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Abstract

Elongation factor-1a (EF-10) promotes the delivery of aminoacyl-tRNA to the acceptor site of the
ribosome during protein synthesis. The enzyme has a number of additional functions, including
regulation of apoptosis and interaction with the cytoskeleton. We determined the distribution of EF-1a
in larval tissues of the fall armyworm, Spodoptera frugiperda, with a monoclonal antibody generated to
EF-10 from Sf21 cells, a cell line developed from ovarian tissue of S. frugiperda. Enzyme-linked
immunosorbent assay showed that EF-10 comprised 1.9—-9.9 % of the total protein within the tissues
that were examined, which included fat body, Malpighian tubules, midgut, muscle, salivary glands,
trachea, and ventral nerve cord. To a certain extent, EF-1a concentrations reflected the expected
metabolic activity level of each of the represented tissues. Closer examination by immunofluorescence
microscopy revealed that EF-1a concentrations varied among different cell types within a given tissue,
i.e. midgut columnar epithelial cells yielded strong signals, while goblet cells failed to react with the
EF-10 -specific antibody.
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Introduction

Elongation factor-1 alpha (EF-1a) is an enzyme
that promotes GTP-dependent binding of
aminoacyl-tRNA to the acceptor site on ribosomes
during protein synthesis (Negrutskii and El'skaya
1998). The enzyme has a number of additional
functions, including actin binding and bundling
(Murray et al. 1996; Dharmawardhane et al.
1991), microtubule severing (Shiina et al. 1994),
and regulation of apoptosis (Ruest et al. 2002;
Duttaroy et al. 1998). Multiple forms of EF-1a
encoded by paralogous genes are found in many
eukaryotic taxa, including yeasts (Sundstrom et
al. 1991; Linz and Sypherd 1987), ciliates
(Bergemann et al. 1996), plants (Axelos et al.
1989), amphibians (Djé et al. 1990), mammals
(Kristensen et al. 1998; Lee et al. 1992), and
arthropods (Hovemann et al. 1988). The isoforms
display stage- and tissue-specific expression
patterns. For example, three variants of EF-1a are
expressed in the African clawed frog, Xenopus
laevis: 42Sp50 is expressed exclusively in
immature oocytes and appears to store tRNAs for
later use in oogenesis and embryogenesis; EF-1a0
is expressed mainly in oocytes, transiently in early
embryogenesis, and not at all in somatic cells after
neurulation; and EF-1aS is expressed at low levels
in oocytes but actively in somatic cells (Djé et al.
1990). eEF-100 mRNA is also present in
spermatogonia and spermatocytes of adult testis
(Abdallah et al. 1991). In mammals, there are two
actively translated EF-1a genes, which encode the
eEF1A1 and eEF1A2 isoforms. eEF1A1 is
expressed ubiquitously in all tissues and
developmental stages, while expression of eEF1A2
is restricted to heart, brain, and skeletal muscle of
adults (Knudsen et al. 1993; Lee et al. 1992).

Among the holometabolous dipterans (Hovemann
et al. 1988), hymenopterans (Danforth and Ji
1998), and coleopterans (Jordal 2002) two
functional EF-1a genes, called F1 and F2 are
expressed. In Drosophila melanogaster, F1
mRNA is present throughout development, while
F2 mRNA is highly expressed in the pupal stage
and to a lesser extent in third instars and adults
(Hovemann et al. 1988). In contrast to the other
holometabolous insects, lepidopterans reportedly
have just one copy of the EF-1a gene (Mitchell et
al. 1997; Cho et al. 1995), but even from a single
gene multiple forms of the enzyme can be
generated by post-translational modifications. In
many eukaryotes, EF-10 is methylated (Hiatt et al.
1982; Sherman and Sypherd 1989),
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phosphorylated (Izawa et al. 2000; Venema et al.
1991), and modified by the addition of
glycerylphosphorylethanolamine groups (Dever et
al. 1989; Whiteheart et al. 1989). Phosphorylation
of EF-10 increases the overall rate of protein
elongation (Chang and Traugh 1998; Venema et
al. 1991), but the significance of the additional
modifications in multicellular organisms has not
been determined with certainty (Cavallius et al.
1997; Whiteheart et al. 1989).

