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Abstract

Heat shock gene promoters represent a highly conserved and universal system for the
rapid induction of transcription after various stressful stimuli. We chose pairs of mammalian
and insect species that significantly differ in their thermoresistance and constitutive levels of
Hsp70 to compare hsp promoter strength under normal conditions and after heat shock
(HS). The first pair includes the HSPA1 gene promoter of camel (Camelus dromedarius)
and humans. It was demonstrated that the camel HSPA1A and HSPA1L promoters function
normally in vitro in human cell cultures and exceed the strength of orthologous human pro-
moters under basal conditions. We used the same in vitro assay for Drosophila melanoga-
ster Schneider-2 (S2) cells to compare the activity of the hsp70 and hsp83 promoters of the
second species pair represented by Diptera, i.e., Stratiomys singularior and D. melanoga-
ster, which dramatically differ in thermoresistance and the pattern of Hsp70 accumulation.
Promoter strength was also monitored in vivo in D. melanogaster strains transformed with
constructs containing the S. singularior hsp70 ORF driven either by its own promoter or an
orthologous promoter from the D. melanogaster hsp70Aa gene. Analysis revealed low

S. singularior hsp70 promoter activity in vitro and in vivo under basal conditions and after
HS in comparison with the endogenous promoter in D. melanogaster cells, which correlates
with the absence of canonical GAGA elements in the promoters of the former species. In-
deed, the insertion of GAGA elements into the S. singularior hsp70 regulatory region re-
sulted in a dramatic increase in promoter activity in vitro but only modestly enhanced the
promoter strength in the larvae of the transformed strains. In contrast with hsp70 promoters,
hsp83 promoters from both of the studied Diptera species demonstrated high conservation
and universality.
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Introduction

It is well known that heat shock proteins (Hsps), particularly members of the Hsp70 family, are
involved in thermoprotection at the cellular level, preventing protein aggregation and the re-
folding or degradation of stress-damaged proteins [1].

During heat shock (HS) and other forms of stress, a battery of HS genes in eukaryotes is in-
duced by an activated heat shock transcription factor (HSF), which binds highly conserved regula-
tory sequences (heat shock elements, HSEs) located within HS gene promoters. Rapid activation
of hsp genes leads to drastic changes in the local chromatin structure visualized in the form of
large puffs in larval salivary gland chromosomes of various Diptera species including Drosophila
melanogaster [2]. Puff formation depends not only on HSF binding but also on the presence of
other essential factors, including GAGA-binding factor (GAF), which has been shown to disrupt
nucleosome structure [3-8]. It was assumed for a long time that hsp70 promoters are highly con-
served in evolution and exhibit similar robust regulatory functions in various heterogeneous sys-
tems [9-13]. Along these lines, a previous report provided evidence that the Drosophila hsp70
promoter is capable of driving heat-inducible transgene expression in the silk moth Bombyx mori
[13]. Indeed, multiple studies have demonstrated the ability of the Drosophila hsp70 promoter to
drive gene expression in non-drosophila insects and even in non-insect organisms [14-16].

However, in recent years, quantitative studies indicated that the heat-inducible activity of
the Drosophila hsp70 promoter may be low in some non-drosophila insects [12,17].

In our previous studies, we have described the heat shock response at the molecular level in
various insects, crustacea, reptiles and mammalian species that drastically differ in the temper-
ature of their ecological habitats.

It is of note that most studies of the possible role of Hsps in thermoresistance were per-
formed using insect species and other poikilothermic organisms whose core temperatures are
highly variable. However, in some cases, superficial tissues of mammals vary significantly in
temperature when subjected to severe environmental challenges. Thus, in arid desert areas, the
skin of camels may exceed 40°C [18]. Previously, we demonstrated that camel lymphocytes
constitutively express the HSP73 protein, which can be significantly induced by heat shock.
Surprisingly, another member of the HSP70 family (HSP72) is not induced in lymphocytes but
can be induced in skin fibroblasts by elevated temperature. It was also shown that the total pro-
tein synthesis in camel cells is significantly more resistant to heat than that of human cells [18].
Recently, inducible and constitutive camel HSP70 genes have been sequenced in our laboratory
and compared with orthologous genes from other mammalian species [19]. Herein, we com-
pare the transcriptional activity of the camel and human HSP70 gene promoters by exploring a
luciferase reporter in an in vitro assay in two different human cell lines.

Furthermore, we recently studied several species of flies belonging to the Stratiomyidae fam-
ily that inhabit strikingly different extreme environments at the larval stage including the hot
volcanic streams of Kunashir island, the hypersaline lakes of Crimea and the cold lakes of the
St. Petersburg area [20]. Characteristically, all of the studied Stratiomyidae species exhibited
high thermoresistance at the larval stage that correlated with the high constitutive level of
Hsp70 present in their cells under normal physiological conditions, which was only modestly
induced by temperature elevation [20]. Thus, S. singularior larvae dwell in Crimea hypersaline
lakes and are capable of surviving extremely high temperatures (up to 47°C) as shown in our
previous study [20]. Comparative analysis of the 5’-regulatory regions of the D. melanogaster
and S. singularior hsp70 genes demonstrated that they are highly divergent in contrast to hsp83
promoters in the same species [21,22].

Therefore, in the second part of our study, we examined the transcription activity of regula-
tory regions of the hsp70 and hsp83 genes of S. singularior in comparison with those of
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D. melanogaster. The latter species exhibits only trace amounts of Hsp70 under normal condi-
tions and a drastic increase in the Hsp70 level after HS.

In our previous study, we investigated the patterns of Hsp synthesis in all of the abovemen-
tioned species under normal conditions and after HS and cloned and sequenced the Hsp genes
from these species [19-22]. Based on accumulated data, we decided to perform a comparison
using the same in vitro assay of the transcriptional activity of the Hsp70 gene promoters from
two pairs of species (Diptera and mammals) that drastically differ in thermoresistance and pat-
terns of Hsp70 induction and synthesis under normal physiological conditions.

Furthermore, taking into account the drastic differences detected in the architecture of the
hsp70 promoters in the two Diptera species, it was of interest to check whether the S. singular-
ior hsp70 promoters could effectively drive transcription in Drosophila cells not only in vitro
but also in vivo. Taken together, this study demonstrated that the strength of the S. singularior
hsp70 promoter is many-fold lower in vitro and in vivo than that of the endogenous D. melano-
gaster promoter, while the hsp83 promoters in the compared Diptera species exhibited similar
strength in the same in vitro assay. The observed differences in isp70 promoter transcription
activity, at least in vitro, was apparently due to the absence of functional GAGA elements with-
in the S. singularior hsp70 regulatory region.

Results

In silico analysis of regulatory regions of the hsp70 and hsp83 genes of
different origin

The programs MEME and MatInspector (GENOMATIX Software) were used to align the
HSPAI regulatory sequences of camel with corresponding orthologous human genes. There-
fore, major regulatory elements such as TATA boxes, HSEs, Sp1 and NF-Y-binding sites were
determined in the promoters of the HSPAIA, HSPA1B and HSPAIL genes, which comprise a
cluster linked to the major histocompatibility complex (MHC) locus in all mammalian species
studied thus far. In the course of this analysis, we detected a 112 bp insertion in the hspAIL
gene promoter of humans and other primates (e.g., Gorilla gorilla and chimpanzee Pan troglo-
dytes) [19]. Intriguingly, this primate-specific sequence includes two homeodomain-binding
sites. Despite the high homology of hsp70 regulatory regions observed in vertebrates, particu-
larly mammalian species, there are a certain number of deletions, insertions and substitutions
that discriminate the species hsp70 promoters and may in principle underline different pro-
moter strengths and specificity even within mammalian species (S1 Fig.)

In contrast to the studied mammalian species, the Diptera species used in this study drasti-
cally differ in the arrangement of the hsp70 promoters while exhibiting a similar architecture
for hsp83 gene promoters. In our previous study, we generated a lambda library from the geno-
mic DNA of S. singularior and sequenced five S. singularior hsp70 genes designated S1—S5,
which are located in tandem or are in an inverted orientation and comprise the Hsp70 gene
cluster in this species [21]. All hsp70 genes in D. melanogaster contain highly homologous pro-
moter regions, with four similarly spaced HSEs localized at the same distance from the TATA
box [23]. On the other hand, the orthologous genes in S. singularior share only comparatively
conserved coding regions and the first 50 bp upstream of the transcription start site, which in-
cludes a TATA box and the first HSE (see S2 Fig.). In contrast with known Drosophila species,
in S. singularior hsp70 genes, the regions upstream of the transcription start sites and the first
HSE and downstream of the stop codon (50 bp area) do not exhibit significant homology, and
5’-flanking regions contain different number and spacing of HSEs [21] (see also S2 Fig.). In ad-
dition to HSEs, the hsp70 regulatory regions (130 bp upstream the TATA box) in D. melanoga-
ster and other Drosophila species usually contain several GAGA-sites, which are necessary for
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rapid transcription induction [24]. Functional GAGA sites in Drosophila are usually repre-
sented by GAGAG or GAGAGAG motifs or contain several GAG trinucleotides separated by
spacers with an uneven number of nucleotides (one, three or five) [25]. The search performed
for canonical GAF-binding sites using the MatInspector program failed to detect the presence
of these sequences in S. singularior hsp70 promoters. In contrast to Drosophila species, ortholo-
gous S. singularior promoters contain only single GAG motifs. Furthermore, the TATA box in
S. singularior hsp70 promoters is represented by a TATATA sequence in contrast to the
TATAAA motif observed in Drosophila. The analysis failed to detect any additional known
regulatory motifs in common within the promoters of all five S. singularior hsp70 genes. Inter-
estingly, another pair of orthologous hsp genes (i.e., hsp83) present in both compared species
(S. singularior and D. melanogaster) exhibits comparatively high homology and shares a simi-
larly arranged single HSE found at nearly the same distance from the TATA box [22].

