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Abstract The principle of baculovirus expression system is that substitute exogenous gene
for polyhedrin (polh) gene, and the recombinant baculovirus lacks the ability to infect insect
larvae by oral inoculation. In this study, we cloned the polh gene with immediate early gene
1 (iel) promoter of Bombyx mori nucleopolyhedrovirus (BmNPV) into transposon
pigA3GFP vector, transported it into BmN cells by lipofectamine and obtained the
transgenic BmN cell line. The mRNA transcription of the polyhedrin gene was
demonstrated by reverse transcription-polymerase chain reaction. Then the polh gene
negative viruses (BmPAK6 and BmGFP), infected the transgenic BmN cells and
Polyhedrin-like structures were observed in the infected cells. Subsequently, the viruses
(vBmPAK6 and vBmGFP) from infected cells were used to orally inoculated the fifth instar
larvae of B. mori, respectively. The results showed that B. mori larvae could be infected per
os with the recombinant baculoviruses vVBmPAK6 and vBmGFP, respectively. These results
suggest that the products of polh gene expressed in the transgenic BmN cells could package
the recombinant baculoviruses when the viruses infected the cells and raise the
pathogenicity of the recombinant virus in orally infected B. mori larvae.
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Introduction

Baculoviruses comprise a large family of viruses, which naturally infect many different
insect species. In its wild type form, which produce two virus phenotypes: the budded virus
(BV) and the occlusion-derived virus (ODV) [1]. BVs are produced first in the infection
cycle and transmit virus infection within the insect host tissues or in insect cell cultures.
ODVs are produced later in infection and are occluded in polyhedral or granular occlusion
bodies (OBs) [2].
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Recombinant baculoviruses have become widely used as vectors to express heterologous
genes in cultured insect cells and insect larvae. The baculovirus expression vector system
(BEVS) has a number of unique features, such as the capacity for large inserts of DNA and
a high yield of recombinant protein. Proteins produced in the BEVS are very similar to
naturally occurring human proteins in terms of post-translational modifications (e.g.,
phosphorylation), biological activity, and protein stability. For this reason the BEVS is
widely used in academia and industry [3—5]. However, BEVS lacks the polh gene and does
not produce OBs. Thus, these kinds of recombinant baculovirus had to be inoculated to
insect larvae. It made the larvae wounded (even infected by other microorganisms, such as
bacteria) in the process of infection. In current study, there was the desire to develop a new
method to improve the recombinant baculovirus infection per os to insect larvae [6].

Unlike late and very late promoters, the promoter from the ie/ gene is expressed
immediately after infection and in uninfected cells, in the absence of viral transcription factors
[7, 8]. Thus, we inserted the fragment of polh gene under control of ie/ promoter of Bombyx
mori nucleopolyhedrosis virus (BmNPV) into transposon pigA3GFP vector [9, 10], and
transported it into BmN cells by lipofectamine with the helper vector pHA3PIG which
encodes piggyBac transposase. Then we got the stable transgenic BmN cell line and tested its
ability to package the virus which lacks the polh gene. This study showed that the products of
polh gene from transgenic BmN cells could package the recombinant baculovirus, and raise
the pathogenicity rate of virus which infected B. mori larvae by oral inoculation.

Materials and Methods
Cells and Media

BmN cells were propagated in TC-100 medium (Gibco) supplemented with 10% fetal
bovine serum [11]. Larvae of the silkworm were reared on mulberry leaves [12]. The wild
type (wt) BmNPV, and the recombinant baculoviruses BmGFP and BmPAK6 were
collected from the culture medium at 96-h post-infection, respectively [13].

Construction of Vector

From the genomic DNA of BmNPV, the ie/ promoter fragment was amplified by
polymerase chain reaction (PCR) using specific primers with the EcoR I/Kpn 1 sites, and
cloned into the EcoR I/Kpn 1 sites of pigA3GFP vector. The primers were:

Forward: 5'-CTTGAATTCGACTTGGACTCGGCCA-3" and

Reverse: 5'-CTCGGTACCTAGTCGTTTGGTTGTT-3'. The polyhedrin fragment was
amplified by PCR using specific primers with the Kpn 1/Sal 1 sites,

Forward: 5'-CGCGGTACCATAAATATGCCGAAT-3" and

Reverse: 5'-CGCGTCGACCTGAAAATCATTTGA-3', digested with Kpn 1/Sal 1, and
cloned into the pigA3GFP (with iel promoter), the resulting plasmid was named
pigA3GFP—iel—polh.

