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Abstract
The simian virus 40 polyadenylation signal (SV40 polyA) has been routinely inserted down-

stream of the polyhedrin promoter in many baculovirus expression vector systems (BEVS).

In the baculovirus prototype Autographa californicamultiple nucleopolyhedrovirus

(AcMNPV), the polyhedrin promoter (very late promoter) transcribes its gene by a viral RNA

polymerase therefore there is no supporting evidence that SV40 polyA is required for the

proper gene expression under the polyhedrin promoter. Moreover, the effect of the SV40

polyA sequence on the polyhedrin promoter activity has not been tested either at its natural

polyhedrin locus or in other loci in the viral genome. In order to test the significance of add-

ing the SV40 polyA sequence on gene expression, the expression of the enhanced green

fluorescent protein (egfp) was evaluated with and without the presence of SV40 polyA

under the control of the polyhedrin promoter at different genomic loci (polyherin, ecdysteroid

UDP-glucosyltransferase (egt), and gp37). In this study, spectrofluorometry and western

blot showed reduction of EGFP protein for all recombinant viruses with SV40 polyA,

whereas qPCR showed an increase in the egfpmRNA levels. Therefore, we conclude that

SV40 polyA increases mRNA levels but decreases protein production in the BEVS when

the polyhedrin promoter is used at different loci. This work suggests that SV40 polyA in

BEVSs should be replaced by an AcMNPV late gene polyA for optimal protein production or

left untouched for optimal RNA production (RNA interference applications).

Introduction
The insect specific baculoviruses in the family of Baculoviridae have been widely used for high
yield expression of heterologous proteins in insect cells for research and pharmaceutical appli-
cations [1,2,3,4]. This is attributed to the fact that the large circular dsDNA genome of baculo-
virus (88–180 kb) has genes that are dispensable and can be replaced with foreign genes for
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expression purposes [5,6]. For example, in the genome of the most extensively studied baculo-
virus, Autographa californicamultiple nucleopolyhedrovirus (AcMNPV), the highly expressed
polyhedrin (polh) and p10 genes are not essential for AcMNPV replication in cell culture [7,8].
This discovery leads to the development of the baculovirus expression vector system (BEVS)
[7]. The BEVS has at least three major attractive advantages over other systems for gene expres-
sion. First, the strong promoters such as those of polh and p10 allow abundant expression of
foreign genes. Second, they support the proper production of the mammalian proteins in insect
cell culture or in live insects [9]. Third, the mechanisms for post-translational modification of
proteins in insect systems are similar to those in mammalian systems [1,10].

Two different groups of genes are classified depending on whether they are transcribed
prior to or posterior to viral DNA replications. Early genes are transcribed by the host RNA
polymerase (POL) II without the need of viral DNA replication. However, the late genes that
are transcribed by the viral RNA POL, driven by an early promoter, are transcribed posterior
to viral replication [11]. The polh promoter is a strong promoter that drives the expression of a
late gene (polyhedrin gene) and has been widely used for protein production in the vast major-
ity of the BEVSs [1,2].

To further enhance protein production in the BEVS, a 128 bp simian virus 40 (SV40) polya-
denylation signal sequence or SV40 polyA has been routinely added to some of the polh pro-
moter-based transfer vectors such as the popular Bac-to-Bac1 pFastBac™ vectors and
Gateway1-adapted destination vectors (Invitrogen). The SV40 polyA signal is recognized and
used by the host RNA POL II complex to process precursor mRNA and increase the stability of
the mature mRNA as well as enhance the efficiency of mRNA translation in eukaryotic cells.
Therefore, its insertion in the BEVS is intended to provide efficient mRNA processing and
polyadenylation and to boost protein expression levels in insect cells. Although critics suggest
that additional polyadenylation signals should not be added when foreign genes are to be
expressed in the BEVS, the significance of adding polyadenylation signals has not been fully
addressed [12]. Early work suggests that the insertion of SV40 polyA at the p10 locus in other
BEVSs reduces mRNA production and thus reduces protein synthesis [13]. However, the role
of SV40 polyA in the polh promoter-based vectors has not been systematically investigated.
Therefore, we designed different experiments to investigate the influence of using SV40 polyA
on enhanced green fluorescent protein (EGFP) expression, which is driven by the polyhedrin
promoter in three different loci on the AcMNPV genome. Recording the influence of using
SV40 polyA on foreign genes driven by late promoters in BEVS is very important to the baculo-
virus-based applications such as vaccines, pharmaceutical products and RNA interference.

Materials and Methods

Cell line and viruses
The insect cell line IPLB-SF21AE (Sf21) used throughout this investigation was maintained at
27°C in the TNM-FH medium supplemented with 10% fetal bovine serum. AcMNPV (E2
strain) was used to test the significance of SV40 polyA in the BEVS. The Bac-to-Bac1 system
was obtained from Invitrogen.

Recombinant virus construction
Three viral loci were used to test the roles of SV40 polyA in gene expression levels in the BEVS.
Transfer vectors were constructed to generate three recombinant viruses that express egfp in
three independent loci (polh, egt and gp37).

At the polh gene locus, for the SV40- construct, a 5.2 kbp EcoRI/SphI fragment of AcMNPV
containing polh was cloned between the EcoRI and SphI sites of the pUC18 plasmid. The
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resultant 7.9 kbp cloned (pUCpolh) DNA was cleaved with EcoRV/KpnI to delete the polh pro-
moter and a major portion of the polh coding sequence (631 bp). A clone, pBlueGFP contain-
ing the egfp gene, was digested with EcoRV/KpnI to retrieve the polh promoter and the egfp
gene [14]. The 0.9 kbp EcoRV/KpnI egfp fragment was ligated to the 7 kbp EcoRV/KpnI frag-
ment from pUCpolh to generate pAcpolhSV40- (Fig 1).

For the SV40+ construct, the fragment (400 bp) containing the SV40 polyA signal was
retrieved from pBlueBac4.5 (Invitrogen) and inserted downstream of the egfp gene in the trans-
fer vector pAcpolhSV40- to produce a clone carrying the polh promoter upstream of the egfp
gene with downstream SV40 polyA (pAcpolhSV40+) (Fig 1).