Camel hsp70 promoters normally function in human cells and exceed
the strength of human promoters under steady conditions

It is known that in mammals, isp70 family genes belonging to the HSPA1 cluster are linked
with the MHC class III region and include three genes. Two of these genes (HSPAIA and
HSPA1B) form a tandem repeat and are stress induced, while the third (HSPA1L), which is lo-
calized in an inverted orientation, is constitutively expressed (Fig. 1A) [19,26].

We developed sixteen constructs where a reporter gene (firefly luciferase) ORF was placed
under the control of HSPA1I group promoters of different origin and architecture (see S3 Fig. for
details). Specifically, to investigate the transcriptional activity of inducible HSPAIA promoters,
we generated five constructs that included different regulatory regions from corresponding
human and camel genes. The first two constructs included the camel HSPAIA regulatory regions
of different lengths (-413. . .+31 bp and-413. . .+192 bp in relation to the transcription start site).
Analogous constructs for the human HSPAIA gene comprised-505. . .+25 bp and-505. . .+221
bp. These constructs include two HSEs, a TATA box, and several motifs providing constitutive
expression of mammalian hsp70 genes such as Sp1- and NF-Y-binding sites (S3 Fig.). Because
our previous analysis revealed an additional potential start codon (ATG) in the camel HSPAIA
5'-UTR [19], in the fifth construct, we substituted it for TTG to examine whether such a muta-
tion would somehow influence gene expression.

Luminescence measurements indicated that under normal physiological conditions in
human HEK293 cells (similar results were obtained in human HDF cell culture, data not
shown) transformed with the obtained constructs, the activity of the camel HSPAIA promoter
significantly exceeded (two times) the activity of the orthologous human promoter (Fig. 1Bi).
However, after temperature elevation, the expression level of both constructs was similar. The
mutation of the additional upstream ATG within the camel HSPAIA 5'-UTR did not influence
construct expression; hence, this site apparently has no functional significance.

Analysis of the promoter activity of the second inducible gene in the cluster (HSPA1B) was
performed exploring two constructs of different lengths for the camel gene (-738. . .+8 bp
and-738...+195 bp with respect to the transcription start site) and two analogous constructs
for the human gene comprising-733/+35 bp and-733. . .+206 bp (54 Fig.). Measurements of
promoter strength in the luciferase assay failed to reveal significant differences in the compared
constructs either under normal conditions or after heat shock (Fig. 1Bii). The described con-
structs contained two HSEs, and in general, heat shock led to a 5-6-fold increase in the expres-
sion of all of the HSPA1A and HSPA 1B constructs regardless of the species of origin (the
results of all construct activity measurements are summarized in Fig. 1Bi, Bii and Biii).
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Fig 1. A. General arrangement of the HSPA1 cluster in mammals. B. The level of transcription activity of individual hsp70 gene promoters
comprising the cluster based on the measurement of transient luciferase luminescence driven by constructs carrying different human and camel
hspA1 promoters. (i) —HSPA1A, (ii)—HSPA1B and (iii)—HSPA1L. The signal levels are shown as the ratio of the intensity of the luminescence of
firefly (pFF) and renilla (pRL) luciferase. C. EMSA experiments with human and camel HSPA1L promoters fragments: 1—H. sapiens promoter
without 112 bp fragment specific for primates only, 2—isolated H. sapiens 112 bp fragment, 3—C. dromedarius promoter. * * * and ### p < 0.001,

**p <0.01, * p <0.05.

doi:10.1371/journal.pone.0115536.9001

At the next stage, we investigated the strength of the camel and human promoters isolated
from the constitutively expressed HSPAIL gene arranged in an inverted orientation in relation
to the inducible members in the cluster (Fig. 1A). It was interesting to examine whether the
HSEs located in the HSPAIA promoter somehow influenced the expression of the adjacent
HSPAIL gene after HS. It has been previously shown that HSEs may in principle enhance tran-
scription bidirectionally [23,27]. Therefore, we developed a series of seven constructs including
four of that had the entire regulatory region between HSPAIA and HSPAIL genes differing by
the length of the 5'-UTR (S3 Fig.). In the two other constructs, HSEs responsible for
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transcription induction after HS were experimentally deleted (S3 Fig.). Finally, in the last con-
struct obtained from the human HSPAIL gene, a 112 bp sequence detected only in primates
was deleted to monitor its possible impact on promoter activity (-142. . .-254 bp in human, see
S1 Fig. and S3 Fig.). Luminescence measurements results demonstrated that the HSPAIL pro-
moters of both species are not induced by HS in HEK293 and HDF cells, while the camel pro-
moter exhibited at least 5-fold higher activity under normal conditions and after HS when
compared with the orthologous human promoter (Fig. 1Biii). Interestingly, deletion of the 112
bp sequence in the human promoter led to a statistically significant increase (two-fold) in con-
struct expression compared with the intact promoter (Fig. 1Biii).

To determine whether any transcription factors bind this sequence (112 bp) specific for the
human promoter, EMSA experiments were performed using various labeled fragments of the
HSPAIL regulatory region of both species with protein extract from HEK293 cells. Such analy-
sis failed to demonstrate any binding of the human 112 bp sequence with regulatory proteins
in HEK293 cells (Fig. 1C). We speculate that the observed enhanced luminescence after experi-
mental deletion may be explained by the fact that a second Sp1-binding site becomes located
closer to the transcription start after deletion of the 112 bp sequence (S3 Fig.).

Notably, partial deletion of the 5'-UTR decreases luminescence in the case of the human
HSPAIA and HSPA1B and camel HSPA1B genes but has apparently no effect on camel HSPAIA
genes and the constitutively expressed HSPAIL copies in both species (S3 Fig. and 54 Fig.).

Fig. 1B summarizes the data for the promoter strengths of the human and camel hspA1
gene cluster under normal conditions and after HS and demonstrates similar transcriptional
activity for camel promoters in heterologous human cell systems, which suggest, among other
explanations, a high level of conservatism and universality for HSPA1 group promoters in dis-
tant mammalian species.

S. singularior hsp70 promoters exhibit low activity in contrast with those
of hsp83 in D. melanogaster cell culture

Previously, we have shown that all sequenced S. singularior hsp70 genes differ in their regulato-
ry regions in contrast to the six known D. melanogaster hsp70 genes, which have nearly identi-
cal promoter sequences [21]. To reveal the role of the observed characteristic differences in the
structure of the D. melanogaster and S. singularior hsp70 regulatory regions, we investigated
the ability of these highly divergent species-specific hsp70 promoters to drive constitutive and
heat-induced expression of the luciferase gene in Schneider-2 (S2) D. melanogaster cell culture.

To reach this goal, we developed constructs with the luciferase ORF under the control of
hsp70 promoters with different architecture (S5 Fig.). Fortunately, the 3'-UTRs of all five hsp70
genes from S. singularior are unique, and in our previous study, we performed 3'-RACE-
analysis and demonstrated that all five of the genes are transcribed under heat shock conditions
[21]. In the construct designated hsp70S3, the luciferase ORF was placed under the control of
the S. singularior hsp7083 gene promoter. We also used a promoter from another S. singularior
hsp70 gene (hsp7054) to examine whether the low activity observed in D. melanogaster cells
was due to a specific structure in the hsp70S3 gene or if it represented a characteristic of differ-
ent Stratiomys hsp70 genes. Our analysis indicates that promoters of hsp70S3 and hsp7054
genes exhibit similar “strengths” when tested in the luciferase reporter system. The reporter
construct with a promoter from the D. melanogaster hsp70Aa gene served as a positive control
in these experiments. With the exception of the upstream regulatory 5-region, all constructs
contained the 5’-UTRs necessary for normal translation under HS conditions (S5 Fig.). Previ-
ously, we demonstrated that the S. singularior and D. melanogaster Hsp70 mRNAs have similar
stability [19].
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Fig 2. A. Various hsp70 promoter strengths based on the luciferase luminescence levels in S2 cells
and the effects of experimental GAGA element insertion into the hsp70S3 promoter. B. The level of S.
singularior and D. melanogaster hsp83 promoter activity in D. melanogaster S2 cells. *** p < 0.001,
##p < 0.01.

doi:10.1371/journal.pone.0115536.9002

Our experiments monitoring in vitro transcription levels (luminescence) demonstrated that
the D. melanogaster hsp70Aa promoter has at least ten-fold higher activity in S2 cells, both
under steady-state conditions and after HS (37°C) compared with the hsp70S3 and hsp7054
promoters (Fig. 2) in the luciferase expression system. Because we detected drastic species-
specific differences with regards to the hsp70 promoter activity in S2-based transient transcrip-
tion assays, it was of significant interest to determine whether other hsp genes in these species
follow the same pattern (i.e., much lower strength for S. singularior promoters). Therefore, we
generated two constructs containing either the 318 bp sequence of the S. singularior hsp83S2
promoter (-155. . .+163 relative to the transcription start site) or the 297 bp sequence of the
D. melanogaster hsp83 promoter (-147. . .+150). The constructs are depicted in S5 Fig., and the
primers used are shown in S1 Table. Surprisingly, in contrast with the results of the hsp70 pro-
moter studies, similar transfection experiments with subsequent luminescence measurements
demonstrated that the hsp83 promoters of both species exhibit similar strength under normal
conditions (25°C) and after HS (37°C) (Fig. 2). The obtained results coupled with recent data
on the structure of Hsp83 promoters [22, 23] indicate that the hsp83 promoters of the com-
pared distant Diptera species apparently preserve a high level of conservation; hence, they are
capable of driving the transcription of the reporter gene with nearly equal efficacy in cells of
the same host species (D. melanogaster).