Transfection of the Recombinant Plasmids into BmN Cells

DNA of the resulting vector plasmid (pigA3GFP—ie/—polh) and helper plasmid
pHA3PIG were transfected into BmN cells by the transfection Lipofectamin 2000
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(Invitrogen). Briefly, BmN cells (1x10°) were seeded in the wells of six-well plates and
transfected via contact with the resulting vector plasmid and helper plasmid complex
for 3 h at 26 °C [14]. After incubation for 72 h followed by replacement of the
transfection medium with complete TC-100 medium, transgenic BmN cells were
observed using fluorescent microscope equipped with green fluorescent protein (GFP)
filter set (Leica).

Detection of the Transcription of the Polh Gene

Total cellular RNA was isolated using Trizol reagent (Invitrogen) from the transgenic BmN
cells. For reverse transcription (RT)-PCR, the first-strand cDNA was synthesized from
10 pug of total RNA with oligo(dT) primers and reverse transcriptase (Invitrogen) [15].
Subsequently, cDNA fragment was amplified by 30 cycles of PCR. In order to eliminate the
possibility that the PCR product was amplified from contaminated genome DNA, the
negative control without reverse transcription was routinely included in this reaction. PCR
primers with a length of 700 bp were designed on the basis of the polh gene sequences of
BmNPV. The primers were:

Forward, 5'- ATGCCGAATTATTCATACACCC - 3', and
Reverse, 5'- ATACGCCGGACCAGTGAACAGA- 3'. The PCR products were
separated in 1.0% agarose gel along with DNA marker.

Recombinant Virus Infection in the Transgenic BmN Cells

The transgenic BmN cells were seeded in 6-well plates. To prepare occlusion bodies for the
infection of the B. mori larvae, the transgenic BmN cells were infected with the polh gene
negative viruses recombinant baculoviruses BmPAK6 (the mutant virus with lac Z gene
instead of polh gene) and BmGFP (the mutant virus with gfp gene instead of polh gene) at
27 °C, respectively [16]. Seventy-two hours after infection, virus-infected cells were
observed using fluorescent microscopy. After the occlusion bodies were observed, the cells
were collected from culture dishes, centrifuged at 2,400xg for 10 min, and resuspended in
distilled water.

Recombinant Virus Infection in B. mori Larvae

In order to detect per os infection of the OBs packaged by the transgenic BmN cells, the B.
mori larvae (50 larvae in each experiment), in the first day of fifth instar were orally
inoculated with recombinant viruses (vVBmGFP and vBmPAK6). We preferred this late
larval stage because the fifth instar was of the largest duration (lasting for §—10 days) so
that the progress in virus infection could be monitored for several days without interference
by the intervening larval molts [17]. The larvae were reared on fresh mulberry leaves. The
OBs were purified and calculated. OBs, 1% 10%/mL, were used to inoculate B. mori orally
by droplet feeding bioassay. The dead larvae were collected daily, and confirmed to be
infected by the two kinds of the OBs by fluorescence observation or X-Gal staining test
[18]. All bioassays were repeated three times.
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Fig. 1 Observation of the trans-
genic BmN cells. For generating
the transgenic BmN cells, the
vector pigA3GFP—iel-polh
mixed with the helper plasmid
transfected into BmN cell (1x
10° cells) by lipofection
technique at 27 °C. The
transgenic BmN cells were
selected based on GFP expression
Panels: a bright field; b mixed
light field; ¢ fluorescent field.
The scale bars in the visible
images are 15 um
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Fig. 2 Analysis of polh gene (bp) M Cont. Tg Tg (RNA)
expression in the transgenic

cells. RT-PCR was performed

using polh-specific primer sets 2000
and total RNA purified from the

transgenic cells (Tg), untrans-

fected BmN cells as a control

(Cont.). The result of PCR when

the reverse-transcription step is 1000
omitted was also shown (Tg
RNA). The PCR products were 750
fractionated on 1% agarose gel
and stained with ethidium 500
bromide