In a previous study, a monoclonal antibody (Mab
7D6) was generated to EF-10 from Sf21 cells
(Stuart and Chamberlain 2003), a cell line
established from ovarian tissue of the fall
armyworm Spodoptera frugiperda (Lepidoptera:
Noctuidae) (Vaughn et al. 1977). The Mab
inhibited in vitro translation by 75% when added
to lysates of Sf21 cells at a 2:1 antibody:EF-1a
ratio. Mab 7D6 also recognized EF-1a in both
neuronal and ovarian cell lines established from
Heliothis virescens, but failed to react with an
embryonic cell line derived from Trichoplusia ni;
both are Noctuidae. Western blot analysis of
whole-body insect homogenates showed that the
form of EF-1a recognized by Mab 7D6 was not
unique to established cell lines. Instead, the
antibody also avidly recognized EF-1a in eggs and
all larval stages of S. frugiperda, but the tissue
distribution of the enzyme was not determined.
Studies conducted on rabbit tissues (Slobin 1980)
and cultured cells (Sanders et al. 1992) indicate
that concentrations of EF-1a vary widely
depending on the tissue or cell source being
examined. For this reason, we hypothesized that
EF-10 would show a differential expression
pattern among the various tissues of S.
frugiperda larva probed with Mab 7D6. This
hypothesis is tested herein.

Materials and Methods

Monoclonal antibody 7D6 (Mab 7D6)

The production and characterization of Mab 7D6
generated to S. frugiperda EF-i0 has been
described previously (Stuart and Chamberlain
2003). Mab 7D6 immunoprecipitates a single
protein of 53 kDa, identified as EF-10 by Edman
degradation, from homogenates of Sf21 cells. To
concentrate the antibody and exchange
protein-free culture medium for
phosphate-buffered saline (PBS) (137 mM NaCl,
2.7 mM KCI, 1.5 mM KH2P04, 8.1 mM NazHPO4,
pH 7.4), hybridoma supernates containing Mab
7D6 were subjected to ultrafiltration through a
Biomax-30 membrane (Fisher Scientific,
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www.fishersci.com). Aliquots of stock antibody
(0.83 mg/ml) were stored at —80°C until used in
the immunoassays described below. The antibody
concentration was determined using a Coomassie
Blue dye-binding method (Bio-Rad Laboratories,
www.bio-rad.com), with bovine gamma globulin
serving as the standard.

Measurement of EF-1a concentrations in
larval tissues by enzyme-linked
immunosorbent assay (ELISA)

S. frugiperda larvae were purchased from
Bio-Serv (www.bio-serv.com) and reared on
artificial diet (F9772, Bio-Serv) at 27°C with a 16
h:8 h light:dark cycle until their fifth stadium. For
dissections, after the initial incision, midgut
tissues were removed and the body cavity was
thoroughly rinsed with PBS (137 mM NaCl, 4 mM
KCl, 0.05 mM NaoHPOy4, 0.15 mM KH.POy, 11
mM glucose; containing a protease inhibitor
cocktail, 1 g/100 ml (P8340, Sigma Chemical Co.,
www.sigmaaldrich.com) to remove hemocytes
and other potential contaminants. In addition to
midgut tissue, the following tissues were then
excised, washed in PBS, immediately frozen on
dry ice in a minimal amount of PBS, and stored at
-80°C: fat body, Malpighian tubules, muscle,
salivary glands, trachea, and ventral nerve cord.
Just prior to analysis, the tissues were
homogenized by hand with plastic pestles in
1.5-ml microcentrifuge tubes and centrifuged at
15,000 g for 15 min. Protein concentrations of the
supernates were determined by the Coomassie
Blue dye-binding method (Bio-Rad), using bovine
serum albumin (BSA) as the standard. Triplicate
replications of the supernates were applied to
Costar high protein-binding ELISA plates (Fisher)
at 500 ng/100 pl/well, using PBS, pH 7.4, as the
diluent. The plates were blocked with 1% BSA in
PBS, and then incubated sequentially with 200
ng/well of Mab 7D6, 1:2500 goat anti-mouse
IgG-alkaline phosphatase conjugate (Sigma), and
p-nitrophenylphosphate substrate (Pierce
Chemical Co., www.piercenet.com). The plates
were washed five times between steps with PBS
containing 0.05% Tween 20. A standard curve
was generated, using SigmaPlot software (Systat
Software, Inc., www.systat.com), from two-fold
dilutions of purified EF-10 assayed against Mab
7D6 on the same plate as the tissue homogenates.
EF-1a used as the standard was purified from Sf21
cells as previously described (Stuart and

ISSN: 1536-2442

calculated using the equation x = (y — b) + m,
where x = ng of EF-1a per well, y = A410 of the
homogenate, b = the y-intercept, and m = the
slope of the regression line generated for the
standard curve. To express the EF-1a
concentration as a percent of the total protein in a
given tissue, the equation [(ng of EF-1a per well +
500 ng of total protein per well) x 100] was used.
EF-10. concentrations were compared among
tissues by one-way analysis of variance (ANOVA),
followed by the Tukey test to isolate differences in
the mean concentrations.