At the egt gene locus, for the SV40+ construct, a 3.8 kbp PstI/BglII fragment of AcMNPV
was cloned between the PstI and BamHI sites of pUC18E in which the EcoRI site was previ-
ously eliminated by Klenow enzyme treatment (pUC18E-egt, 6.5 kbp). The plasmid pUC18E-
egt was digested with EcoRI/SnabI and followed by Klenow enzyme treatment for blunt end
production. The egfp gene with the polh promoter at the upstream and SV40 polyA at the
downstream was retrieved from pBlueGFP [14] by digestion with EcoRV/SnabI (blunt ends)
and was ligated into the pUC18E-egt to produce transfer vector pAcegt SV40+ (Fig 1).

For the SV40- construct, the SV40 polyA signal in pAcegtSV40+ was deleted by double-
digestion with XhoI and SnaBI followed by Klenow enzyme treatment. Thus treated plasmid
was ligated by T4 DNA ligase to produce a transfer vector called pAcegtSV40- (Fig 1).

At the gp37 gene locus, for the SV40- construct, the transfer vector pAcGFP or in this report
known as pAcgp37SV40- was used [14]. For the SV40+ construct, the SV40 polyA signal
was inserted downstream of the plasmid pAcgp37SV40- [14] to generate transfer vector
pAcgp37SV40+ that contained the SV40 polyA sequence (Fig 1).

All transfer vectors were confirmed by restriction endonuclease and DNA sequence analy-
ses. For each viral construct, the transfer vector and AcMNPV viral DNA were used to co-
transfect Sf21 cells using lipofectin (Invitrogen) [12]. Recombinant viruses were isolated by pla-
que assay and authenticated by PCR [12,14].

To support EGFP expression level differences, the AcMNPV polyhedrin gene open reading
frame was amplified by PCR using two primers (Ac-Polh-F-EcoRI and Ac-Pol-R-XbaI, S1
Table) using AcMNPV E2 strain genomic DNA as the template and pfu (ClonTech). The PCR
product was cloned to the pFastBac I vector that has an SV40 polyA signal to generate pFB-
polh-SV40UTR. To insert the AcMNPV polyhedrin UTR, a PCR product was amplified using
primer Ac-Polh-F-EcoRI and primer Ac-polhUTR-R-XhoI (S1 Table) that is located 1,209 bp
downstream of the polyhedrin translation start codon ATG and AcMNPV E2 strain genomic
DNA as the template and pfu. The PCR product was cloned into pFastBac I to generate pFB-
polh-polhUTR. All the clones were sequenced for confirmation. The two transfer vectors pFB-
polh-SV40UTR and pFB-polh-polhUTR were used to transform DH10Bac cells to produce
recombinant viruses AcBacPolh-SV40UTR and AcBacPolh-polhUTR in Sf21 cells, respec-
tively, following recommended methods provided by Invitrogen.

Assay for protein expression
Quantitative analyses of EGFP production driven by the polh promoter and in the presence or
absence of SV40 polyA at the polh, egt and gp37 loci were carried out as follows. Sf21 cells were
infected in triplicates by different recombinant viruses and wt AcMNPV at an m.o.i. of 1
and10. MOI was calculated based on the plaque forming units (p.f.u.) per cell in 25 cm2 TC
flasks containing 3×106 cells/flask [12]. The infected cells were incubated for 72 h (1 m.o.i.)
and 48 h (10 m.o.i.) at 27°C. After incubation, the infected cells were dislodged from the TC
flasks. One ml of suspended cells was withdrawn for SDS-PAGE and western blot analysis.
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Two ml of cells were taken out for EGFP fluorescence measurement and the remaining 2 ml
were used for total RNA isolation.

To measure the EGFP yield, infected Sf21 cells were centrifuged at 400 g for 5 min and the
pellets were lysed in 1 ml of 0.1% SDS. The lysate containing EGFP was measured for fluores-
cence using a Shimadzu RF-5301PC spectrofluorometer (Ex 488 nm, Em 507 nm). The emis-
sion values were used to quantitatively compare the expression levels of EGFP between
different pairs of recombinant viruses. The results were analyzed by the Student’s T-test in
Excel (Microsoft).

To ensure that the EGFP measurement was in the linear range, a flask of Sf21 cells were
infected with AcegfpSV40- and the infected cells were harvested as described above. Sf21 cells
were serially diluted 2-fold with 0.1% SDS up to 8-fold. The EGFP fluorescence intensity was
measured. Correlation of EGFP emission and cell numbers were analyzed by linear regression
using the program Excel (Microsoft).

To confirm the EGFP fluorescence measurement, SDS-PAGE and western blot analyses
were performed. Infected Sf21 cells were divided equally. One was used for the total protein
estimate and the other half was used for western blot analysis. In total protein analysis, the
infected cells were pelleted by centrifugation and lysed in 0.1% SDS. A Bradford based Bio-Rad
protein assay kit was used to estimate the total proteins in infected cells following the protocol
provided by the kit provider (Bio-Rad, Hercules, California). Known amounts of bovine
serum albumin (BSA) were used to construct a standard curve. In western blot analysis, equal
amounts of total protein (10 μg) from each viral infection were processed for SDS-PAGE in
triplicates. One of the gels was stained with Coomassie blue. Proteins in the other two gels were
transferred onto two nitrocellulose membranes separately. One membrane was used for EGFP
detection with an anti-GFP polyclonal antibody (Affinity BioReagents, Golden, Colorado). The
other nitrocellulose membrane was used for the detection of a viral capsid protein VP39 with
an anti-VP39 mono-clonal antibody (kindly provided by Dr. L. E.Volkman, University of

Fig 1. Schematic diagram of viral constructs with and without SV40 polyA signals for egfp gene expression under the AcMNPV polh promoter
control at the polh, egt and gp37 loci of AcMNPV genome to test the functions of SV40 polyA in the baculovirus expression vector system. The
putative polyA signal in Acgp37SV40+ and Acgp37SV40- is a prediction but not verified since no 3’ RACE products were obtained.

doi:10.1371/journal.pone.0145019.g001
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California, Berkeley) for normalization of sample loading. Horseradish peroxidase conjugated
secondary anti-bodies were used to bind to either the EGFP or VP39 on the membranes. An
Immun-Blot Assay kit was used for color development following the protocol from the manu-
facturer (Bio-Rad). The procedure was performed in triplicates from cell infection to the west-
ern analyses.

To ascertain that the detection was in the linear range, the EGFP expression from AcegtSV40-

infected Sf21 cells were also serially diluted (2-fold in each dilution) for western blotting analysis
with the Anti-GFP anti-body. The signals from western blots were quantified by spot densitome-
try using a computer program AlphaImager 2200 (Alpha Innotech Corporation, California).
Differences in GFP antibody signals between each pair of recombinant viruses were analyzed sta-
tistically using the Student’s T-test in Excel (Microsoft).