250
Results

Generation of the Transgenic BmN Cell Line

For generating the stable transgenic BmN cell line, the BmN cells were selected based on
GFP expression. The presence of GFP under B. mori actinA3 promoter was confirmed by
the observation under fluorescent microscopy. After several rounds of selecting, the number
of GFP-positive cells increased significantly (Fig. 1). These results indicated that the stable
transgenic BmN cells were obtained.

Analysis of Polh Gene Expression

The transcription of the inserted polh gene in transgenic BmN cells was examined by RT-
PCR. The expected fragment with 700 bp was amplified by using cDNA of the transgenic
BmN cells as template (Tg), meanwhile no such fragment was amplified in the control of
the total RNA (Tg RNA) directly as template and the cDNA of untransfered BmN cells

Fig. 3 Detection of polyhedra in the transgenic BmN cells infected with BmPAK®6. Virus-infected cells were
visualized by microscope at 72 h infection under a visible bright light, b mixed light and ¢ fluorescence. The
scale bars in the visible images are 10 um. The recombinant baculovirus obtained polyhedra in the
transgenic BmN cells which emit fluorescence. Some of the inclusion bodies are indicated by arrowheads
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Fig. 4 Mortality of B. mori larvae orally infected with vVBmPAK6, vBmGFP, and BmNPYV, respectively. The
three types of viruses (vVBmPAK6, vBmGFP, and wt BmNPV) were insufflated to mulberry leave and
inoculated per os to B. mori larvae (50 larvae in each group). The dead larvae were collected daily, and
confirmed to be infected with the two kinds of the OBs by fluorescence observation or X-Gal staining test.
No larvae dead in the groups of the control. The mortality of B. mori larvae had been calculated, and standard
errors are indicated

(Cont.)(Fig. 2). It indicated that mRNA of the polh gene was transcripted in the transgenic
BmN cells.

Generation of the OBs of Recombinant Baculoviruses

In order to examine whether the expression product of the polh gene could package the
recombinant virus, the transgenic BmN cells were infected with the recombinant
baculoviruses without the polh gene, BmPAK6, and BmGFP, respectively. The OBs were
observed in the nuclei of the transgenic BmN cells at 72-h post-infection (Fig. 3). However,
the OB number of the recombinant baculoviruses in the transgenic BmN cells is less than
that in the BmN cells which infected with wild BmNPV. The result suggests expression
products of the polh gene in the transgenic BmN cells can package the virus particles of
BmPAK6 and BmGFP. We named the OBs of BmPAK6 and BmGFP as vBmPAK6 and
vBmGFP.

Infection Test of the B. Mori Larvae with the OBs

To investigate the virulence of the packaged viruses, the B. mori larvae were orally
inoculated with the OBs of the viruses (VBmPAK6 and vBmGFP), a positive control of the
wt BmNPV(50 larvae in each group) and a blank control respectively. And each test was
repeated three times. The dead larvae were collected daily, and confirmed to be infected
with the two kinds of the OBs by fluorescence observation or X-Gal staining test. In the X-
Gal staining test, the larvae mortality that infected with vBmPAK6 was 43%. And the
larvae mortality that infected with vBmGFP was 39%, which were counted by fluorescence
observation. The larvae mortality that infected with the control virus-wt BmNPV was 95%.
No larvae dead in the groups of the control (Fig. 4). Recombinant baculoviruses that were
packaged by the transgenic BmN cells (vBmPAK6 and vBmGFP) all exhibited a high
infectivity phenotype relative to the origin recombinant baculoviruses, showing that the
expression product of the polh gene did have a significant effect on the recombinant
baculoviruses infectivity to B. mori larvae. However, the B. mori larvae mortality by
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vBmPAKG6 (or vVBmGFP) compare to that by BmNPV was about 40%, suggesting that the
infectivity of vBmPAKG6 (or vVBmGFP) was lower than that of wt BmNPV in orally infected
B. mori larvae.