Detection of EF-10 in tissue homogenates
by western blotting

Larval tissue homogenates originally prepared for
the ELISA were stored at —80°C until used for
western blot analysis. The homogenates were
rapidly thawed in a 37°C waterbath and
immediately diluted in SDS-PAGE sample buffer
(0.o625 M Tris, pH 6.8, 2% SDS, 5%
2-mercaptoethanol, 20% glycerol, and 0.1%
bromophenol blue) to a final concentration of 2
pg of protein/io0 pl total volume/well. The
samples were solubilized by incubation for 3 min
in a boiling waterbath, cooled, and then loaded
into the wells of denaturing 12% polyacrylamide
mini-gels topped with 4% polyacrylamide
stacking gels. After electrophoresis, the proteins
were electroblotted onto polyvinylidene fluoride
(PVDF) membranes (Fisher). Membranes were
either stained with 0.1% Coomassie Blue R-250 in
40% methanol/10% acetic acid, or probed by
western blot analysis. For western blotting, the
membrane was blocked with 5% nonfat dry milk
in Tris-buffered saline (TBS; 20 mM Tris-HCI,
500 mM NaCl, pH 7.5), and then probed by
60-min incubations in Mab 7D6 (1 pg/ml),
followed by goat-anti-mouse IgG-alkaline
phosphatase conjugate diluted 1:4000 in TBS
containing 0.05% Tween 20 and 1% nonfat dry
milk. The blot was washed extensively between
steps in TBS-0.05% Tween 20. Development was
allowed to ensue for 2 min in nitroblue
tetrazolium/5-bromo-4-chloro-3-indolyl
phosphate  (NBT/BCIP) substrate solution
(Bio-Rad). Staining intensities of immunoreactive
proteins were compared between samples by
reflectance densitometry (Tarlton and Knight
1996) using an Epson Model 4490 document
scanner, and analyzed with ImageJ software
(Rasband, W.S., ImageJ, U. S. National Institutes

Chamberlain 2003). Absorbances (A410) were of  Health, Bethesda, Maryland, USA,
read at 410 nm, and the EF-1a content of each g} info.nih.gov/ij/, 1997-2006). Bio-Rad
well containing a tissue homogenate was
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broad-range prestained standards served as
molecular mass markers.

Localization of EF-10 by
immunofluorescence microscopy
Immunofluorescence microscopy was performed
essentially as described previously (Habibi et al.
1998). In brief, thick sections were prepared from
paraffin-embedded S. frugiperda second instars
and mounted onto glass slides. The sections were
deparaffinized and then hydrated through xylene,
a graded alcohol series, and double-distilled
water. Irrelevant protein binding sites on the
slides were blocked by incubation with 3% bovine
serum albumin overnight in a humidity chamber.
The slides were probed with a 1:300 dilution of
Mab 7D6, followed by goat anti-mouse IgG
conjugated to Cys (Jackson ImmunoResearch
Laboratories, www.jacksonimmuno.com).
Negative control slides were processed in the
same manner, except that Mab 7D6 and/or the
Cys-conjugated secondary antibody was omitted
from the protocol. Both control and experimental
sections were mounted in Mowiol and observed
with a confocal laser scanning microscope
(Bio-Rad). The images were visualized with
CoMos software (Bio-Rad).

Results and Discussion

This study revealed that EF-10 is an abundant
constituent of all larval tissues of S. frugiperda
(Figure 1). The standard curve generated for
purified EF-10 was linear between the
concentrations of 6.25 ng/well and 50 ng/well (r*
= 0.997, Figure 1A). Absorbance values obtained
for the tissue homogenates fell within the linear
portion of the standard curve. After calculating
tissue concentrations of EF-10 from absorbance
values, the enzyme was shown to comprise 1.9%
to 9.9% of the total protein in the tissue
homogenates (Figure 1B).

