanding of this non-structural protein
and its role in diagnosis, prognosis and immunopathology of the BVDV infection. This will reveal
new insights in the immunogenicity of the BVDV-NS4B protein in viral pathogenesis and lead to the
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establishment of better diagnostic tools in the BVDV control program. In future, epitope mapping and
the presence of anti-NS4B antibodies in acute and chronic infections could lead to the development of
better diagnostic tools.

Supplementary Materials: The following are available online at http://www.mdpi.com/2306-7381/7/4/169/s1,
Figure S1: Cloning strategy of BVDV-NS4B gblock in pCI-neo vector. A) pCI-neo-NS4B vector map, where NS4B
is cloned with restriction sites XhoI and XbaI. NS4B expression is controlled by CMV promoter. B) Colony PCR
after ligation of cut BVDV-NS4B g block and cut pCI-neo vector and transformation of ligation mix and resolution
on 1.5% agarose gel; Lane 1: 100 base pair ladder, Lane 2: negative control, Lane 3: Colony PCR mix with NS4B
DNA band of 1100 base pair.
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