Discussion

Polyhedrin is a protein produced by wild-type baculovirus to protect the virus from
environmental pressures, such as temperature [19]. However, polyhedrin is not required for
the formation of viral particles in tissue culture. In many biological studies, the polh gene as
an unnecessary gene of NPV was substituted for foreign genes in BEVS. Hence, the
recombinant viruses lacking the polh gene do not produce OBs and are not suitable for per
os infection.

In order to develop a new method to improve the per os infection of the recombinant
baculovirus, we inserted the fragment of the po/h gene under the control of ie/ promoter of
BmNPV into transposon pigA3GFP vector, and transported the recombinant vector into
BmN cells. After screening, the stable transgenic BmN cell line was obtained. Then the
polh gene negative viruses, BmPAK6 and BmGFP, infected the transgenic BmN cells, and
polyhedrin structures were observed in the infected cells (Fig. 3). The results indicated that
the transgenic BmN cells could package the exogenous virus and formed occlusion bodies.

The recombinant virus, BmGFP or BmPAK®6, was unable to infect the B. mori larvae by
oral inoculation. However, in our experiments, these two viruses could infect the B. mori
larvae per os inoculation through the viral package in the transgenic BmN cells with the
products of the polh gene. The virulence of the recombinant virus had been confirmed by
fluorescence observation or X-Gal staining test from the B. mori dead larvae. Thus, the viral
package in the transgenic BmN cells did significantly affect the oral infectivity of the
recombinant virus. The package of recombinant baculovirus is convenient for per os
inoculation of B. mori larvae, and it could prevent bacteria infection as well.

In addition, a difference was observed in B. mori larvae mortality infected with wt
BmNPV, vBmPAK6 and vBmGFP (Fig. 4), suggesting that the infectivity of vBmPAKG6 (or
vBmGFP) was lower than that of wt BmNPV in orally infected B. mori larvae. That might
be attributed to insufficient OBs in transgenic BmN cells after infected with BmPAK6 and
BmGFP.

Acknowledgments This work was supported by the 973 National Basic Research Program of China
(2005CB121005); The Six-Field Top programs of Jiangsu Province; National Natural Science Foundation of
Jiangsu Education Communitte (06KJD180043); Innovation Foundation for Graduate Students of Jiangsu
Province.

References

—_—

. Zhou, C., Ko, R., & Maeda, S. (1998). Virology, 240, 282-294. doi:10.1006/vir0.1997.8927.

2. Keddie, B. A., Aponte, G. W., & Volkman, L. E. (1989). Science, 243, 1728-1730. doi:10.1126/
science.2648574.

3. Hughes, P., Wood, H., Breen, J., Simpson, S., Duggan, A., & Dybas, J. (1997). Journal of Invertebrate
Pathology, 69, 112—118. doi:10.1006/jipa.1996.4643.

4. Luckow, V., & Summers, M. (1989). Virology, 170, 31-39. doi:10.1016/0042-6822(89)90348-6.

5. Iatrou, K., & Meidinger, R. (1989). Gene, 75, 59-71. doi:10.1016/0378-1119(89)90383-1.

6. Lihoradova, O., Ogay, 1., Abdukarimov, A., Azimova, S., Lynn, D., & Slack, J. (2007). Journal of

Virological Methods, 140, 59-65. doi:10.1016/j.jviromet.2006.10.016.

RUA
2,& Humana Press


http://dx.doi.org/10.1006/viro.1997.8927
http://dx.doi.org/10.1126/science.2648574
http://dx.doi.org/10.1126/science.2648574
http://dx.doi.org/10.1006/jipa.1996.4643
http://dx.doi.org/10.1016/0042-6822(89)90348-6
http://dx.doi.org/10.1016/0378-1119(89)90383-1
http://dx.doi.org/10.1016/j.jviromet.2006.10.016

284 Appl Biochem Biotechnol (2009) 158:277-284

7. Guarino, L. A., & Summers, M. D. (1986). Journal of Virology, 57, 563-571.

8. Jarvis, D. L., Fleming, J. A., Kovacs, G. R., Summers, M. D., & Guarino, L. A. (1990). Biotechnology,
8, 950-955. doi:10.1038/nbt1090-950.