The differences in EF-1a values may, to a certain
extent, mirror the expected activity level of each
of the represented tissues. The highest levels were
found in the fat body (8.4%), which plays a major
role in the overall metabolism of the insect
(Chapman 1998), and the salivary gland (9.9%),
which actively expresses numerous enzymes
important for digestion (Musser et al. 2005;
Parthasarathy and Gopinathan 2005). Moderate
levels of EF-1a were seen in Malpighian tubules
(5.4%), midgut (4.3%), and muscle (3.9%), tissues
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Figure 1. Measurement of EF-1a levels in larval tissues of
Spodoptera frugiperda by ELISA. (A) A standard curve was
generated by incubating Mab 7D6 with two-fold dilutions of
purified EF-1a, plotted as ng/well versus absorbance at 410
nm. Data points (open circles) + SD (error bars) and the
resultant regression line (r* = 0.997) are shown. Values for
the slope (m) and y-intercept (b) of the line are given. (B)
Tissue concentrations of EF-1a are presented as a percent
of the total protein in each tissue (open bars) + SD (error
bars). Statistically different EF-1a concentrations are
indicated by different letters (P<0.01, 1-way ANOVA and
Tukey test). The tissues examined were fat body (FB),
Malpighian tubules (MT), midgut (MG), muscle (MU),
salivary gland (SG), trachea (TR), and ventral nerve cord
(VNQC).

that play important roles in ion regulation,
digestion and locomotion, respectively (Chapman
1998; Denholm and Skaer 2005; Terra and
Ferreira 2005). These latter tissues expressed
somewhat lower levels of EF-1a than the former
tissues, possibly because of the timing within the
instar at which they were analyzed as well as the
fact that they may respond differently to
endogenous factors such as juvenile hormone,
known to modify EF-1a levels in some tissues
(Zhou et al. 2002). The lowest levels of EF-1a
were fouind in trachea and nerve cord. The
trachea, in which EF-10 comprised 1.9% of the
total protein, is primarily made up of
single-layered epithelium cells, with its major
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function being to serve as a conduit for air (Uv
and Samakovlis 2005). Thus, trachea would not
be expected to have high levels of protein
synthesis and therefore elongation factors. Few
studies have looked at protein synthesis levels
within the nervous system of insect larvae,
(Klowden 2002). Therefore, it is hard to
determine if our findings showing that the ventral
nerve cord total protein only comprised 2.1%
EF-10 is representative of nerve tissues (including
the brain) from other species, or other instars
within any given species. Overall, the EF-1a
concentrations in the larval tissues were similar to
those reported by Slobin (1980), who measured
EF-1a levels in rabbit liver (5.3%), kidney (3.5%),
brain  (3.8%), and heart (1.0%) Dby
radioimmunoassay. The highest concentration of
EF-10 was found in uninduced Friend
erythroleukemic cells (11.3%) (Slobin 1980), a cell
line established from mouse hematopoietic cells
infected by the Friend leukemia virus (Freedman
and Lilly 1975).

Western blot analysis showed that EF-1a was
present in all tissue homogenates as a protein of
57 kilodaltons (kDa) (Figure 2B). This mass was
slightly higher than the 53 kDa mass previously
reported for S. frugiperda EF-ia (Stuart and
Chamberlain  2003), presumably due to
differences in the lots of prestained markers used
as standards. A protein of 38 kDa was a minor
reactive component in fat body and a major
reactive component in Malpighian tubules.
Additional immunoreactive components were
seen in the Malpighian tubule homogenate at 27
kDa, 30—34 kDa, 36 kDa, and 51—57 kDa. It is
likely that immunoreactive proteins smaller than
57 kDa are breakdown products of EF-1a rather
than cross-reactive proteins, because prolonged
storage of EF-1a initially purified to single-band
homogeneity results in the appearance of
immunoreactive bands similar in size to those
seen in Figure 2B (unpublished data). Why
Malpighian tubules yielded a wider variety of
immunoreactive EF-1a fragments than other
tissues is unknown, given that all tissues received
the same careful attention during preparation,
i.e., the use of protease inhibitors, careful removal
of the larval midgut prior to collection of other
tissues, and maintenance of the homogenates on
ice during handling. A comparison of relative
EF-10. concentrations between tissues by western
blotting and reflectance densitometry (Figure 2C)
generally followed the results obtained by ELISA
(Figure 1B).
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Figure 2. Western blot analysis of larval tissues from
Spodoptera frugiperda fifth instars subjected to SDS-PAGE
and transferred to PVDF membranes. (A) The membrane (5
ug of protein/lane) was stained with Coomassie Blue to
visualize all proteins. Molecular mass markers (Mr) are
expressed in kilodaltons. (B) The membrane (2 pg of
protein/lane) was probed with 1 pug/ml Mab 7D6, followed
by 1:4000 goat anti-mouse IgG-alkaline phosphatase
conjugate and NBT/BCIP substrate, to visualize EF-1a. (C)
Tissue concentrations of EF-1a. shown in panel B were
compared by reflectance densitometry. Relative optical
densities (0.D.) are indicated by open bars. Tissue
designations are as in Fig. 1.