S. singularior hsp70 promoters are capable of binding Drosophila HSF
but not GAF in EMSA assay

It was interesting to reveal the molecular mechanisms underlying the dramatic differences in
transcription activity between the D. melanogaster and S. singularior hsp70 promoters observed
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Fig 3. A. EMSA experiments with protein extracts from S2 cells and adult D. melanogaster flies exploring labeled fragments of the D.
melanogaster hsp70Aa and S. singularior hsp70S3 and S4 genes. 1—Control (25°C), 2—heat shock (37°C), 3—heat shock + preimmune serum,
4—super shift with anti-HSF. The arrow indicates the position of the HSF-HSE complex. B. Recombinant D. melanogaster GAF protein effectively
binds to the D. melanogaster hsp70 and S. singularior hsp70S3 promoters with the experimental insertion of three GAGA elements (lanes 1 and 4)
but not with the wild-type hsp70S3 and hsp70S4 promoters (lanes 2 and 3). The arrow indicates the position of the GAF-GAGA complexes.

doi:10.1371/journal.pone.0115536.g003

in vitro in Drosophila cell culture. First, it was necessary to determine whether the promoter of
the hsp70S3 gene is capable of binding Drosophila HSE. This promoter contains three HSEs at
positions similar to those in the D. melanogaster hsp70 genes but drastically different from

the D. melanogaster hsp70 promoters in the context of surrounding sequences. Besides,
hsp70S3 gene promoter has a different transcription initiator and a few substitutions in the
HSEs (S2 Fig.) [21].

EMSA experiments with protein extracts from heat-shocked D. melanogaster flies and S2
cells are depicted in Fig. 3A. It is evident that sequences-94 to-39 bp relative to the transcrip-
tion start sites in the S. singularior hsp70S3 and hsp70S4 promoters are capable of binding the
D. melanogaster HSF factor, similarly to the orthologous region taken from the D. melanogaster
hsp70 regulatory zone used as a positive control (Fig. 3A). Furthermore, the addition of anti-
HSF antibodies prevents the HSF-HSE complex from migrating into the gel (supershift), veri-
tying the binding specificity (Fig. 3A). Therefore, we conclude that the detected differences in
promoter strengths apparently do not depend on the different abilities of the D. melanogaster
and S. singularior hsp70 promoters to bind the Drosophila HSF.

GAGA-binding factor (GAF) is another candidate factor that may be responsible for the ob-
served differences. GAGA elements are essential sequences found in D. melanogaster hsp70 pro-
moters and a few other HS genes of various Drosophila species [24,28,29]. While GAF is
necessary for the induction of hsp70 genes in Drosophila [24], canonical GAGA motifs were not
detected in orthologous genes in S. singularior (S2 Fig.). On the other hand, we detected a few
GAG or CTC sequences within the S. singularior hsp70 regulatory regions, and there was evi-
dence that under certain conditions, such triplets may also bind GAF with low efficiency [30].

To determine whether Drosophila GAF is capable of binding S. singularior promoters, we
performed EMSA experiments using purified recombinant D. melanogaster GAF. In this series
of experiments, we used PCR fragments from the promoters of the hsp7083 and hsp70S4 genes
with orthologous D. melanogaster sequences as a positive control. The results demonstrated
that the promoters of the hsp70S3 and hsp70S4 genes were not capable of binding D. melanoga-
ster GAF, while, as expected, normal binding was observed for endogenous D. melanogaster
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promoter sequences containing functional GAGA elements and an hsp70S3 promoter with an
experimentally inserted canonical GAGA site (Fig. 3B).

We hypothesized that the absence of functional GAGA elements in the S. singularior hsp70
promoter may contribute to the observed dramatic differences in the transcription of the hsp70
promoter-fused constructs under control conditions and after HS in D. melanogaster S2 cells.

Experimental insertion of GAGA elements into the S. singularior hsp70
promoter enhances its efficacy in the luciferase assay in vitro

To determine whether the presence of functional GAGA elements is the cause of drastic differ-
ences in the strength of the Drosophila and S. singularior hsp70 promoters in D. melanogaster
cell culture after HS, we inserted different numbers of canonical D. melanogaster GAGA ele-
ments into the hsp7083 regulatory region (see S5 Fig.) and monitored the transcriptional activi-
ty of the resulting promoters using a luciferase assay.

The insertion of a single functional GAGA-element in the plus orientation at position-65 bp
from the transcription start site (similar to its localization in the D. melanogaster hsp70 pro-
moters) did not significantly enhance hsp70S3 promoter activity after HS and only slightly in-
creased promoter activity under control conditions (construct hsp70S3-GAGA+ in Fig. 2 and
S5 Fig.). The insertion of a second GAGA element in the opposite orientation-145 bp from the
transcription start site (hsp70S3-GAGA+/-) also did not influence the activity of the promoter
after HS but resulted in a nearly four-fold increase in transcription under basal conditions. Fur-
thermore, the construct (hsp70S3-GAGA+/-2) containing the insertion of two GAGA elements
at-65 (“+” orientation) and-120 (opposite orientation) bp exhibited a two-fold increase in tran-
scription after HS and a 10-fold increase under basal conditions in comparison with the origi-
nal S. singularior hsp70S3 promoter in S2 cells. Therefore, the presence of two GAGA elements
in the opposite orientation-55 bp from the transcription site resulted in transcription driven
by the modified promoter under basal conditions, which is equal to that of the endogenous
D. melanogaster promoter, and there was a mild increase in activity after HS (Fig. 2). Finally,

«  » « »

the insertion of three functional GAGA elements at-65 (“+” orientation), -120 (“-”orientation)
and-145 (“-”orientation) led to a 20-fold increase in transcription levels under steady-state
conditions and a 5.6-fold increase after HS in comparison with the original hsp70S3 promoter
(Fig. 2, hsp70S3-GAGA+/-3 construct). In other words, the hsp70S3 promoter containing the
insertion of three functional GAGA elements similar to their localization in the D. melanoga-
ster hsp70 promoter is capable of driving heat-induced expression in D. melanogaster S-2 cells
with only two-fold less activity than the endogenous D. melanogaster promoter (Fig. 2).
Characteristically, the modified hsp70S3 promoter in the S2 transient expression system signifi-
cantly exceeded the activity of the wild-type endogenous D. melanogaster promoter under
steady-state conditions. Importantly, the hsp70S3 promoter sequence containing experimental-
ly inserted GAGA elements bound D. melanogaster GAF almost as efficiently as the D. melano-
gaster hsp70 promoter (Fig. 2). It was important to determine whether the pattern of the hsp70
activities observed in vitro in Drosophila cells (S2) using artificial plasmid-based constructs
would coincide with the promoter activities determined in vivo in transgenic strains, which
have normal nucleosome structure and complex chromatin architecture.

The difference in the TATA box structure of the S. singularior hsp70
promoter has no functional significance
Notably, the regulatory regions of all cloned S. singularior hsp70 genes are different from the

D. melanogaster orthologs in the structure of the TATA box (TATATA in S. singularior vs
TATAAA in D. melanogaster). To examine the possible functional significance of the observed
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differences in TATA boxes between the two species, a construct was generated in which the
last T S. singularior hsp70 promoter was substituted by an A, making the motif identical to that
in D. melanogaster. This construct also includes the insertion of three GAGA motifs and was
designated hsp70S3-GAGA+/-3 (TATA) (S5 Fig.). Substitution of the hsp70S3 TATA box for
that of D. melanogaster did not lead to increased activity for the hsp70S3 promoter containing
three inserted GAGA elements (Fig. 2); hence, the observed difference in the TATA

box structure most likely has no functional importance in this system.

S. singularior hsp70 promoter exhibits low activity in D. melanogaster
transformed strains

Because the active state of chromatin and the nucleosome structure represent the most impor-
tant factors providing the high activity of hsp70 gene promoters, it was important to determine
whether the patterns of hsp70 promoter activity described in the above in vitro expression ex-
periments exploring plasmid-based constructs resemble promoter strength in vivo.

To reach this goal, we compared the activity of endogenous hsp70 promoters with that of S.
singularior in several transgenic strains of D. melanogaster obtained using P element mediated
transformation as described in the Materials and Methods. Importantly, in all transformation
experiments, we used strains with all copies of hsp70 genes deleted [31]. In the development of
transgenic strains, we used the construct I(S) containing the ORF and 5’-UTR of the S. singu-
larior hsp7083 gene driven by its own intact promoter, the construct I(S-GAGA), which is simi-
lar to I(S) but with three GAGA insertions, designated the hsp70S3-GAGA+/-3 construct, and
finally the construct II(M) in which the S. singularior hsp70 promoter and 5’-UTR were re-
placed by orthologous D. melanogaster sequences linked to the S. singularior ORF (Fig. 4). We
have chosen the hsp70S3 gene for these comparative analyses because its promoter exhibits
maximal deviation from the consensus structure of the D. melanogaster hsp70 promoter [21].

The hsp7083 promoter includes three HSEs similarly spaced as in the D. melanogaster hsp70
regulatory region that contains four HSEs (S2 Fig.). However, in contrast with all D. melanoga-
ster hsp70 promoters, the hsp70S3 promoter and other S. singularior hsp70 promoters do not
contain canonical GAGA elements in the plus (GAGAGAG) or minus (CTCTCTC) orienta-
tion but includes only a few scattered triplets of the GAG or CTC type.