To support EGFP measurements, polyhedrin expression differences between AcBacPolh-
SV40UTR and AcBacPolh-polhUTR in Sf21 cells were compared at an m.o.i. of 5 in triplicates.
At day 4 post infection, the infected cells were lysed with 0.5% SDS for purification of polyhe-
dra by centrifugation (16,000 g for 1 min). The pelleted polyhedra were washed three times by
0.5% SDS. The amounts of polyhedra production between the two viruses in Sf21 cells were
enumerated using a hemocytometer.

Transcription level analysis
To test the differences in egfp transcripts between viruses with and without SV40 polyA, real-
time qPCR was used. The other half of cell pellets used to measure protein expression above
was used for total RNA extraction [15]. The extracted RNA was first quantified by spectropho-
tometry. Total RNA (1 μg) was treated with DNase (Promega) to degrade potential DNA con-
tamination following conditions recommended by the enzyme provider. The DNA-free RNAs
were then used as templates for cDNA synthesis using two reverse primers, an oligo (dT) 3’
RACE adapter primer (Ambion, Table in S1 Table) and a Sf28-R primer, together in the reac-
tion with a DyNAmo cDNA Synthesis Kit (New England Biolabs, Beverley, USA) [16]. The
synthesized cDNA was diluted 4-fold with nuclease-free water for qPCR analysis of egfp tran-
script levels. In qPCR, the primer pairs used for a 153 bp amplicon of egfp gene were pGFP-
486F and pGFP-639R (S1 Table). An internal system control with the primer pair of SF28S-F
and SF28S-R for the Sf21 28S rRNA was used to normalize the reactions. SYBR1 Green super-
mix kits (Bio-Rad) were used in the real-time qPCR [16]. The amplification data was acquired
by the Bio-Rad IQ 3.0 system. Effects of SV40 polyA on egfp transcript levels were expressed as
relative to the 28S rRNA levels [17,18]. Each of the amplifications was run in triplicates (tem-
plates from three independent infection) to calculate experimental variance for statistical anal-
ysis by the Student’s T-test using Excel (Microsoft).

To support real-time qPCR measurement of EGFP expression, dot-blot RNA analysis was
performed. Equal amounts (2 μg) of total RNA from each viral infection were blotted onto
a nylon membrane (OSMONICS INC) in triplicates with an S& S Minifold (Schleicher &
Schuell) following the provided procedure. A pair of egfp primers, GFP-112F and GFP-506R
(S1 Table), was used to amplify a 394 bp PCR product using pBlueGFP plasmid [14] as a tem-
plate and the PCR product was labeled with a biotin labeling kit (NEB). A partial Sf21 cellular
28S ribosomal RNA gene sequence was cloned (pGEM-sf28S) during a cDNA synthesis experi-
ment and was sequenced (GenBank Accession. No: EU314585). The 28S gene fragment was
amplified using a primer pair of SF28S-F and SF28S-R (S1 Table) by PCR using the plasmid
pGEM-sf28S as a template for an expected 157 bp product and labeled with the biotin labeling
kit (NEB). One of the dot blot duplicates was hybridized by the egfp biotin probe and the other
was hybridized by the 28S rRNA biotin probe in formamide based hybridization buffers [14] at
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42°C for 19 h. the blots were processed for color development following the protocol by the kit
supplier (NEB).

Mapping of 3’ends
To map the 3’ ends of the transcripts, the 3’ RACE procedure was used. A cDNA was synthe-
sized by using RNA isolated above and an oligo (dT) 3’ RACE adapter primer (Ambion, S1
Table) according to the instruction of the cDNA synthesis kit (NEB). A forward egfp gene
primer (GFP-486F, S1 Table) was paired with the 3’ RACE outer reverse primer (Ambion, S1
Table) to amplify the 3’ ends by PCR using synthesized cDNA templates. The amplified prod-
ucts were resolved by agarose gel electrophoresis. The RACE products from the agarose gel
were cloned for sequencing. The obtained sequences were compared with the genome sequence
of AcMNPV to map the 3’ ends using LASERGENE (DNASTAR). If no RACE products were
detected, egfp gene specific primers were used to test the presence of egfp cDNA. The egfp
gene specific primers were GFP-112F and GFP-506R (S1 Table) for an expected 394 bp PCR
product.

Analysis of gp37 UTR
To understand regulation of egfp expression with the gp37UTR, the AATAAA polyadenylation
signal was first searched using LASERGENE (DNASTAR). Oligo primers located immediately
upstream of the AATAAA were designed and synthesized for PCR analysis (S1 Table). In PCR,
each of the four gp37UTR reverse primers (S1 Table) was paired with the forward primer GFP-
486F (Fig 1, S1 Table) with the cDNA from above as well as with the plasmid pAcgp37SV40-

DNA. The amplified products were analyzed by agarose gel electrophoresis.

Results

Protein expression yield analysis
Three pairs of recombinant AcMNPV were constructed to express EGFP driven by the polh pro-
moter in the presence and absence of the SV40 polyA signal that inserted in different loci at the
AcMNPV genome (polh, ecdysteroid UDP-glucosyltransferase (egt) and gp37 loci) (Fig 1). Fluo-
rescence spectrophotometry was used to measure the level of EGFP expression. All three recom-
binant viruses lacking the SV40 polyA signal (AcpolhSV40-, AcegtSV40-, Acgp37SV40-)
showed higher EGFP yields than the constructs that have the SV40 polyA signal (AcpolhSV40+,
AcegtSV40+, Acgp37SV40+) when they infected Sf21 cells at a multiplicity of infection (m.o.i.)
of 10 (Fig 2A). Viral infection at an m.o.i. of 1 showed similar EGFP yield differences as in the
10 m.o.i. (S1 Fig). There was a significant 30% more EGFP production detected during
AcpolhSV40- and AcegtSV40- infection than AcpolhSV40+ and AcegtSV40+, respectively (Fig
2A). At the gp37 locus, the difference of the polh promoter activities between the gp37 pairs
(Acgp37SV40- and Acgp37SV40+) was about 10% but not statistically different (Fig 2A). To val-
idate the measurements of EGFP yields using fluorescence spectrophotometry, we determined
that all the measurements in Fig 2A were in the linear range detected by fluorescence spectro-
photometry (Fig 2B). All these data suggest that the difference in the polh promoter-based
EGFP expression in the constructs with or without the SV40 polyA signal was not due to experi-
mental errors (Fig 2A) or out of the linear range of the EGFP measurements (Fig 2B). Instead, it
suggests that the presence of the SV40 polyA signal downstream of the polh promoter-based
BEVS reduced EGFP expression yields, which is locus dependent. To further support the con-
clusion from the EGFP fluorescence measurement, SDS-PAGE and western blot were used to
visualize the difference between each pair of the viral constructs.
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The differences of the EGFP levels were confirmed by western blot (Fig 2C). No EGFP band
was detected from the Sf21 cells infected with the wild type (wt) AcMNPV E2 as a negative
control. It was clear that the western results for AcegtSV40- showed the strongest signal in the
western blot analysis (Fig 2C), which confirmed the fluorescence spectrophotometry results.
The anti-VP39 antibody detecting the AcMNPV viral capsid protein VP39 was used as a