Immunofluorescence microscopy of S. frugiperda
second instars revealed variations in the amount
of EF-1a expressed by different cell types within a
given tissue (Figure 3). Notably, the apical
surfaces of midgut columnar epithelial cells
yielded strong immunofluorescent signals,
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Figure 3. Inmunofluorescence staining of paraffin-embedded thick sections of midgut tissue from the second
instar Spodoptera frugiperda. Strong immunofluorescent signals were observed in panels A and D (anterior
section), and B and E (posterior section) of the larval midgut, after incubation with Mab 7D6 (primary antibody),
followed by goat anti-mouse IgG conjugated to Cys (secondary antibody). No immunofluorescent signals were
observed in panels C and F, incubated with blocking agent and secondary antibody alone. Panels on the left are
fluorescent images, while panels on the right are fluorescent images overlaid onto light microscopy images of the
same sections. BM = Basement membrane, EP = epithelial cell, GC = goblet cell, H = hemolymph, L = lumen, M =
Malpighian tubules. Scale bar = 20 um.
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especially the brush-border microvilli, while
goblet cells and basement —membrane
demonstrated no reactivity with Mab 7D6. Of
particular interest is the expression of EF-1a
within the larval midgut, because accumulation of
EF-10 correlates with induction of apoptosis
(Ruest et al. 2002; Schwientek et al. 2002;
Duttaroy et al. 1998), and because apoptosis of
the midgut epithelium is known to be an effective
defense against baculovirus infection in the larval
stages (Clem 2005). These observations have led
us to speculate that the natural abundance of
EF-10 in midgut epithelial cells might prime the
cells for apoptosis following viral infection. It has
been postulated that high levels of EF-1a enhance
translation of pro-apoptotic factors such as
caspase enzymes (Duttaroy et al. 1998), or cause
distortion of the cell cytoskeleton by severing
microtubules (Kato 1999), thus leading to cell
death.

The absence of antibody staining in goblet cells
was somewhat unexpected. While we cannot rule
out the possibility that the EF-1a concentration in
goblet cells was simply too low for detection using
the method employed here, the absence of
immunoreactivity may indicate the presence of an
antigenically unique form, i.e. one encoded by a
second gene not yet detected in lepidopterans, as
suggested by Danforth and Ji (1998), or one
created through post-translational modifications
of the protein. Different isoforms of the EF-1a
protein encoded by different genes are >90%
homologous to one another within a given species
(Mitchell et al. 1997, Cho et al. 1995).
Nevertheless, the isoforms can be distinguished
using monospecific antibodies, such as those
raised to 42Sp50 in Xenopus laevis (Deschamps
et al. 1991), or those generated to the mammalian
EF-1a isoforms eEF1A1 and eEF1A2 (Khalyfa et al.
2001). Alternatively, EF-1a in goblet cells may be
post-translationally modified to the extent that
the protein is no longer recognized by Mab 7D6.
We are currently examining lepidopteran EF-1a
for the presence of post-translational
modifications in order to measure their impact on
recognition by Mab 7D6. Although further
characterization of lepidopteran EF-10 remains to
be done, the data in this paper support the
hypothesis that EF-1a is differentially expressed
in the larval tissues of S. frugiperda.
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Notes

Disclaimer

Names are necessary to report factually on
available data; however, the USDA neither

guarantees nor warrants the standard of the
product, and the use of the name by USDA
implies no approval of the product to the
exclusion of others that may also be suitable.

Acknowledgments

We thank David Stanley for his review of the
manuscript. This research was supported by the
U.S. Dept. of Agriculture, National Research
Initiative Competitive Grants Program, contract
grant number 98-35311-6688, awarded to MKS.