We obtained three transgenic strains with the S. singularior hsp70S3 ORF under its own pro-
moter (I(S) transgene), designated Sa, Sb and Sc; two strains with the I(S-GAGA) transgene,
designated 1G and 3G; and three strains with a construct in which the S. singularior promoter
was replaced by a D. melanogaster variant (II(M) construct), designated Ma, Mb and Mc. The
results of in situ hybridization with larval salivary gland polytene chromosomes from all three
types of transgenic strains are depicted in Fig. 4 and Table 1. Notably, the obtained transgenic
strains usually harbored one or two insertions. 5'-RACE analysis confirmed normal structure
for the 5°-ends of mRNAs by sequencing resulting PCR fragments transcribed from the I(S),
I(S-GAGA) and II(M) constructs in all obtained transgenic strains (data not shown). It has
been demonstrated in many studies that after temperature elevation in the strains transformed
by constructs under heat shock promoters typical heat shock puffs are formed not only at sites
of well-known heat shock loci but in sites of the inserted constructs as well [7].

Heat shock experiments performed herein demonstrated that while normal prominent
puffs are formed in D. melanogaster polytene chromosomes after HS (37°C) where the II(M)
construct with an endogenous promoter was inserted, no puffs were observed at the sites of
construct I(S) insertions where the Hsp70 ORF was under the control of the S. singularior wild-
type promoter or at the sites of I(S-GAGA) transgene insertions (Fig. 4).
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Fig 4. Left panel: General arrangement of constructs used in the transformation experiments. The
thick green arrows in I(S-GAGA) indicate the position of the inserted GAGA elements. HSE, GAGA elements
and TATA boxes are indicated by square boxes of different color. Right panel: in situ hybridization of heat-
shocked salivary gland chromosomes with the white gene fragment included in the constructs. The sites of
the inserts are shown by arrows with puffs formed only in the strains (the bottom panel) containing constructs
with D. melanogaster hsp70 promoters. In all panels, the heat shock puffs formed in the locations of major D.
melanogaster hsp genes (i.e., 63B, 61C and 95D) that represent an internal control are indicated. 3B is the
white locus that hybridizes with the labeled probe and represents an internal control for hybridization
efficiency. In each strain, at least ten larvae were used for puff detection after HS.

doi:10.1371/journal.pone.0115536.9004

Table 1. List of transgenic strains used in the investigation.

Transgenic strain symbol Number of insertions Localization in the genome

Sa 2 60B™ (2R ch.) and 12DE (X ch.).
Sb 1 61A (3L ch.)

Sc 1 37B (2L ch.)

1G 1 12C (X ch.)

3G 1 3F (X ch.)

Ma 2 98E (3R ch.) and 82A (3R ch.).
Mb 1 82A (3R ch.)

Mc 1 98E (3R ch)

"—All localizations were performed using Lefevre’s map of D. melanogaster salivary glands polytene
chromosomes [53]. Ch.-chromosome.

doi:10.1371/journal.pone.0115536.t001
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Fig 5. The results of RT-PCR experiments using RNA isolated from adult flies (A) or the third instar
larvae (B) of D. melanogaster strains transformed with constructs containing different hsp70
promoters. A significant dichotomy in the expression of the I(S-GAGA) construct in adults and larvae is
evident, while all other constructs exhibit similar strengths at both stages. *** p <0.001.

doi:10.1371/journal.pone.0115536.9005

The extremely low heat-inducibility of the S. singularior hsp70 promoter in the D. melano-
gaster transgenic strains was further corroborated by Q-RT-PCR experiments. We detected
low levels of hsp70 mRNA under normal conditions and a modest induction of its synthesis in
the I(S) transgenic strains after temperature elevation (Fig. 5). Thus, in these strains, HS (37°C
for 30 min) induced a slight induction in the hsp70 mRNA synthesis (3-4-fold). In Ma—Mc
strains as expected, we detected several hundred fold induction after HS. Characteristically,
similar patterns of induction in both types of transformed strains, i.e., I(S) and II(M), were de-
tected in the larvae and in imagoes (Fig. 5).
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In contrast, while the strains transformed with constructs containing the S. singularior pro-
moter with inserted GAGA motifs did not exhibit significant induction after HS at the imago
stage, forty-fold induction was observed at the larval stage. However, the level of induction in
the larvae of both strains transformed with the I(S-GAGA) constructs remained 6-7 times
lower than in M-strains containing constructs with the endogenous D. melanogaster hsp70 pro-
moter (Fig. 5B). Therefore, while in the case of in vitro transient expression, the insertion of
three consensus GAGA elements into the S. singularior hsp70 promoter strongly enhanced its
activity and rendered it comparable to the orthologous D. melanogaster promoter (Fig. 2) in in
vivo experiments exploring transformed strains, a similar insertion resulted in modest induc-
tion observed only in the larvae (Fig. 5). Characteristically, this mild increase in promoter
strength was not accompanied by heat-induced puff formation in contrast with the constructs
of the II(M) type containing D. melanogaster endogenous promoter (Fig. 4). Thus, the inclu-
sion of the consensus GAGA elements into the S. singularior hsp70 promoter does not lead to
its normal functioning in the D. melanogaster genome in vivo but resulted in a modest increase
in the promoter strength after HS observed only in the larvae of the transformed strains.

Discussion

During the last two decades, we have been involved in a study of the heat shock response at the
molecular level in various animal species from contrasting thermal habitats. Our analysis and
the results of many other groups demonstrated that species usually living under extreme or
rapidly changing thermal conditions are characterized by high constitutive levels of Hsp70 and
other Hsps in their cells [32]. Such correlation suggests an important role for Hsps and particu-
larly Hsp70 in whole body adaptation to fluctuating thermal conditions.

We decided to compare the architecture and strength of the promoters of two pairs of dis-
tant animal species exhibiting similar differences in thermoresistance and patterns of
Hsp70 induction.

The in vitro analysis of hsp70 promoter strengths of the first pair (camel and human) dem-
onstrated that the promoters of both species have similar activity after HS, while the strength
of the camel promoters (HSPAIA and HSPAIL genes) was two-fold and five-fold higher, re-
spectively under normal physiological conditions when tested in human cells. The alignment
of regulatory region sequences demonstrated high similarity between the two species and the
presence of practically identical sets of presumptive regulatory motifs and protein-binding
sites. Furthermore, computer analysis revealed the presence of Sp1 binding sites (GC boxes) in
human and camel HSP70 promoters [19]. The existence of this class of regulatory elements
was demonstrated in numerous gene promoters that associate with Pol II prior to transcrip-
tional activation [33-36].

Interestingly, in our studies, a primate-specific 112 bp sequence was described in the pro-
moter of the constitutively expressed HSPAIL gene [19]. Deletion of this sequence resulted in a
two-fold increase in the in vitro human promoter activity under basal conditions. We failed to
detect any specific regulatory proteins that bind to this region and may underline the observed
differences in promoter strength and speculate that deletion of the 112 bp sequence brought
the Sp-1 motif closer to the transcription start site, hence enhancing transcriptional activity.

Taken together, our data on promoter strength accumulated in the in vitro assay nicely cor-
related with our previous results demonstrating a higher level of constitutive HSP70 gene ex-
pression in camel cells, which correlates with their higher resistance in terms of total protein
synthesis after HS in comparison with human cells [18].

Another pair of hsp70 promoters used in this study belongs to two distant Diptera species
(D. melanogaster and S. singularior). S. singularior and other studied representatives of the
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Stratiomyidae family are characterized by exceptionally high thermoresistance and high consti-
tutive levels of Hsp70 in larvae [20]. Therefore, the pattern of Hsp70 protein accumulation in
the Stratiomyidae species studied to date drastically differs from the Drosophila pattern, where
Hsp70 is not usually detectable under non-stress conditions but can be dramatically induced
by high temperature and other stress factors [20]. In contrast, Northern hybridization analysis
and RT-PCR indicated that although all Stratiomyidae species have high constitutive levels of
Hsp70, the level of the corresponding mRNA is barely detectable under control conditions,
and it is strongly induced by increased temperature just as in D. melanogaster cells [20].

The comparison of the orthologous promoter transcriptional activity demonstrated low,
barely detectable activity for S. singularior hsp70 promoters when monitored in vitro in D. mel-
anogaster S2 cells after HS and under basal conditions. The comparison of regulatory regions
in the S. singularior and Drosophila hsp70 genes showed that these regions in both genomes di-
verged dramatically, effectively sharing only HSEs and TATA boxes, which also exhibited
characteristic differences.

It has been demonstrated that most of Drosophila hsp genes are characterized by the pres-
ence of several GAGA elements located near the TATA box spaced 20-60 bp from each other
[27, 28]. The induction of hsp70 in different Drosophila species relies on two proteins, HSF and
GAGA-binding factor (GAF), which resides on hsp70 promoters prior to heat shock [5]. The
binding of GAF maintains the promoter region in a nucleosome-free conformation and estab-
lishes paused Pol I and a promoter architecture conducive to binding by HSF [24]. The exis-
tence of an open chromatin conformation for the hsp70 promoter under non-induced
conditions is also necessary for the rapid access of general transcription factors (GTFs) and the
assembly of the preinitiation complex after HS [6,37,38].