Fig 2. EGFP expression yield comparison of Sf21 cells infected with viral constructs with or without the SV40 polyA signal at the polh, egt and
gp37 loci of the AcMNPV genome. A. Quantitative analysis of EGFP yields to test the effects of SV40 polyA on EGFP expression in the baculovirus
expression vector system. Sf21 cells were infected by different viral constructs at an m. o. i. of 10 p.f.u./cell and the cells were harvested at 48 h post infection
for fluorescence emission measurement in three independent cell infections. * indicates significant difference at P = 0.05. NS, not significant. Error bars
denote SD. B. Validation of the fluorescence measurement to ascertain fluorescence values falling in the linear range. EGFP produced by the Sf21 cells
infected by AcegtSV40- were diluted and fluorescence emission values were plotted against the number of cells.C. Western blotting analysis of EGFP yields
by viral constructs with or without the SV40 polyA signal. Equal amounts of total proteins from Sf21 cells infected with viruses were used for SDS-PAGE. The
separated proteins from the gel were transferred onto a nitrocellulose membrane and probed with an anti-GFP antibody to detect the amounts of EGFP
production from different viral infections. A separate membrane identical to that for the EGFP detection was probed with an anti-VP39 antibody. D.
Comparison of polyhedra production of Sf21 cells infected with either AcBacPolh-SV40UTR or AcBacPolh-PolhUTR. E. Quantitative comparison of
polyhedra production of Sf21 cells infected with either AcBacPolh-SV40UTR or AcBacPolh-PolhUTR. * indicates significant difference at P = 0.05.

doi:10.1371/journal.pone.0145019.g002
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loading control (Fig 2C). This result suggests that the difference in EGFP expression was not
due to the differences in sample loading but due to the negative effects of the SV40 polyA
sequence on polh promoter-based egfp expression. A similar pattern of EGFP reduction to the
spectrofluorometry was obtained by densitometry. We also confirmed that the densitometry
values were within the linear range (data not shown). All these data suggest that the SV40
polyA signal in the AcMNPV polh promoter-based vectors reduced EGFP expression yields at
the polh and egt loci but not at the gp37 locus of the AcMNPV genome.

To confirm EGFP data, the polyhedra production (corresponding to polyhedrin gene expres-
sion) showed a 50% reduction when SV40 poly A sequence was inserted downstream to the
polyhedrin gene (AcBacPolh-SV40UTR) comparing to when polyhedrin 5’UTR was inserted
(AcBacPolh-polhUTR) (Fig 2D and 2E).

Analysis of polh promoter-based egfp transcription
The differences between the egfp transcripts from the recombinant viruses with or without the
SV40 polyA signal during Sf21 cell infection were initially detected by real-time qPCR [16,17].
The real-time qPCR results showed that the egfp transcripts were higher when SV40 polyA sig-
nal was used (Fig 3A). However, the increased levels of egfp transcripts differed depending on
the loci into which the polh promoter-based egfp expression cassette was inserted. The greatest
increase was detected at the gp37 locus (77%), followed by the egt locus (58%) and then the
polh locus (8%) (Fig 3A). At the egt and gp37 loci, the increased levels of egfp transcripts due to
the insertion of the SV40 polyA signal was statistically significant compared to the constructs
without SV40 polyA, whereas the increase due to the insertion of the SV40 polyA signal at the
polh locus was not significant compared to that without SV40 polyA (Fig 3A).

The measurements of egfp transcription level by real-time qPCR was supported by dot blot
RNA analysis that showed differences among egfp transcription levels from constructs with
and without SV40 polyA. The internal hybridization control using Sf21 28S rRNA probe
detected almost equal amounts of 28S rRNA in all the viral infection samples. 28S rRNA after
viral infection was abundantly maintained in the infected cells (Fig 3B). Pair-wise comparison
by visual inspection of the hybridization signals showed that higher egfpmRNA levels were
detected in constructs with SV40 polyA downstream of the egfp gene than these without SV40
polyA at all the three loci (Fig 3B).

Therefore, the SV40 polyA signal at the three loci of the AcMNPV genome examined in this
report enhanced polh promoter-based egfpmRNA levels but reduced EGFP protein levels.
These results prompted us to further investigate the 3’ end structure of the egfpmRNA initiated
from the polh promoter at the three loci.

mRNA 3’ end analysis
To determine the 3’ end sequences that might play roles in egfpmRNA level regulation at the
three loci of the AcMNPV genome, the rapid amplification of cDNA ends (RACE) method was
used. For all recombinant viruses with SV40 polyA signal, RACE products of about 400 bp
were produced by using the primer pair (GFP-486F/3’outer adapter primer) (Fig 4A and 4C,
S1 Table). However, when no SV40 polyA was inserted downstream of the egfp gene, the 3’
RACE products were larger than 400 bp for egfp at the loci of polh and egt (Fig 4A and 4C). For
AcpolhSV40-, a product of about 800 bp was obtained, whereas a product of about 1000 bp was
detected from AcegtSV40-. No discrete RACE product from Acgp37SV40- was detected by aga-
rose gel electrophoresis (Fig 4A and 4B).

Since PCR product was detected from Acgp37SV40+ but not from Acgp37SV40- (Fig 4A and
4B), one of the possibilities could be that there was no cDNA synthesized due to the lack of the
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poly(A) tail (Fig 4A and 4B, S1 Table). However, using an egfp gene specific primer pair (GFP-
112F/GFP-506R) (Fig 4B, S1 Table) detected an expected 400 bp product (Fig 4B). These data
suggest that the egfpmRNAs produced by Acgp37SV40- were polyadenylated (Fig 4A and 4B).
The exact reason for not detecting a 3’ end RACE product with Acgp37SV40- remains unknown,
but a plausible explanation could be that there was no efficient polyadenylation signals down-
stream of the gp37 3’UTR, which led to long egfpmRNAs that could not be detected by RACE.