References

Abdallah B, Hourdry J, Krieg PA, Denis H, Mazabraud A. 1991.
Germ cell-specific expression of a gene encoding
eukaryotic translation elongation factor la (eEF-1a) and
generation of eEF-1a retropseudogenes in Xenopus laevis.
Proceedings of the National Academy of Science USA 88:
9277-9281.

Axelos M, Bardet C, Liboz T, Le Van Thai A, Curie C, Lescure
B. 1989. The gene family encoding the Arabidopsis
thaliana translation elongation factor EF-1 alpha:
molecular cloning, characterization and expression.
Molecular and General Genetics 219: 106-112.

Bergemann J, Florian V, Kremser T, Klein A. 1996. Two
different macronuclear EF-1 alpha-encoding genes of the
ciliate Euplotes crassus are very dissimilar in their
sequences, copy numbers and transcriptional activities.
Gene 168: 109-112.

Cavallius J, Popkie AP, Merrick WC. 1997. Site-directed
mutants of post-translationally modified sites of yeast
eEF1A using a shuttle vector containing a chromogenic
switch. Biochimica et Biophysica Acta 1350: 345-358.

Chang YW, Traugh JA. 1998. Insulin stimulation of
phosphorylation of elongation factor 1 (eEF-1) enhances
elongation activity. European Journal of Biochemistry
251: 201-207.

Chapman, RF. 1998. The Insects: Structure and Function, 4th
edition. Cambridge: Cambridge University Press.

Cho S, Mitchell A, Regier JC, Mitter C, Poole RW, Friedlander
TP, Zhao S. 1995. A highly conserved nuclear gene for
low-level phylogenetics: elongation factor-1 alpha
recovers morphology-based tree for heliothine moths.
Molecular Biology and Evolution 12: 650-656.

Clem RJ. 2005. The role of apoptosis in defense against
baculovirus infection in insects. Current Topics in
Microbiology and Immunology 289: 113-129.

Journal of Insect Science: Vol. 2006 | Article 33 7

Downloaded From: https://bioone.org/journals/Journal-of-Insect-Science on 09 Oct 2024
Terms of Use: https://bioone.org/terms-of-use



Journal of Insect Science | www.insectscience.org

Danforth BN, Ji S. 1998. Elongation factor-1 alpha occurs as
two copies in bees: implications for phylogenetic analysis
of EF-1 alpha sequences in insects. Molecular Biology and
Evolution 15: 225-235.

Denholm B, Skaer H. 2005. Development of the Malpighian
tubules in insects. In: Gilbert LI, Iatrou K, Gill SS, editors.
Comprehensive Molecular Insect Science 2: 291-314.
Oxford: Elsevier BV.

Deschamps S, Morales J, Mazabraud A, le Maire M, Denis H,
Brown DD. 1991. Two forms of elongation factor 1 alpha
(EF-1 alpha O and 42Sp50), present in oocytes, but absent
in somatic cells of Xenopus laevis. Journal of Cell Biology
114: 1109-1111.

Dever TE, Costello CE, Owens CL, Rosenberry TL, Merrick
WC. 1989. Location of seven post-translational
modifications in rabbit elongation factor 1 alpha including
dimethyllysine, trimethyllysine, and
glycerylphosphorylethanolamine. Journal of Biological
Chemistry 264: 20518-20525.

Dharmawardhane S, Demma M, Yang F, Condeelis J. 1991.
Compartmentalization and actin binding properties of
ABP-50: the elongation factor-1 alpha of Dictyostelium.
Cell Motility and the Cytoskeleton 20: 279-88.

Djé MK, Mazabraud A, Viel A, le Maire M, Denis H, Crawford
E, Brown DD. 1990. Three genes under different
developmental control encode elongation factor 1-alpha in
Xenopus laevis. Nucleic Acids Research 18: 3489-3493.

Duttaroy A, Bourbeau D, Wang XL, Wang E. 1998. Apoptosis
rate can be accelerated or decelerated by overexpression
or reduction of the level of elongation factor-1 alpha.
Experimental Cell Research 238: 168-176.

Freedman HA, Lilly F. 1975. Properties of cell lines derived
from tumors induced by Friend virus in BALB/c and
BALB/c-H-2b mice. Journal of Experimental Medicine
142: 212-223.

Habibi J, Backus EA, Czapla TH. 1998. Subcellular effects and
localization of binding sites of phytohemagglutinin in the
potato leathopper, Empoasca fabae (Insecta: Homoptera:
Cicadellidae). Cell and Tissue Research 294: 561-571.