Because the absence of canonical GAGA elements is characteristic of all S. singularior hsp70
promoters, we decided to examine whether these motifs are responsible for the observed dra-
matic differences in the promoter strength in Drosophila cells. Our experiments demonstrated
that the absence of functional GAGA elements in the S. singularior hsp70 regulatory region is
apparently a key characteristic that determines differences between D. melanogaster and S. sin-
gularior hsp70 promoter strength at least in vitro in S2 cells. Our experiments with different
numbers and positions of experimentally inserted GAGA elements revealed the need of several
closely spaced GAGA sequences in promoters for effective transcription in Drosophila cells.
The accumulated data corroborated the results of other studies that demonstrated that the
presence of multiple clustered GAGA elements is required for efficient GAF binding [24,39].
Moreover, it has been demonstrated that GAF binds more efficiently to GAGA sequences lo-
cated close to a nucleosomal edge or within the linker DNA [40,41].

It is necessary to mention that in our previous study [21], we detected several GAG se-
quences scattered in S. singularior regulatory regions, but the binding experiments reported
here exploring Drosophila GAF showed that S. singularior promoters are not capable of bind-
ing GAF and apparently the detected single GAG motifs are not functional at least in D. mela-
nogaster cells. Thus, when we inserted canonical GAGA elements into otherwise intact S.
singularior hsp70 promoters, they exhibited heat-induced activity comparable to that of D. mel-
anogaster endogenous promoters and even significantly exceeded (several times) the activity of
D. melanogaster wild type promoters under steady conditions. It is of note that the S. singular-
ior hsp83 promoter is highly homologous to that of D. melanogaster and exhibits similar
strength both under steady conditions and after HS in D. melanogaster cells (S2). This result
may be explained by the different roles played by the Hsp70 and Hsp83 genes in response to
stress and under normal physiological conditions in Diptera species cells [42].

The development of strains transformed with constructs containing promoters of different
structures enabled us to compare our in vitro results (luciferase assay in S2 cells) with in vivo data.
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In our transformation experiments, we made use of a D. melanogaster strain in which all six
copies belonging to the hsp70 family (87A and 87C loci) have been deleted [31], which enabled
us to monitor the expression of transgenes containing orthologous copies of the S. singularior
hsp70 gene.

After HS, we detected only trace levels of hsp70 transcription in all strains transformed with
constructs under the control of the S. singularior native promoter, and puffs were not formed
at the sites of such construct insertions. Surprisingly, constructs containing the S. singularior
promoter with an experimentally inserted optimal number of canonical GAGA elements also
exhibited low constitutive transcription comparable with that of D. melanogaster and modest
induction by HS, which was observed only in the larvae. However, even in these series of exper-
iments, the puffs were not formed, which is in contrast with the strains transformed with con-
structs under the control of the wild-type D. melanogaster promoter where, as expected, there
was strong induction of hsp70 mRNA, the synthesis of the corresponding protein and well-
developed pulffs after HS were always observed. The differences in the activity in the
I(S-GAGA) promoters in larvae and adult flies (Fig. 4 and Fig. 5) correlates with the previously
demonstrated dichotomy in constitutive Hsp70 levels observed between the larvae and adults
in Stratiomyidae species [20].

Notably, species-specific differences in HS promoter strength have been described by other
groups [9-16]. Thus, the heat-inducible activity of the promoter region of the D. melanogaster
hsp70 gene, which contained motifs for HSF and GAF binding assayed in the medfly Ceratitis
capitata germ-line carrying the lacZ reporter, was found to be several fold lower than the activi-
ty of the orthologous region of the medfly hsp70 gene with the same lacZ reporter [17]. Howev-
er, together, our studies clearly demonstrate that in vitro data on the promoter strength may
not correspond with in vivo observations because in the latter case, the heat shock response in-
volves complex changes in the chromatin and histone structure including the formation of ac-
tive chromatin, the preinitiation complex and redistribution of many regulatory proteins
[7,34,43]. Because our intensive computer search (MEGA and MatInspector) failed to detect
any potential protein-binding sites in the promoters of the compared species that differentiate
their regulatory regions, it is possible that long-range interactions involving some distant regu-
latory sequences (insulators-enhancers) may determine the observed differences in in vivo ex-
pression in hsp70 genes, particularly under steady conditions.

Multiple studies have shown that GAGA elements are not the only motifs that may play an
important role in /isp70 gene induction by HS in flies. Thus, the hsp70 promoters in the fly Lirio-
myza sativae harbor AT-rich sequence elements (ATRS) that are absent in the congeneric spe-
cies. Deletions of the ATRS from promoters augmented both the constitutive and heat-shock-
inducible expression of the luciferase reporter [44]. Intriguingly, the authors detected sites for
the binding of the Zeste transcription factor within these ATRSs, which may play the role of
GAF in this Diptera species, somehow enhancing the strength of the hsp70 promoter [45]. Along
these lines, although we described a correlation between the presence of functional GAGA ele-
ments in the otherwise highly diverged hsp70 promoters and their strength in vivo and in vitro,
the situation is not simple. Thus, it is well known that several Drosophila heat-induced genes, in-
cluding hsp68, belonging to the Hsp70 family do not contain functional GAGA elements but are
strongly induced by HS and form large puffs after temperature elevation [6].

Therefore, one may conclude that the pre-heat shock nucleosome-free conformation of heat
shock gene chromatin, which leads to the extremely fast induction of these loci after HS and
other stressful conditions, may be established by the interaction of different transcription fac-
tors. Surprisingly, these factors apparently vary not only between species of the same order
(e.g., Drosophila vs. Stratiomys) but within the genomes of the same species (Drosophila hsp70
genes vs. hsp68 gene), which makes hsp promoters a unique model for the study of the
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evolutionary significance of regulatory mutations in response to environmental challenges.
Thus, a complex species-specific architecture of hsp70 promoters may be established by multi-
ple interacting factors depending on species evolution occurring under specific environmental
conditions [17]. It is well known that stable Pol II pausing at the inducible hsp70 promoter con-
trolled by several factors is characteristic of non-heat-shocked cells in mammals and Diptera
species. However, in cells with a high constitutive level of Hsp70, such pausing may be incom-
plete, and it is a challenge to determine regulatory factors underlying this phenomenon.

Notably, the behavior of general transcription initiation factors (GTFs), including TFIID,
which comprise the TATA box-binding protein (TBP) and TBP-associated factors (TAFs), is
most likely more conserved when different species and taxa are compared [7].

The detected variability in mammalian and insect HS promoter regulation characteristics
demonstrates that the heat shock regulation system is not universal for distant species, and dif-
ferent trends in the evolution of individual HS genes take place and may in principle depend
on environmental conditions.

However, available data do not allow for speculation of whether the differences observed in
the Hsp70 promoters of thermally contrasting species somehow resemble adaptive changes
evolved under high temperature condition environments. However, it becomes clear that high
Hsp70 content observed in many thermo-resistant species without HS at least in part depends
on the DNA sequence of their promoters and yet unidentified regulatory factors (work in
progress).

Materials and Methods
Sequence analysis

The programs NCBI BLAST and Vector NTI were used to align investigated sequences. The
detection of regulatory motifs within the /isp70 and hsp83 promoters was performed with the
MEGA 4.0 [46] and MatInspector (GENOMATIX Software) programs. Relevant sequence in-
formation concerning all investigated hsp70 genes including regulatory regions is accessible in
GenBank. The GenBank accession numbers for hsp70S1, hsp70S2 and hsp70S3 are HQ184404
and HQ184405 for hsp70S4 and hsp70S5 [21]. The GenBank accession numbers for the two S.
singularior hsp83 genes are IN627861 and JN627862, respectively [22]. The D. melanogaster
hsp70Aa and hsp83 genes can be found in FlyBase in the context of the D. melanogaster ge-
nome. A cluster of camel HSPAI genes has been deposited in GenBank under the accession
number JF837187 [19], while human HSPAI genes from the orthologous region are referenced
in GenBank as BA000025.

Construction of luciferase reporter plasmids

Plasmids with fused promoter and luciferase reporter genes were constructed using a promoter/
enhancer-free pGL4.10[luc2] basic vector (Promega). DNA fragments containing different por-
tions of the hsp70 and hsp83 promoters were amplified using PCR with specific primers contain-
ing different restriction sites at the 5-ends (S1 Table and S2 Table), and they were ligated
upstream of the luciferase ORF into the pGL4.10 vector. DNA fragments previously isolated
from A phage genomic libraries of C. dromedarius and S. singularior [19,21] were used as a tem-
plate for cloning the hsp promoters of these species. For PCR amplification of the D. melanoga-
ster and human promoters, genomic DNA isolated from D. melanogaster flies and human HDF
cell culture was used. Different overlapping primer pairs were used to obtain constructs with in-
sertions of GAGA elements or substitutions within the TATA box of the S. singularior hsp70S3
gene upstream of the ATG in the camel HSPAIA gene (S1 Table). The promoters of the hsp83
genes were amplified by PCR from D. melanogaster genomic DNA and recombinant A phage
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containing a part of S. singularior hsp83 cluster [22]. The resulting plasmids were transformed
into competent E. coli DH5a strains for amplification. Endotoxin-free plasmid DNA was isolated
using the Plasmid Plus Midi Kit (Qiagen). All constructs were confirmed by restriction analysis
and DNA sequencing. Full schemes of all obtained constructs with indicated boundaries and di-
rections are provided in S3 Fig., S4 Fig., and S5 Fig.