Mapping of 3’ ends
To understand why 3’ RACE failed to amplify the 3’UTR of gp37, the RACE products showed
in Fig 4a were cloned and sequenced. Sequencing showed that the egfp transcripts produced
by AcpolhSV40+, AcegtSV40+ and Acgp37SV40+ were terminated 16 nt downstream of the
AAUAAAmotif (Fig 5). When no SV40 polyA was present the egfp transcripts were terminated

Fig 3. Transcription analysis of egfp from different viral infections. Real-time quantitative reverse
transcription PCR analysis of egfp. Viral constructs with or without the SV40 polyA signal were used to infect
Sf21 cells and the infected cells were harvested at 48 h p. i. for total RNA extraction. Equal amounts of RNA
from different viral cell infections were used as templates for amplification of a 153 bp amplicon of the egfp
gene using SYBR green dye RT-PCR kit from Bio-Rad for real-time quantification of the egfp transcripts. Sf21
cellular 28S rRNA gene was used as a house keeping gene in the real-time qPCR to normalize the reaction.
Error bars represent SD from three independent cell infections.B. Dot-blot analysis of egfp transcripts. Total
RNA (2 μg) from the Sf21 cells infected with AcMNPVwith or without the SV40 polyA signal as well as the wt
AcMNPV (negative control) and a plasmid pBlueGFP (positive control) were blotted to a nylon membrane
and probed with either a egfp or 28S rDNA fragment labeled with biotin.

doi:10.1371/journal.pone.0145019.g003
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16–22 nt downstream of the AAUAAAmotif at the polh locus of AcpolhSV40- and 14 nt at the
egt locus of AcegtSV40- (Fig 5). Sequencing detected occasional termination within the
AAUAAA site for egfp transcripts produced by AcegtSV40+ (Fig 5). The 3’ end mapping of the
SV40 polyA, polh and egtUTRs suggests that the polyadenylation signal AAUAAA was used by
the viral RNA polymerase for the 3’ end processing of egfp transcripts that driven by the polh
promoter. This finding also provided insights in understanding the 3’ end formation of the gp37
mRNA 3’UTR.

Analysis of gp37 3’ UTR
A search of the polyadenylation signals in the downstream sequences of polh, egt and gp37 as
well as the common SV40 polyA revealed the presence of the canonical sequence of AAUAAA

Fig 4. Analysis of untranslated regions of transcripts of viral constructs with or without the SV40 polyA signal in Sf21 cell infection. A. 3’RACE
analysis of egfp gene transcripts. An oligo (dT) 3’RACE adapter primer was used to synthesize cDNA from total RNA isolated from the Sf21 cells infected
with different viruses at 48 h p. i. A pair of primers (GFP-486F/3’ RACE outer reverse primer) was used to amplify the 3’ ends of the egfp transcripts by PCR.
The PCR products were separated by agarose gel electrophoresis.B. RT-PCR confirmation of the presence of polyadenylated egfpmRNA initiated from the
polh promoter at the gp37 locus of AcMNPV. NTC, no-template control. M, DNA size marker. C. Schematic of egfp gene 3’RACE analysis. Dotted lines
indicate 3’ RACE products depicted from A.

doi:10.1371/journal.pone.0145019.g004
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and the GU-rich regions needed for 3’ end processing (Fig 6A, Table 1). The putative GU-rich
regions were mapped, which were located in the 3’UTR at 53 nt in AcpolhSV40-, 23 nt in
AcegtSV40-, 25 nt in Acgp37SV40- and 28 nt in AcpolhSV40+, AcegtSV40+ and Acgp37SV40+

(Fig 6A, Table 1). The majority of the egfp transcripts were terminated in the middle between
the AAUAAAmotif and the GU-rich region (Figs 5 and 6A, Table 1). In the egfp 3’UTR of
AcpolhSV40-, AcpolhSV40+, AcegtSV40+, and Acgp37SV40+, two AAUAAAmotifs were
found. According to the sequence of the 3’ RACE product, the egfp transcripts of AcpolhSV40-

were terminated close to the first AAUAAAmotif, whereas in AcpolhSV40+, AcegtSV40+ and
Acgp37SV40+ the termination was close to the second AAUAAAmotif (Figs 5 and 6A). Inter-
estingly, four AAUAAAmotifs are present in the gp37 3’UTR between nt 941 and 1,333 from
the stop codon (Fig 6A). Using the plasmid DNA (pAcgp37SV40-) that includes the1.7 kbp
gp37 3’UTR as a template for a PCR reaction as a positive control, four products were pro-
duced when the forward primer GFP-486F was used with either of the four gp37 reverse prim-
ers (gp37R1, gp37R2, gp37R3 and gp37R4) (Figs 1 and 6B, S1 Table). When cDNA synthesized
from mRNA isolated from the Sf21 cells infected with Acgp37SV40- was used as a template in
a similar PCR, only the first three PCR products were detected and their intensity decreased
as the length of products increased (Fig 6C). These data suggest that the motifs including
the AAUAAA and the downstream GU-rich regions for the 3’ processing of the egfpmRNAs
produced by Acgp37SV40- were not as efficient as the rest of the recombinant viruses (Figs 4
and 6B).

To understand why the first AAUAAA/GU-rich region was not able to efficiently process
the egfp transcripts at the gp37 locus, the motifs that are involved in the 3’ end processing were
compared between polh, egt, gp37 and SV40 polyA (Table 1). The first GU-rich region after the
polyadenylation site in the gp37 UTR showed identical sequence to that of SV40 polyA. This
suggests that the first GU-rich region of the gp37 UTRs might not be responsible for the weak
3’ end processing (Table 1). It is noteworthy to mention that all the AAUAAA of polh, egt and
SV40 polyA are followed by a dinucleotide with at least a guanosine (G), which is not present
in the dinucleotide in all three AAUAAAmotifs in the gp37 locus. These data may suggest that
additional sequences other than the canonical AAUAAA are needed for the efficient processing
of the 3’ ends of the polh promoter-controlled transcripts of AcMNPV during Sf21 infection.