9. Grossman, G., Rafferty, C., Fraser, M., & Benedict, M. (2000). Insect Biochemistry and Molecular
Biology, 30, 909-914. doi:10.1016/S0965-1748(00)00092-8.

10. Tamura, T., Thibert, C., Royer, C., Kanda, T., Abraham, E., Kamba, M., et al. (2000). Nature
Biotechnology, 18, 81-84. doi:10.1038/71978.

11. Katsuma, S., Shimada, T., & Kobayashi, M. (2004). Virus Genes, 29, 211-217. doi:10.1023/B:
VIRU.0000036381.11779.dd.

12. Kanaya, T., & Kobayashi, J. (2000). The Journal of General Virology, 81, 1135-1141.

13. Katsuma, S., Noguchi, Y., Zhou, C., Kobayashi, M., & Maeda, S. (1999). The Journal of General
Virology, 80, 783-791.

14. Sriram, S., Palhan, V., & Gopinathan, K. (1997). Gene, 190, 181-189. doi:10.1016/S0378-1119(96)
00678-6.

15. Yamada, Y., Matsuyama, T., Quan, G., Kanda, T., Tamura, T., Sahara, K., et al. (2002). Virus Research,
90, 253-261. doi:10.1016/S0168-1702(02)00229-0.

16. Khurad, A., Mahulikar, A., Rathod, M., Rai, M., Kanginakudru, S., & Nagaraju, J. (2004). Journal of
Invertebrate Pathology, 87, 8—15. doi:10.1016/].jip.2004.05.008.

17. Rahman, M. M., & Gopinathan, K. P. (2004). Virus Research, 101, 109-118. doi:10.1016/.
virusres.2003.12.027.

18. Maeda, S. (1989). Annual Review of Entomology, 34, 351-372. doi:10.1146/annurev.
en.34.010189.002031.

19. Khurad, A. M., Kanginakudru, S., Qureshi, S. O., Rathod, M. K., Rai, M. M., & Nagaraju, J. (2006).
Journal of Invertebrate Pathology, 92, 59—65. doi:10.1016/j.jip.2006.03.005.

KU
3¢ Humana Press


http://dx.doi.org/10.1038/nbt1090-950
http://dx.doi.org/10.1016/S0965-1748(00)00092-8
http://dx.doi.org/10.1038/71978
http://dx.doi.org/10.1023/B:VIRU.0000036381.11779.dd
http://dx.doi.org/10.1023/B:VIRU.0000036381.11779.dd
http://dx.doi.org/10.1016/S0378-1119(96)00678-6
http://dx.doi.org/10.1016/S0378-1119(96)00678-6
http://dx.doi.org/10.1016/S0168-1702(02)00229-0
http://dx.doi.org/10.1016/j.jip.2004.05.008
http://dx.doi.org/10.1016/j.virusres.2003.12.027
http://dx.doi.org/10.1016/j.virusres.2003.12.027
http://dx.doi.org/10.1146/annurev.en.34.010189.002031
http://dx.doi.org/10.1146/annurev.en.34.010189.002031
http://dx.doi.org/10.1016/j.jip.2006.03.005

	The...
	Abstract
	Introduction
	Materials and Methods
	Cells and Media
	Construction of Vector
	Transfection of the Recombinant Plasmids into BmN Cells
	Detection of the Transcription of the Polh Gene
	Recombinant Virus Infection in the Transgenic BmN Cells
	Recombinant Virus Infection in B. mori Larvae

	Results
	Generation of the Transgenic BmN Cell Line
	Analysis of Polh Gene Expression
	Generation of the OBs of Recombinant Baculoviruses
	Infection Test of the B. Mori Larvae with the OBs

	Discussion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /ENU <>
    /DEU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [5952.756 8418.897]
>> setpagedevice