Hiatt WR, Garcia R, Merrick WC, Sypherd PS. 1982.
Methylation of elongation factor 1 alpha from the fungus
Mucor. Proceedings of the National Academy of Sciences
of the United States of America 79: 3433-3437.

Hovemann B, Richter S, Walldorf U, Cziepluch C. 1988. Two
genes encode related cytoplasmic elongation factors 1
alpha (EF-1 alpha) in Drosophila melanogaster with
continuous and stage specific expression. Nucleic Acids
Research 16: 3175-3194.

Izawa T, Fukata Y, Kimura T, Iwamatsu A, Dohi K, Kaibuchi K.
2000. Elongation factor-1 alpha is a novel substrate of
rho-associated kinase. Biochemical and Biophysical
Research Communications 278: 72-78.

Jordal BH. 2002. Elongation factor 1 alpha resolves the
monophyly of the haplodiploid ambrosia beetles

ISSN: 1536-2442

Xyleborini (Coleoptera: Curculionidae). Insect Molecular
Biology 11: 453-465.

Kato MV. 1999. The mechanisms of death of an
erythroleukemic cell line by ps53: involvement of the
microtubule and  mitochondria. Leukemia and
Lymphoma 33: 181-186.

Khalyfa A, Bourbeau D, Chen E, Petroulakis E, Pan J, Xu S,
Wang E. 2001. Characterization of elongation factor-1A
(eEF1A-1) and eEF1A-2/S1 protein expression in normal
and wasted mice. Journal of Biological Chemistry 276:
22015-22022.

Klowden MJ. 2002. Physiological Systems in Insects, pp.
307—-349. New York: Academic Press.

Knudsen SM, Frydenberg J, Clark BF, Leffers H. 1993.
Tissue-dependent variation in the expression of
elongation factor-1 alpha isoforms: isolation and
characterisation of a ¢cDNA encoding a novel variant of
human elongation-factor 1 alpha. European Journal of
Biochemistry 215: 549-554.

Kristensen P, Lund A, Clark BF, Cavallius J, Merrick WC.
1998. Purification and characterisation of a tissue specific
elongation factor 1 alpha (EF-1 alpha 2) from rabbit
muscle. Biochemical and Biophysical Research
Communications 245: 810-814.

Lee S, Francoeur AM, Liu S, Wang E. 1992. Tissue-specific
expression in mammalian brain, heart, and muscle of S1, a
member of the elongation factor-1 alpha gene family.
Journal of Biological Chemistry 267: 24064-24068.

Linz JE, Sypherd PS. 1987. Expression of three genes for
elongation factor 1 alpha during morphogenesis of Mucor
racemosus. Molecular and Cellular Biology 7: 1925-1932.

Mitchell A, Cho S, Regier JC, Mitter C, Poole RW, Matthews
M. 1997. Phylogenetic utility of elongation factor-1 alpha
in noctuoidea (Insecta: Lepidoptera): the limits of
synonymous substitution. Molecular Biology and
Evolution 14: 381-390.

Murray JW, Edmonds BT, Liu G, Condeelis J. 1996. Bundling
of actin filaments by elongation factor 1 alpha inhibits
polymerization at filament ends. Journal of Cell Biology
135: 1309-21.

Musser RO, Cipollini DF, Hum-Musser SM, Williams SA,
Brown JK, Felton GW. 2005. Evidence that the caterpillar
salivary enzyme glucose oxidase provides herbivore
offense in solanaceous plants. Archives of Insect
Biochemistry and Physiology 58: 128-137.

Negrutskii BS, El'skaya AV. 1998. Eukaryotic translation
elongation factor 1 alpha: structure, expression, functions,
and possible role in aminoacyl-tRNA channeling.
Progress in Nucleic Acids Research and Molecular
Biology 60: 47-78.

Parthasarathy R, Gopinathan KP. 2005. Comparative analysis
of the development of the mandibular salivary glands and
the labial silk glands in the mulberry silkworm, Bombyx
mori. Gene Expression Patterns 5: 323-339.

Journal of Insect Science: Vol. 2006 | Article 33

Downloaded From: https://bioone.org/journals/Journal-of-Insect-Science on 09 Oct 2024
Terms of Use: https://bioone.org/terms-of-use



Journal of Insect Science | www.insectscience.org

Ruest LB, Marcotte R, Wang E. 2002. Peptide elongation
factor eEF1A-2/S1 expression in cultured differentiated
myotubes and its  protective effect against
caspase-3-mediated apoptosis. Journal of Biological
Chemistry 277: 5418-5425.