Fig 5. Mapping of the 3’ ends of the egfp transcripts from the Sf21 cells infected with different viral constructs with or without the SV40 polyA
signal showing the polyA signal (AATAAA) upstream of the 3’ end of transcripts (not drawn to scale). * indicates alternative 3’ ends. // indicates
sequences omitted.

doi:10.1371/journal.pone.0145019.g005
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Discussion
Since AcMNPV is the most widely used vector for eukaryotic protein production, the 128 bp
SV40 polyA signal has been added to some commercial baculovirus expression vectors includ-
ing the popular Bac-to-Bac1 system (Invitrogen). The impetus to include the SV40 polyA

Fig 6. Polyadenylation signal analysis of the gp37UTR of AcMNPV. A. Comparison of the 3’ UTRs of polh, egt, gp37 and SV40. UTR sequences were
retrieved from GenBank and searched for the polyadenylation AATAAA and GU-rich motifs. UTR sequences start right after the gene translation stop codon,
except SV40 polyA that starts with the 5’ end of the insert. The putative polyadenylation signal AAUAAA or AATAAA is in bold letters. Putative GU-rich motifs
are in underlined italic letters. The primary 3’ end nucleotides are in capital letters. Underlines sequences are reverse primers for PCR. B. PCR analysis using
GFP486F/gp37 reverse primers (R1, R2, R3 and R4) and plasmid DNA template (pAcgp37SV40-, Fig 1). NTC, no-template control. M, DNA size marker.C.
PCR same as B except that cDNA frommRNA isolated from the Sf21 cells infected with Acgp37SV40- (Fig 1). Outer, 3’RACE outer reverse primer (S1
Table).

doi:10.1371/journal.pone.0145019.g006
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signal into the BEVS is believed to increase protein expression yields. We provided in this
report the evidence that the inclusion of the SV40 polyA signal in the BEVS is not only redun-
dant but also reduces protein expression yields. To the best of our knowledge, the most intrigu-
ing discovery from this report is that the SV40 polyA signal increased the polh promoter-based
egfp transcription levels but reduced the egfp protein accumulation levels of AcMNPV during
Sf21 cell infection. The evidence obtained from this work also supports the earlier suggestion
that additional polyadenylation signal sequences should not be added in the BEVS to improve
protein production yields [12].

In eukaryotic cells, such as Sf21 cells used in this report, the host RNA POL II processes
transcripts by recruiting cellular RNA processing factors such as the cleavage and polyadeny-
lation specificity factor (CPSF) and cleavage stimulation factor (CstF) to its carboxyl-
terminal domain. CPSF and CstF then recognize a canonical sequence of AAUAAA and a
GU- rich sequence downstream of the AAUAAA motif of the transcripts, respectively
[19,20]. Other factors poorly understood are then recruited to cleave the sequence between
the AAUAAA and the GU-rich region. Subsequently, the poly(A) polymerase adds a stretch
of As to form the poly(A) tail and thus stabilize the mRNA in order to enhance protein syn-
thesis [21]. SV40 polyA contains the AAUAAA signal for host CPSF binding [22]. Despite of
the discovery that the late genes of AcMNPV are transcribed by the viral RNA POL, the
mechanism behind how the AcMNPV RNA POL processes late gene transcripts is not fully
understood [11,23]. The fact that the late genes of AcMNPV use the viral RNA polymerase
for transcription raises a question about the benefit of the common practice of adding
the SV40 polyA signal to improve protein production. However, an empirical evidence of
the significance of adding SV40 polyA for baculovirus late gene transcript processing was
lacking [12].

Transcription is often an intermediate step in gene expression and the production of func-
tional proteins is the ultimate goal of gene expression using the BEVS. The differences in egfp
mRNA translation in the Sf21 cells infected with the different recombinant viruses may arise
from the 3’UTRs since they had the same 5’UTR. Transcripts with poly (A) tails are important
for mRNA transportation from the nucleus to the cytoplasm, stability of mRNA and efficient
translation [24,25]. Therefore, the length of poly (A) tail is important for translation efficiency
[25]. The 3’UTRs containing the SV40 polyA sequence may interfere with the formation of the
translation initiation complex. This might be due to proteins or microRNAs that bind to the
SV40 polyA sequence of the egfp transcripts, thereby interfering with the translation initiation
for efficient protein synthesis [24,26].

Insect cells use the cleavage/polyadenylation system whereas the SV40 polyA signal pro-
vides the necessary signals for cleavage/polyadenylation in mammalian cells. The SV40 polyA
sequence contains three elements of AAUAAA for CPSF binding and a downstream GU-rich

Table 1. Comparison of polyadenylation signals of AcMNPV late gene 3’ UTRs with SV40 polyA.

Viral genes polyA 3' end to polyA (nt) GU rich region GU to polyA (nt)

polh AAUAAAgg 22 GUUAGUGU 53

egt AAUAAAtg 14 GUUUUUUU 23

SV40 AAUAAAgc 16 GUUUGU 28

gp37R1 AAUAAAaa undefined GUUUGG 25

gp37R2 AAUAAAac undefined GUU 66

gp37R3 AAUAAAca undefined GUGUU 19

doi:10.1371/journal.pone.0145019.t001
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region for CstF binding as well as a seven-T element for potential transcription termination
[27,28]. In an in vitro study of baculovirus late gene transcription termination, it was reported
that the seven-T region of globin gene transcribed by the viral RNA POL signals the termina-
tion process and the end of the globin transcript was terminated downstream of the seven-U
motif [28]. When the SV40 polyA signal was inserted downstream of the egfp gene but
upstream of the putative polyA signal of the polh gene, the egfpmRNA faithfully formed a
3’end that contains both the polyA signal AAUAAA and the seven-U motif (Fig 5). When the
SV40 polyA signal was not inserted, the egfpmRNA formed a 3’ end that contains the
AAUAAA and terminated at 16 or 22 nucleotides downstream of AAUAAA (Fig 5). One inter-
esting observation in this study is that no RACE product could be detected when the polh pro-
moter egfp expression cassette was inserted at the gp37 locus for egfp expression whereas at
other loci, such as polh and egt, discrete RACE products were obtained (Fig 3A). The lack of a
discrete RACE product from the AcMNPV gp37 UTR in the Sf21 infection might be due to
amplification of multiple 3’ RACE products of different lengths since at least three PCR prod-
ucts were amplified using the forward GFP-486F primer paired with the reverse primers
gp37R1, gp37R2 or gp37R3 located immediately upstream of the AAUAAA sequence (Figs 1
and 6C). This result also supports the early report that different lengths of AcMNPV gp37
mRNA are produced during Sf21 cell infection [29]. The exact reason why no discrete RACE
product could be produced from the 3’ UTR of gp37 is still unknown. However, one possible
explanation is that the 3’ processing signals in the gp37 locus are not as efficient as that of polh
and egt as well as SV40 polyA. For the GU-rich region downstream of the cleavage site, it was
reported that a dinucleotide UU following an nt G (GUU) of the precursor mRNA is required
for strong binding to the CstF for efficient 3’ processing [30]. A comparison of the three GU-
rich regions of the gp37 UTRs with that of polh, egt and SV40 polyA all showed the GUU
sequences for strong CstF binding (Fig 6A, Table 1). This suggests that the GU-rich regions of
gp37 are not responsible for the inefficiency of 3’ end processing. Therefore, the first AAUAAA
motif in the gp37 UTR might not be efficient for CPSF binding. Since all the polh, egt and SV40
polyA UTRs have a G nucleotide in the dinucleotide right after the AAUAAA sequence,
whereas no G nucleotide was found in the dinucleotide of the gp37 UTR (Fig 6, Table 1). The
lack of a G in the dinucleotide after the three AAUAAAmotifs of gp37 UTRs might be respon-
sible for the inefficiency of 3’ end processing (Table 1). This can be tested by site-directed
mutagenesis of the first AAUAAAaa to AAUAAAgg using the transfer vector pAcgp37SV40-