Cell lines, heat shock treatment and luciferase assay

For measurement of mammalian HSP70 promoter activity, reporter constructs were expressed
in the human cell lines HEK293 and HDF [47,48] cultured in DMEM/F12 medium supple-
mented with 10% fetal bovine serum for luciferase reporter assay experiments. The activity of
the Diptera hsp70 and hsp83 promoters was determined in D. melanogaster Schneider-2 cells
(S2) in Schneider’s Insect Medium (Sigma) supplemented with 10% fetal bovine serum
(HyClone). The TransFast (Promega) reagent was routinely used for the transfection experi-
ments according to the manufacturer’s instructions. Both a firefly luciferase reporter gene con-
struct (200 ng) and a pRL-SV40 Renilla luciferase construct (20 ng for normalization of
transfection efficiency) were cotransfected into each well of 24-well plates. After transfection,
human cells were incubated at 37°C for 48 h, placed in an incubator at either 37°C (control) or
43.5°C (heat shock) for 30 min and then incubated for 5 h at 37°C. S2 cells were incubated at
25°C and heat shocked at 37°C for 30 min with subsequent recovery for 5 h at 25°C. Luciferase
activity was measured using the Dual-Luciferase Reporter Assay System (Promega) with The
Reporter Microplate luminometer (Turner Designs). The ratio of Firefly to Renilla luciferase
activities was taken as the activity of reporter construct. The activity of each reporter construct
was measured at least in five independent experiments. The significance of differences in the
reporter gene expression was estimated using Fisher’s test.

Drosophila fly strains and heat shock

For P element-mediated transformation experiments, we used the D. melanogaster (w[1118]; Df
(3R)Hsp70A, Df(3R)Hsp70B) strain (strain 8841 in Bloomington Drosophila Stock Centre) in
which all inducible hsp70 genes from the 87A and 87B loci were deleted [31]. Protein extracts for
EMSA were obtained from the D. melanogaster w[1118] strain. Flies were reared at 25°C on stan-
dard sugar-yeast-agar medium containing propionic acid as a mold inhibitor. For heat shock,
larvae or adult flies were transferred into preheated 50 ml plastic conical tubes (40 individuals/
vial) for temperature stress in a water bath (37°C during 30 min) without anesthesia. After heat
treatment, flies or larvae were frozen in liquid nitrogen immediately or after a recovery period
and were used for RNA or protein extraction for 5’-RACE, Q-RT-PCR and EMSA experiments.
For in situ hybridization, larvae were grown at 18°C on standard medium for 2 days before dis-
section, and for heat treatment, approximately 20 larvae were placed into 50 ml Falcon tubes
with a moistened piece of filter paper and incubated in a water bath (37°C for 20 min).

The development of plasmids for transformation and construction of
transgenic flies

The I(S) construct includes an EcoRV-Xbal fragment from the S. singularior hsp70S3 gene
(4663 bp), containing an ORF (1917 bp), a 5-UTR and 3’-UTR (230 and 247 bp correspond-
ingly), a 5’-flanking region (2117 bp) and a 3’-flanking (152 bp) sequence. This fragment was
obtained from A phage containing a portion of the S. singularior hsp70 cluster [21], cloned into
the pBluescriptSK+ vector and then subcloned into pCaSpeR5 transformation vector. To ob-
tain an I(S-GAGA) construct with three GAGA element insertions, step-by-step PCR reactions
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with overlapping GAGA-containing primers (see S1 Table) were performed. Resulting DNA
fragments were inserted into the I(S) construct with replacement of the wild-type promoter.

In construct II(M), we substituted the S. singularior hsp70 promoter and 5’-UTR with a
1557 bp PCR fragment containing the promoter and 5’-UTR region of the D. melanogaster
hsp70Aa gene (primer sequences are given in S3 Table). Next, we excised a PstI-Xbal fragment
containing the hsp70S3 ORF with a 3’-UTR and 3’-flanking sequence from the I(S) construct,
ligated this fragment with the BamHI-PstI excision of the D. melanogaster PCR fragment into
pBluescriptSK+, and finally subcloned the resulting sequence into pCaSpeR5. All constructs
were confirmed by DNA sequencing.

Expression and purification of the recombinant D. melanogaster GAF
protein

The histidine-tagged GAF fusion protein (His-GAF) contained amino acids 5-519 of D. mela-
nogaster GAF fused in frame with six histidine residues from the pET-28a vector (Novagen,
USA). The construct was kindly provided by Dr. E.M. Baricheva of the Institute of Cytology
and Genetics, Russia, Novosibirsk. The Escherichia coli BL21 strain was used for protein ex-
pression. His-GAGA protein purification is described in [25].

Preparation of protein extracts

Protein extracts were obtained from control and heat-shocked adult D. melanogaster flies, S2
cells and HEK293 cells. Up to 10® S2 or HEK293 cells were collected after heat shock or from
control conditions (see above) and frozen in liquid nitrogen and further processed as described
in [49]. D. melanogaster flies were taken from control conditions or stressed at 37°C and pro-
cessed as in [25].

Electrophoretic mobility shift assay (EMSA)

Protein extracts from S2 and HEK293 cells were used in EMSA experiments with fragments
from hsp70 promoters from Diptera and mammalian species (camel, human), respectively.
EMSA with protein extracts from D. melanogaster flies and from S2 cells (10 ug of total pro-
tein) was performed as in [25] with **P-labeled oligonucleotides probes of hsp70S3, hsp70S4
and hsp70Aa sequences (see S3 Table for primer sequences). Drosophila anti-HSF rabbit poly-
clonal antibodies (kind gift of Prof. C. Wu, NIH) were used in supershift experiments. HEK293
protein extracts (10 pg) were shifted with **P-labelled PCR fragments from human or camel
HSPA 1L promoters (see S3 Table for primers sequences). For EMSA with recombinant D. mel-
anogaster GAF, oligonucleotides corresponding to the S. singularior hsp7083 and hsp70S4 and
a D. melanogaster hsp70Aa promoter were amplified by PCR with specific primers (S3 Table)
in the presence of o> P-dATP. The binding reaction mixture contained 1 pg of recombinant
GAF, 5 ng of (**P)-labeled DNA probe, and 10 ng of poly (dI-dC) in the band shift buffer [25].
The reaction mixtures were separated in a 4.5% AA/Tris/borate/EDTA gel. Gels were dried im-
mediately after electrophoresis and exposed to X-ray film.

P Element-Mediated Transformation of D. melanogaster

Plasmid DNA of the constructs I(S), I(S-GAGA) and II(M) was purified using the QIAprep
Spin Miniprep Kit (Qiagen) and used for embryo injection as previously described [50]. Trans-
posase activity was provided by the helper plasmid Turbo A2-3, containing a stable genomic
source of P element transposase from D. melanogaster [51]; the recipient embryos were from
D. melanogaster strain 8841, which lacks all hsp70 genes [31]. Adults emerging from the

PLOS ONE | DOI:10.1371/journal.pone.0115536 February 20, 2015 18/22



@’PLOS | ONE

The Strength of Hsp Genes’ Promoters

injected embryos were back crossed with flies from the 8841 strain of the opposite sex, and the
eye color of their progeny was examined. Transformed strains homozygous for the transgene
were established using full sibling mating. The localization of homozygous transgene copies
and ability of construction to puff generation was performed using in situ hybridization with a
white biotinylated probe as described in [52]. Transgene intactness was checked by PCR with
primers specific for the P element and hsp70 flanking sequences, and transcription start sites of
all three constructs in transformed strains were determined by 5-RACE as described in [21].
For primer sequences, see 54 Table.

Quantitative Real-time PCR

Total RNA was isolated from larvae or adult flies using TRIzol (Invitrogen). cDNA was pre-
pared from 1 pug of total RNA treated with DNase 1 (Ambion, USA) using random decamer
primers and MMLYV reverse transcriptase (Evrogen). Experiments were performed using an
ABI PRISM7500 Sequence Detection System (Applied Biosystems, USA). Each reaction was
performed with a minimum of 3 biological replicates and performed using 2.5 X SYBR Green
1 PCR Master Mix in the presence of ROX reference dye (Syntol) in accordance with the man-
ufacturer’s protocol. Reaction efficiency was evaluated and was at least 95%. Quantification
was normalized to the ubiquitously expressed rpl32 (ribosomal protein L32) and efla (elonga-
tion factor 1a) genes, and the ddCt method was used to calculate relative expression levels.
Primer sequences are provided in S3 Table. The significance of differences detected in the ex-
periments was estimated using Fisher’s test.

Supporting Information

S1 Fig. General arrangement of the constructs under control of human and camel promoters
HSPAIL (left orientation indicated by bent arrows) and HSPA 1A (right orientation indicated
by bent arrows). The relative positions of major regulatory elements and boundaries of promoter
regions with respect to the transcription start sites are indicated. The strength of promoters in re-
lation to the controls under non-heat shock conditions (37°C) and after HS (43.5°C) are given in
arbitrary units (renilla luciferase luminescence). Signal intensity driven by constructs (pFF/pRL) is
the ratio of the intensity of luminescence of firefly (pFF) and renilla (pRL) luciferase.

(JPG)

S2 Fig. General arrangement and expression levels of the constructs under control of
human and camel promoters of HSPAIB gene.
(JPG)

$3 Fig. General arrangement of constructs comprising various promoter regions of D. mela-
nogaster and S. singularior hsp70 and hsp83 genes. The efficiency of promoters under normal
physiological temperature (25°C) and after heat shock (37°C) is represented in arbitrary units re-
sembling luminescence. Major components of promoters (HSEs, TATA-boxes and GAGA mo-
tifs) are represented by boxes of different color. Thick green arrows beneath the lines indicate the
sites of canonical GAGA elements insertions. Transcription starts are marked by bent arrows.
(JPG)

$4 Fig. The alignment of sequences including intergenic region between HSPAIL and
HSPA1A genes and 5'-UTR of camel and human HSPAIL. The transcription direction of
both genes is indicated by arrows. Transcription start points are marked by arrows. TATA-
boxes and HSEs are given in red while 112 bps primate-specific sequence is colored blue.
(JPG)
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S5 Fig. The alignment of S. singularior (hsp7083) and D. melanogaster (hsp70Aa) hsp70
genes. Transcription start is marked by asterisk and a bold letter, TATA boxes, HSEs and the
first ATG codon are underlined. GAGA sites within D. melanogaster hsp70Aa promoter are
colored red.