Sanders J, Maassen JA, Moller W. 1992. Elongation factor-1
messenger-RNA levels in cultured cells are high compared
to tissue and are not drastically affected further by
oncogenic transformation. Nucleic Acids Research 20:
5907-5910.

Schwientek MS, Higgins L, Fallon AM. 2002. Cultured Aedes
albopictus mosquito cells accumulate elongation factor-1
alpha (EF-1 alpha) during serum starvation. Insect
Biochemistry and Molecular Biology 32: 1055-1063.

Sherman M, Sypherd PS. 1989. Role of lysine methylation in
the activities of elongation factor 1 alpha. Archives of
Biochemistry and Biophysics 275: 371-378.

Shiina N, Gotoh Y, Kubomura N, Iwamatsu A, Nishida E. 1994.
Microtubule severing by elongation factor 1 alpha. Science
266: 282-285.

Slobin LI. 1980. The role of eucaryotic factor Tu in protein
synthesis. The measurement of the elongation factor Tu
content of rabbit reticulocytes and other mammalian cells
by a sensitive radioimmunoassay. European Journal of
Biochemistry 110: 555-563.

Stuart MK, Chamberlain NR. 2003. Monoclonal antibodies to
elongation factor-1a inhibit in vitro translation in lysates
of Sf21 cells. Archives of Insect Biochemistry and
Physiology 52: 17-34.

Sundstrom P, Irwin M, Smith D, Sypherd PS. 1991. Both genes
for EF-1 alpha in Candida albicans are translated.
Molecular Microbiology 5: 1703-1706.

ISSN: 1536-2442

Tarlton JF, Knight PJ. 1996. Comparison of reflectance and
transmission densitometry, using document and laser
scanners, for quantitation of stained Western blots.
Analytical Biochemistry 237: 123-128.

Terra WR, Ferreira C. 2005. Biochemistry of digestion. In:
Gilbert LI, Iatrou K, Gill SS, editors. Comprehensive
Molecular Insect Science 4: 171—224. Oxford: Elsevier BV.

Uv AE, Samakovlis C. 2005. Trachael system development and
morphogenesis. In: Gilbert LI, Iatrou K, Gill SS, editors.
Comprehensive Molecular Insect Science 2: 251—290.
Oxford: Elsevier BV.

Vaughn JL, Goodwin RH, Tompkins GJ, McCawley P. 1977.
The establishment of two cell lines from the insect
Spodoptera frugiperda (Lepidoptera: Noctuidae). In
Vitro 13: 213-217.

Venema RC, Peters HI, Traugh JA. 1991. Phosphorylation of
elongation factor 1 (EF-1) and valyl-tRNA synthetase by
protein kinase C and stimulation of EF-1 activity. Journal
of Biological Chemistry 266: 12574-12580.

Whiteheart SW, Shenbagamurthi P, Chen L, Cotter RJ, Hart
GW. 1989. Murine elongation factor 1 alpha (EF-1 alpha)
is posttranslationally modified by novel amide-linked
ethanolamine-phosphoglycerol moieties. Addition of
ethanolamine-phosphoglycerol to specific glutamic acid
residues on EF-1 alpha. Journal of Biological Chemistry

264: 14334-14341.

Zhou S, Zhang J, Fam MD, Wyatt GR, Walker VK. 2002.
Sequences of elongation factors-1o and -1y and
stimulation by juvenile hormone in Locusta migratoria.
Insect Biochemistry and Molecular Biology 32:
1567-1576.

Journal of Insect Science: Vol. 2006 | Article 33

Downloaded From: https://bioone.org/journals/Journal-of-Insect-Science on 09 Oct 2024
Terms of Use: https://bioone.org/terms-of-use



	Distribution of elongation factor-1α in larval tissues of the fall armyworm, Spodoptera frugiperda
	Javad Habibi1, Cynthia L. Goodman2 and Melissa K. Stuart3
	Abstract
	Introduction
	Materials and Methods
	Monoclonal antibody 7D6 (Mab 7D6)
	Measurement of EF-1α concentrations in larval tissues by enzyme-linked immunosorbent assay (ELISA)
	Detection of EF-1α in tissue homogenates by western blotting
	Localization of EF-1α by immunofluorescence microscopy

	Results and Discussion
	Notes
	Disclaimer

	Acknowledgments
	References