as the template (Fig 1, Table 1).
Interestingly, when the SV40 polyA signal was inserted downstream of the egfp gene at the

polh, egt and gp37 loci of the AcMNPV genome, an increase of egfp transcript levels was
detected compared to the recombinant viruses without SV40 polyA by real-time qPCR. (Fig 3).
Real-time qPCR analysis suggests that the SV40 polyA plays certain roles in increasing the polh
promoter-based egfp transcript levels in the BEVS. This result also validates the early idea of
inserting the SV40 polyA signal to boost mRNA production [27]. However, the reduction of
EGFP yields due to the SV40 polyA signal was unexpected. At the same time, our results are
also different from the early report that the SV40 polyA signal at the p10 locus under the p10
promoter control reduced mRNA production and protein synthesis [13]. It is still unknown
how the SV40 polyA signal helps accumulation of more egfp transcripts initiated from the polh
promoter. It is also unknown if the negative correlation of transcription and translation is pro-
moter-dependent. In conclusion, we recommend that the SV40 polyA be replaced with the
polh polyA sequence for higher protein production in the BEVS. However, the SV40 polyA
insertion will be helpful for other application of the BEVS such as virus-mediated RNAi, which
the gene expression end products are RNAs.
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Supporting Information
S1 Fig. Quantitative analysis of EGFP yields to test the effects of SV40 polyA on EGFP
expression in the baculovirus expression vector system. A pair-wise comparison between
viral constructs with and without the SV40 polyA in Sf21 cell infection by fluorescence mea-
surement. Sf21 cells were infected by different viral constructs at an m. o. i. of 1 p.f.u/cell and
cells were harvested at 72 h post infection for fluorescence emission measurement in triplicate
of three independent cell infections. � indicate significant difference at P = 0.05. Error bars
denote SD.
(TIF)

S1 Table. A list of primers used in PCR to analyze the egfp gene transcription
(DOC)

Acknowledgments
We thank Mike Hughes for help in statistical analyses and Dr. Fareed Aboul-Ela for proofread-
ing of the manuscript. This research is partially supported by the US Department of Agricul-
ture (US—Egypt Science and Technology Joint Fund project no. 58-3148-7-164) and the
National Natural Science Foundation of China (31228020) to XWC.

Author Contributions
Conceived and designed the experiments: TZS CPS XC. Performed the experiments: TZS CPS
CMT JX HS XC. Analyzed the data: TZS XC. Contributed reagents/materials/analysis tools:
TZS CPS CMT JX HS XC. Wrote the paper: TZS XC.

References
1. Luckow VL (1991) Cloning and expression of heterologous genes in insect cells withbaculovirus vec-

tors. In: Prokop A, Bajpai RK, Ho CS, editors. Recombinant DNA Technology and Application New
York: McGraw-Hill. pp. 97–152.

2. Tani H, Abe T, Matsunaga TM, Moriishi K, Matsuura Y (2008) Baculovirus vector for gene delivery and
vaccine development. Future Virology 3: 35–43.

3. Kato T, KajikawaM, Maenaka K, Park EY (2010) Silkworm expression system as a platform technology
in life science. Applied microbiology and biotechnology 85: 459–470. doi: 10.1007/s00253-009-2267-2
PMID: 19830419

4. Deschuyteneer M, Elouahabi A, Plainchamp D, Plisnier M, Soete D, Corazza Y et al. (2010) Molecular
and structural characterization of the L1 virus-like particles that are used as vaccine antigens in Cer-
varix, the AS04-adjuvanted HPV-16 and -18 cervical cancer vaccine. Human vaccines 6: 407–419.
PMID: 20953154

5. Blissard GW, Rohrmann GF (1990) Baculovirus diversity and molecular biology. Annu Rev Entomol
35: 127–155. PMID: 2154158

6. Herniou EA, Arif BM, Becnel JJ, Blissard GW, Bonning BC, Harrison RL et al. (2012) Family Baculoviri-
dae. In: King AMQ, AdamsMJ, Carstens EB, Lefkowitz EJ, editors. Virus Taxonomy Classification and
Nomenclature of Viruses Ninth Report of the International Committee on Taxonomy of Viruses. San
Diego: Elsevier Inc. pp. 163–173.

7. Smith GE, Summers MD, Fraser MJ (1983) Production of human beta interferon in insect cells infected
with a baculovirus expression vector. Mol Cell Biol 3: 2156–2165. PMID: 6318086

8. Kuzio J, Rohel DZ, Curry CJ, Krebs A, Carstens EB, Faulkner P. (1984) Nucleotide sequence of the
p10 polypeptide gene of Autographa californica nuclear polyhedrosis virus. Virology 139: 414–418.
PMID: 18639833

9. Maeda S (1989) Increased insecticidal effect by a recombinant baculovirus carrying a synthetic diuretic
hormone gene. Biochem Biophys Res Commun 165: 1177–1183. PMID: 2692562

10. Jarvis DL (2009) Chapter 14 Baculovirus—Insect Cell Expression Systems. In: Richard RB, Murray
PD, editors. Methods in Enzymology: Academic Press. pp. 191–222.