(JPG)

S1 Table. Primers, used for obtaining of H. sapiens and C. dromedarius hsp70 constructs.
(DOC)

S2 Table. Primers, used for obtaining of S. singularior and D. melanogaster hsp70 and
hsp83 constructs.
(DOC)

S3 Table. A. Primers used for D. melanogaster hsp70Aa regulatory region amplification for
II(M) construct; B. Primers for obtaining of fragments used in EMSA with HEK293 ex-
tracts; C. Primers for obtaining of fragments used in EMSA with recombinant GAF; D.
Overlapping oligonucleotides used for EMSA experiments with HSF-HSE binding; E.
Primers for Q-RT-PCR analysis.

(DOC)

S$4 Table. Primers used for the 5’-RACE analysis.
(DOC)

Acknowledgments

We are grateful to Dr. E.M. Baricheva for providing the GAF expression construct, to Dr. Carl
Wou for abodies against D. melanogaster HSF and Dr. Yushenova L. A. for technical assistance.

The work was supported by grant from Russian Academy of Sciences (Cell and Molecular
Biology Program to M.E) and RFFI grants 12-04-00810-a and 12-04-00069-a, and MGrant
#14750.31.0014 to M.E.

Author Contributions

Conceived and designed the experiments: DG ME OZ. Performed the experiments: LA DG SF
OZ EZ NS KO. Analyzed the data: DG ME EZ OZ LA. Contributed reagents/materials/analysis
tools: KO. Wrote the paper: DG ME OZ.

References

1. Hartl FU, Bracher A, Hayer-Hartl M (2011) Molecular chaperones in protein folding and proteostasis.
Nature 475: 324-332 doi: 10.1038/nature10317 PMID: 21776078

2. Lis JT (2007) Imaging Drosophila gene activation and polymerase pausing in vivo. Nature 450:
198-202 PMID: 17994086

3. Gilmour DS, Thomas GH, Elgin SC (1989) Drosophila nuclear proteins bind to regions of alternating
C and T residues in gene promoters. Science 245: 1487-1490 PMID: 2781290

4. Tsukiyama T, Becker PB, Wu C (1994) ATP-dependent nucleosome disruption at a heat-shock promot-
er mediated by binding of GAGA transcription factor. Nature 367: 525-532 PMID: 8107823

5. O'Brien T, Wilkins RC, Giardina C, Lis JT (1995) Distribution of GAGA protein on Drosophila genes in
vivo. Genes Dev 9: 1098—-1110 PMID: 7744251

6. Wang YV, Tang H, Gilmour DS (2005) Identification In Vivo of Different Rate-Limiting Steps Associated
with Transcriptional Activators in the Presence and Absence of a GAGA Element. Mol Cell Biol 25:
3543-3552 PMID: 15831460

7. Lebedeva LA, Nabirochkina EN, Kurshakova MM, Robert F, Krasnov AN, et al. (2005) Occupancy of

the Drosophila hsp70 promoter by a subset of basal transcription factors diminishes upon transcription-
al activation. Proc Natl Acad Sci USA 102: 18087—18092 PMID: 16330756

PLOS ONE | DOI:10.1371/journal.pone.0115536 February 20, 2015 20/22


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0115536.s005
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0115536.s006
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0115536.s007
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0115536.s008
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0115536.s009
http://dx.doi.org/10.1038/nature10317
http://www.ncbi.nlm.nih.gov/pubmed/21776078
http://www.ncbi.nlm.nih.gov/pubmed/17994086
http://www.ncbi.nlm.nih.gov/pubmed/2781290
http://www.ncbi.nlm.nih.gov/pubmed/8107823
http://www.ncbi.nlm.nih.gov/pubmed/7744251
http://www.ncbi.nlm.nih.gov/pubmed/15831460
http://www.ncbi.nlm.nih.gov/pubmed/16330756

@’PLOS | ONE

The Strength of Hsp Genes’ Promoters

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.

Guertin MJ, Petesch SJ, Zobeck KL, Min IM, Lis JT (2010) Drosophila heat shock system as a general
model to investigate transcriptional regulation. Cold Spring Hrb Symp Quant Biol 75: 1-9 doi: 10.1101/
s0b.2010.75.039 PMID: 21467139

Lis J, Castlow N, De Banzie J, Knipple D, O’Connor D, Sinclair L (1982) Transcription and chromatin struc-
ture of Drosophila heat-shock genes in yeast. In: Heat Shock from Bacteria to Man (Schlesinger J, Ashbur-
ner M and Tissieres A, eds). Cold Spring Harbor Laboratory Press, Cold Spring Harbor, NY: 57-62

McMahon AP, Novak TJ, Britten RJ, Davidson EH (1984) Inducible expression of a cloned heat shock
fusion gene in sea urchin embryos. Proc Natl Acad Sci USA 81: 7490-7494 PMID: 6594699

Berger EM, Marino G, Torrey D (1985) Expression of Drosophila hsp70-CAT hybrid gene in Aedes
cells induced by heat shock. Somat Cell Mol Genet 11: 371-377 PMID: 3927494

Atkinson PW and O’Brochta DA (1992) In vivo expression of two highly conserved Drosophila genes in
Australian sheep blowfly, Lucilia cuprina. Insect Biochem Mol Biol 22: 423-431

Uhlirova M, Asahina M, Riddiford LM, Jindra M (2002) Heat-inducible transgenic expression in the silk-
moth Bombyx mori. Dev Genes Evol 212: 145-151 PMID: 11976953

Corces V, Pellicer A, Axel R, Meselson M (1981) Integration, transcription, and control of a drosophila
heat-shock gene in mouse cells. Proc Natl Acad Sci USA 78: 70387042 PMID: 6273904

Pelham HR, Bienz M (1982) A synthetic heat-shock promoter element confers heat-inducibility on the
herpes simplex virus thymidine kinase gene. EMBO J 1: 1473-1477 PMID: 6327271

Voellmy R, Rungger D (1982) Transcription of a Drosophila heat shock gene is heat-induced in Xeno-
pus oocytes. Proc Natl Acad Sci USA 79: 1776—1780 PMID: 6804945

Kalosaka K, Chrysanthis G, Rojas-Gill AP, Theodoraki M, Gourzi P, et al. (2006) Evaluation of the activ-
ities of the medfly and Drosophila hsp70 promoters in vivo in germ-line transformed medflies. Insect
Mol Biol 15: 373-382 PMID: 16756556

Ulmasov HA, Karaev KK, Lyashko VN, Evgen’ev MB (1993) Heat-shock response in camel (Camelus
dromedarius) blood cells and adaptation to hyperthermia. Comp Biochem Physiol B 106: 867-872
PMID: 8299349

Garbuz DG, Astakhova LN, Zatsepina OG, Arkhipova IR, Nudler E, Evgen’ev MB (2011) Functional or-
ganization of hsp70 cluster in camel (Camelus dromedarius) and other mammals. PLoS One 6:
€27205 doi: 10.1371/journal.pone.0027205 PMID: 22096537

Garbuz DG, Zatsepina OG, Przhiboro AA, Yushenova |, Guzhova IV, Evgen’ev MB (2008) Larvae of re-
lated Diptera species from thermally contrasting habitats exhibit continuous up-regulation of heat shock
proteins and high thermotolerance. Mol Ecol 17:4763-4777 doi: 10.1111/j.1365-294X.2008.03947 .x
PMID: 19140990

Garbuz DG, Yushenova IA, Zatsepina OG, Przhiboro AA, Bettencourt BR and Evgen’ev MB (2011) Or-
ganization and evolution of hsp70 clusters strikingly differ in two species of Stratiomyidae (Diptera) in-
habiting thermally contrasting environments. BMC Evol Biol 11:74 doi: 10.1186/1471-2148-11-74
PMID: 21426536

Astakhova LN, Zatsepina OG, Przhiboro AA, Evgen’ev MB, Garbuz DG (2013) Novel arrangement and
comparative analysis of hsp90 family genes in three thermotolerant species of Stratiomyidae (Diptera).
Insect Mol Biol 22: 284—296 doi: 10.1111/imb.12020 PMID: 23521688

Tian S, Haney RA, Feder ME (2010) Phylogeny disambiguates the evolution of heat-shock cis-regulatory
elements in Drosophila. PLoS One 5: €10669 doi: 10.1371/journal.pone.0010669 PMID: 20498853

Lee H, Kraus KW, Wolfner MF, Lis JT (1992) DNA sequence requirements for generating paused poly-
merase at the start of hsp70. Genes Dev 6: 284-295 PMID: 1737619

Omelina ES, Baricheva EM, Oshchepkov DY, Merkulova Tl (2011) Analysis and recognition of the
GAGA transcription factor binding sites in Drosophila genes. Comput Biol Chem. 35: 363-370 doi:
10.1016/j.compbiolchem.2011.10.008 PMID: 22099633

Brocchieri L, Conway de Macario E, Macario AJ (2008) Hsp70 genes in the human genome: Conserva-
tion and differentiation patterns predict a wide array of overlapping and specialized functions. BMC
Evol Biol 8: 19 doi: 10.1186/1471-2148-8-19 PMID: 18215318

Amin J, Nestril R, Schiller P, Dreano M, Voellmy R (1987) Organization of the Drosophila melanogaster
hsp70 heat shock regulation unit. Mol Cell Biol 7: 1055-1062 PMID: 3104769

Wilkins RC, Lis JT (1997) Dynamics of potentiation and activation: GAGA factor and its role in heat
shock gene regulation. Nucleic Acids Res 25: 3963—-3968 PMID: 9321643

Granok H, Leibovitch BA, Shaffer CD, Elgin SCR (1995) Chromatin. Ga-ga over GAGA factor. Curr Biol
5:238-241 PMID: 7780729

Wilkins RC, Lis JT (1998) GAGA factor binding to DNA via a single tinucleotide sequence element. Nu-
cleic Acids Res 26: 2672-2678 PMID: 9592153

PLOS ONE | DOI:10.1371/journal.pone.0115536 February 20, 2015 21/22


http://dx.doi.org/10.1101/sqb.2010.75.039
http://dx.doi.org/10.1101/sqb.2010.75.039
http://www.ncbi.nlm.nih.gov/pubmed/21467139
http://www.ncbi.nlm.nih.gov/pubmed/6594699
http://www.ncbi.nlm.nih.gov/pubmed/3927494
http://www.ncbi.nlm.nih.gov/pubmed/11976953
http://www.ncbi.nlm.nih.gov/pubmed/6273904
http://www.ncbi.nlm.nih.gov/pubmed/6327271
http://www.ncbi.nlm.nih.gov/pubmed/6804945
http://www.ncbi.nlm.nih.gov/pubmed/16756556
http://www.ncbi.nlm.nih.gov/pubmed/8299349
http://dx.doi.org/10.1371/journal.pone.0027205
http://www.ncbi.nlm.nih.gov/pubmed/22096537
http://dx.doi.org/10.1111/j.1365-294X.2008.03947.x
http://www.ncbi.nlm.nih.gov/pubmed/19140990
http://dx.doi.org/10.1186/1471-2148-11-74
http://www.ncbi.nlm.nih.gov/pubmed/21426536
http://dx.doi.org/10.1111/imb.12020
http://www.ncbi.nlm.nih.gov/pubmed/23521688
http://dx.doi.org/10.1371/journal.pone.0010669
http://www.ncbi.nlm.nih.gov/pubmed/20498853
http://www.ncbi.nlm.nih.gov/pubmed/1737619
http://dx.doi.org/10.1016/j.compbiolchem.2011.10.008
http://www.ncbi.nlm.nih.gov/pubmed/22099633
http://dx.doi.org/10.1186/1471-2148-8-19
http://www.ncbi.nlm.nih.gov/pubmed/18215318
http://www.ncbi.nlm.nih.gov/pubmed/3104769
http://www.ncbi.nlm.nih.gov/pubmed/9321643
http://www.ncbi.nlm.nih.gov/pubmed/7780729
http://www.ncbi.nlm.nih.gov/pubmed/9592153

@’PLOS | ONE

The Strength of Hsp Genes’ Promoters

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.
53.

Gong WJ, Golic KG (2004) Genomic deletions of the Drosophila melanogaster Hsp70 genes. Genetics
168: 1467—-1476 PMID: 15579699

Evgen’ev MB, Garbuz DG, Shilova VY, Zatsepina OG (2007) Molecular mechanisms underlying ther-
mal adaptation of xeric animals. J Biosci 32: 489-499 PMID: 17536168

Widtak W, Vydra N, Dudaladava V, Scieglinska D, Winiarski B, Krawczyk Z (2007) The GC-box is criti-
cal for high level expression of the testis-specific Hsp70.2/Hst70 gene. Acta Biochim Pol 54: 107—-112
PMID: 17311111

Wilkerson DC, Sarge KD (2009) RNA polymerase Il interacts with the Hspa1b promoter in mouse epi-
didymal spermatozoa. Reproduction 137: 923-929 doi: 10.1530/REP-09-0015 PMID: 19336471

Gunther M, Laithier M, Brison O (2000) A set of proteins interacting with transcription factor Sp1 identi-
fied in a two-hybrid screening. Mol Cell Biochem 210: 131-142 PMID: 10976766

Bevilacqua A, Fiorenza MT, Mangia F (2000) A developmentally regulated GAGA box-binding factor
and Sp1 are required for transcription of the hsp70.1 gene at the onset of mouse zygotic genome acti-
vation. Development 27: 1541-1551

Leibovitch BA, Lu Q, Benjamin LR, Liu Y, Gilmour DS, Elgin SC (2002) GAGA factor and the TFIID
complex collaborate in generating an open chromatin structure at the Drosophila melanogaster hsp26
promoter. Mol Cell Biol 22: 6148-6157 PMID: 12167709

Purnell BA, Emanuel PA, Gilmour DS (1994) TFIID sequence recognition of the initiator and sequences
farther downstream in Drosophila class |l genes. Genes Dev 8: 830-842 PMID: 7926771

Georgel PT (2005) Chromatin potentiation of the hsp70 promoter is linked to GAGA-factor recruitment.
Biochem Cell Biol 83:555-565 PMID: 16094459

Adkins NL, Hagerman TA, Georgel P (2006) GAGA protein: a multi-faceted transcription factor. Bio-
chem Cell Biol 84:559-567 PMID: 16936828

Guertin MJ, Lis JT (2010) Chromatin landscape dictates HSF binding to target DNA elements. PLoS
Genet 6: 1001114 doi: 10.1371/journal.pgen.1001114 PMID: 20844575

Queitsch C, Sangster TA, Lindquist S (2002) Hsp90 as a capacitor of phenotypic variation. Nature 417:
618-624 PMID: 12050657

Guertin MJ, Lis JT (2013) Mechanisms by which transcription factors gain access to target sequence el-
ements in chromatin. Curr Opin Genet Dev 23: 116—-123 doi: 10.1016/j.gde.2012.11.008 PMID:
23266217

Chen B, Jia T, Ma R, Zhang B, Kang L (2011) Evolution of hsp70 gene expression: a role for changes in
AT-richness within promoters. PLoS One 6: 20308 doi: 10.1371/journal.pone.0020308 PMID:
21655251

Judd BH (1995) Mutations of zeste that mediate transvection are recessive enhancers of position-effect
variegation in Drosophila melanogaster. Genetics 141: 245-253 PMID: 8536972

Tamura K, Dudley J, Nei M, Kumar S (2007) MEGA4: Molecular Evolutionary Genetics Analysis
(MEGA) software version 4.0. Mol Biol Evol 24: 1596—-1599 PMID: 17488738

Shaw G, Morse S, Ararat M, Graham FL (2002). Preferential transformation of human neuronal cells by
human adenoviruses and the origin of HEK 293 cells. FASEB J 16: 869-871 PMID: 11967234

Enenstein J, Furcht LT (1984) Isolation and characterization of epinectin, a novel adhesion protein for
epithelial cells. J Cell Biol 99: 464—-470 PMID: 6378923

Mosser DD, Theodorakis NG, Morimoto RI (1988) Coordinate changes in heat shock element-binding
activity and HSP70 gene transcription rates in human cells. Mol Cell Biol 8: 4736—-4744 PMID:
3211126

Rubin GM, Spradling AC (1982) Genetic transformation of Drosophila with transposable element vec-
tors. Science 218: 348—-353 PMID: 6289436

Robertson HM, Preston CR, Phillis RW, Johnson-Schlitz DM, Benz WK, Engels WR (1988) A stable ge-
nomic source of P element transposase in Drosophila Melanogaster. Genetics 118: 461—-470 PMID:
2835286

Lim JK (1993) In situ hybridization with biotinylated DNA. Dros Inf Serv 72: 73-77

Lefevre G Jr (1976) A photographic representation and interpretation of the polytene chromosomes of
Drosophila melanogaster salivary glands. In: Ashburner M et al., editors. The genetics and biology of
Drosophila. London: Academic Press 31-66

PLOS ONE | DOI:10.1371/journal.pone.0115536 February 20, 2015 22/22


http://www.ncbi.nlm.nih.gov/pubmed/15579699
http://www.ncbi.nlm.nih.gov/pubmed/17536168
http://www.ncbi.nlm.nih.gov/pubmed/17311111
http://dx.doi.org/10.1530/REP-09-0015
http://www.ncbi.nlm.nih.gov/pubmed/19336471
http://www.ncbi.nlm.nih.gov/pubmed/10976766
http://www.ncbi.nlm.nih.gov/pubmed/12167709
http://www.ncbi.nlm.nih.gov/pubmed/7926771
http://www.ncbi.nlm.nih.gov/pubmed/16094459
http://www.ncbi.nlm.nih.gov/pubmed/16936828
http://dx.doi.org/10.1371/journal.pgen.1001114
http://www.ncbi.nlm.nih.gov/pubmed/20844575
http://www.ncbi.nlm.nih.gov/pubmed/12050657
http://dx.doi.org/10.1016/j.gde.2012.11.008
http://www.ncbi.nlm.nih.gov/pubmed/23266217
http://dx.doi.org/10.1371/journal.pone.0020308
http://www.ncbi.nlm.nih.gov/pubmed/21655251
http://www.ncbi.nlm.nih.gov/pubmed/8536972
http://www.ncbi.nlm.nih.gov/pubmed/17488738
http://www.ncbi.nlm.nih.gov/pubmed/11967234
http://www.ncbi.nlm.nih.gov/pubmed/6378923
http://www.ncbi.nlm.nih.gov/pubmed/3211126
http://www.ncbi.nlm.nih.gov/pubmed/6289436
http://www.ncbi.nlm.nih.gov/pubmed/2835286


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /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
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