SV40 polyA Influence on Gene Expression in Baculovirus

PLOS ONE | DOI:10.1371/journal.pone.0145019 December 14, 2015 15 / 16

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0145019.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0145019.s002
http://dx.doi.org/10.1007/s00253-009-2267-2
http://www.ncbi.nlm.nih.gov/pubmed/19830419
http://www.ncbi.nlm.nih.gov/pubmed/20953154
http://www.ncbi.nlm.nih.gov/pubmed/2154158
http://www.ncbi.nlm.nih.gov/pubmed/6318086
http://www.ncbi.nlm.nih.gov/pubmed/18639833
http://www.ncbi.nlm.nih.gov/pubmed/2692562


11. Guarino LA, Xu B, Jin J, DongW (1998) A virus-encoded RNA polymerase purified from baculovirus-
infected cells. J Virol 72: 7985–7991. PMID: 9733837

12. O’Reilly DR, Miller LK, Luckow VA (1992) Baculovirus expression vectors: a laboratory manual. New
York: W. H. Freeman & Co.

13. van Oers MM, Vlak JM, Voorma HO, Thomas AA (1999) Role of the 3' untranslated region of baculo-
virus p10 mRNA in high-level expression of foreign genes. J Gen Virol 80 (Pt 8): 2253–2262. PMID:
10466825

14. Cheng X-W, Krell PJ, Arif BM (2001) P34.8 (GP37) is not essential for baculovirus replication. J Gen
Virol 82: 299–305. PMID: 11161266

15. Chomczynski P, Sacchi N (1987) Single-step method of RNA isolation by acid guanidinium thiocya-
nate-phenol-chloroform extraction. Anal Biochem 162: 156–159. PMID: 2440339

16. Xue JL, Salem TZ, Turney CM, Cheng X-W (2010) Strategy of the use of 28S rRNA as a housekeeping
gene in real-time quantitative PCR analysis of gene transcription in insect cells infected by viruses. J
Virol Methods 163: 210–215. doi: 10.1016/j.jviromet.2009.09.019 PMID: 19781576

17. Xue J-L, Cheng X-W (2011) Using Host 28S Ribosomal RNA as a Housekeeping Gene for Quantitative
Real-Time Reverse Transcription-PCR (qRT-PCR) in Virus-Infected Animal Cells. Current Protocols in
Microbiology: JohnWiley & Sons, Inc.

18. Pfaffl MW (2001) A newmathematical model for relative quantification in real-time RT-PCR. Nucleic
Acids Res 29: e45. PMID: 11328886

19. Murthy KG, Manley JL (1995) The 160-kD subunit of human cleavage-polyadenylation specificity factor
coordinates pre-mRNA 3'-end formation. Genes & development 9: 2672–2683.

20. Martincic K, Campbell R, Edwalds-Gilbert G, Souan L, Lotze MT, Milcarek C(1998) Increase in the 64-
kDa subunit of the polyadenylation/cleavage stimulatory factor during the G0 to S phase transition. Pro-
ceedings of the National Academy of Sciences of the United States of America 95: 11095–11100.
PMID: 9736695

21. Keller W, Bienroth S, Lang KM, Christofori G (1991) Cleavage and polyadenylation factor CPF specifi-
cally interacts with the pre-mRNA 3' processing signal AAUAAA. Embo J 10: 4241–4249. PMID:
1756731

22. Fitzgerald M, Shenk T (1981) The sequence 5'-AAUAAA-3'forms parts of the recognition site for polya-
denylation of late SV40 mRNAs. Cell 24: 251–260. PMID: 6113054

23. Passarelli AL (2007) Baculovirus RNA polymerase:activities, composition, and evolution. Virologica
sinica 22: 94–107.

24. Wells SE, Hillner PE, Vale RD, Sachs AB (1998) Circularization of mRNA by eukaryotic translation initi-
ation factors. Mol Cell 2: 135–140. PMID: 9702200

25. Beilharz TH, Preiss T (2007) Widespread use of poly(A) tail length control to accentuate expression of
the yeast transcriptome. Rna 13: 982–997. PMID: 17586758

26. Valencia-Sanchez MA, Liu J, Hannon GJ, Parker R (2006) Control of translation and mRNA degrada-
tion by miRNAs and siRNAs. Genes Dev 20: 515–524. PMID: 16510870

27. Westwood JA, Jones IM, Bishop DH (1993) Analyses of alternative poly(A) signals for use in baculo-
virus expression vectors. Virology 195: 90–99. PMID: 8100374

28. Jin J, Guarino LA (2000) 3'-end formation of baculovirus late RNAs. J Virol 74: 8930–8937. PMID:
10982336

29. Wu JG, Miller LK (1989) Sequence, transcription and translation of a late gene of the Autographa cali-
fornica nuclear polyhedrosis virus encoding a 34.8K polypeptide. The Journal of general virology 70
(Pt 9): 2449–2459. PMID: 2674327

30. Perez Canadillas JM, Varani G (2003) Recognition of GU-rich polyadenylation regulatory elements by
human CstF-64 protein. The EMBO journal 22: 2821–2830. PMID: 12773396

SV40 polyA Influence on Gene Expression in Baculovirus

PLOS ONE | DOI:10.1371/journal.pone.0145019 December 14, 2015 16 / 16

http://www.ncbi.nlm.nih.gov/pubmed/9733837
http://www.ncbi.nlm.nih.gov/pubmed/10466825
http://www.ncbi.nlm.nih.gov/pubmed/11161266
http://www.ncbi.nlm.nih.gov/pubmed/2440339
http://dx.doi.org/10.1016/j.jviromet.2009.09.019
http://www.ncbi.nlm.nih.gov/pubmed/19781576
http://www.ncbi.nlm.nih.gov/pubmed/11328886
http://www.ncbi.nlm.nih.gov/pubmed/9736695
http://www.ncbi.nlm.nih.gov/pubmed/1756731
http://www.ncbi.nlm.nih.gov/pubmed/6113054
http://www.ncbi.nlm.nih.gov/pubmed/9702200
http://www.ncbi.nlm.nih.gov/pubmed/17586758
http://www.ncbi.nlm.nih.gov/pubmed/16510870
http://www.ncbi.nlm.nih.gov/pubmed/8100374
http://www.ncbi.nlm.nih.gov/pubmed/10982336
http://www.ncbi.nlm.nih.gov/pubmed/2674327
http://www.ncbi.nlm.nih.gov/pubmed/12773396

