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Wolbachiaspecies are obligate intracellular maternally inherited endosymbionts,
presented in over than 60% of all insect, that can cause reproductive changes in various
arthropoda. However, it is known that different Wolbachiastrains can have various effects on
host ontogenesis and survivability, especially Wolbachia strain with WMelPop genotype can
lead to degeneration in different somatic tissues of Drosophila flies including central ner-
vous system. We have found presence of Wolbachia strains in laboratory lines of X-linked
D. melanogaster point mutants with strong neurodegenerative phenotype. Wolbachia elimi-
nated after tetracycline treatment during 2—3 generations. Comparative analysis of neuro-
degenerative phenotype of adult flies after bacterium elimination has shown decrease of its
manifestations aftertetracycline treatment against Wolbachia. Also it was detected increase
of life-span parameters of treated lines comparing to infected flies with the same genotypes.
Obtained results confirm that a manifestation ofneurodegenerative phenotype formation in
Drosophila mutant flies could be a result of Wolbachia moditying influence.

Keywords: Wolbachia, Drosophila, neurodegeneration, life span, tetracycline.

Wolbachia species are obligate intracellular endosymbionts that are presented in over than
60% of all insect species. Wolbachia is known as maternally inherited, gram-negative o-proteo-
bacterium that can cause reproductive changes in various arthropoda [6]. Wolbachia infection has
influence on the reproductive processes in the host organism of different arthropoda to provide
optimal conditions for surviving and spreading Wolbachia infection [3, 19]. That is why the main
number of works is focused especially on this question. However, visible self-spreading effect
have not been observed in some Wolbachia species, so question about the possibility of its main-
tenance in the host organisms remains still without answer [2]. There is a suggestion that Wolba-
chia infection presence in somatic cells can increases Wolbachia influence on somatic processes
in the host organism [1]. Recently, it has been shown that Wolbachia infection could increase
host resistance to viral pathogens in Drosophila [4]. Several less described effects of Wolbachia
infection on parental strain, such as body size and life span parameters changes are also known
[2]. However the range and intensity of Wolbachia produced symptoms can vary in different
diapason depending on the special conditions of the host organism. Some behavioral changes
(courtship activity, olfactory behavior) in some Drosophila lines are also associated with Wol-
bachia infection. Thus, Wolbachia infection can provide a positive effect on its host (comparing
to uninfected organisms of the same lines) promoting survival rate and spreading of intracellular
bacterium in that way.

However, number of investigations conducted on Drosophila model detected a presence
of Wolbachia strains with different features. For example, Wolbachia microorganisms with
WMelPop genotype, were presented in latent form during embrional stage, however their amount
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became strongly increased in adults causing an intensive degeneration in different types of tissue,
including brain, retina and muscles. Significant increasing of Wolbachia microorganisms inside
the cells, probably, could lead to the strong injuring and as a result, to death of infected flies
[13].W. popcorn can multiply rapidly in different organs of adult flies, causing mass destruction of
tissues and premature death, whereas it is observed in lesser amount in host tissues during larval,
pupal and early adult stages. Probably, it can be explanted by the lack or deficiency of limiting
grown-factors in the host organism during mentioned developmental stages in Drosophila [13].

Thus, in previous studies it was shown that different strains of Wolbachia might have
versatile influence on the living processes in the host organism under the different conditions.
It is also possible that bacterium can behave in different way depending on the sex of its host.
Host individual features can be determinative for Wolbachia infection progress or delay in dif-
ferent tissues [1]. It is possible, that some lines of D. melanogaster have developed some special
properties to keep under the control bacterium proliferation and ontogenesis or have formed less
favorable conditions for Wolbachia development in the organism of these lines. As an exam-
ple, Huonville and Oregon-R Drosophila lines can be mentioned. In the former it was detected
decrease of bacterium development on the period of “egg-adult fly” and dramatic reduction of
host life span whereas in the second case it was observed an arrest of Wolbachia development in
Oregon-R flies with all subsequent symptoms delay [2].

Thus, the Wolbachia infection can be harmful for its host and, as a result, can defeat the
only endosymbiontic relationships between Wolbachia and its host organism, because of bac-
terium-insect interaction can lead to the fatal outcome. Examination of laboratory strains of D.
melanogaster commonly used in genetic experiments revealed that large percentage of them car-
ry Wolbachiain a nonvirulent form, which might affect their longevity and behavior [13]. It has
been notified that 30% of the strains in the Bloomington Stock Center are Wolbachia-infected [3].
However, future investigations of Wolbachia phenomenon can help in creating of a new analysis
systems of Wolbachia/Ricketsia-host interaction.

We have focused on the mutant lines of Drosophila with neurodegenerative phenotype as
a model for Wolbachia role studying. Studied D. melanogaster mutants are characterized by brain
neurondegeneration, glial malfunction, and premature death, caused by apoptotic processes in the
CNS of studied flies [9, 10, 14, 17].

Infection is one of the modifying factors that can make a significant impact on the be-
ginning and progress of neurodegenerative diseases [8, 11]. Determining of the Wolbachia-free
or Wolbachia-infected status is important for ecological work, as well as for biochemical and
genetic studies of host-pathogen interaction. However, the practical goal of our investigation is
to understand the role of Wolbachiain the degenerative phenotype development in Drosophila
neurodegenerative mutants.

Materials and methods

Fly lines. Drosophila point neurodegenerative mutants from our collection were used in
this work. Fly lines with well-studied phenotypes, such as 28-11, 76-15, 72-7, obtained in our la-
boratory after chemical mutagenesis [16] and sws’mutantkindly provided by Dr. Doris Kretzsch-
mar were used in the work [9]. As a control D. melanogaster wild type line Oregon-R (Bloo-
mington Drosophila Stock Centre) was used.

Ovari dissection. Ovary tissue was used for DNA extraction. Flies were fed with con-
centrated yeast extract 1 - 2 days prior to dissection to fatten up the ovaries. Adult females were
grabbed at its lower thorax with a pair of tweezers and tugged gently at the lower abdomen with
another pair of tweezers until the internal organs in the abdomen were exposed. The pair of
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ovaries were detached from other organs and transferred to the ice-cold 1X Phosphate Buffered
Saline (PBS) for storage [18,20].

PCR assay. Determination of Wolbachia infection status in D. melanogaster strains was
made by PCR amplification of Wolbachia-specific fragments. Ovary tissue was crushed in Phire
Animal Tissue Direct PCR Kit buffer with proteinase K and heated to 60°C for 45 min, followed
by 10-min incubation at 95°C to inactivate the proteinase. After centrifugation 2 pl of superna-
tant was used for PCR-detection. The PCR reaction was carried out with Tag DNA Polymerase
(Zymo Research). A temperature profile according to primers characteristics: 95°C for 1 min,
52°C for 1 min, and 72°C for 2 min was used for 30 cycles. Wolbachia-specific 16S rDNA prim-
ers 5>-TTGTAGCCTGCTATGGTATAACT-3’ and 5°-GAATAGGTATGATTTTCATGT-3’ were
used in the reaction. The following primers specific for insect mitochondrial 12S rRNA were used
as control to check for the quality of each DNA extraction: 5’-AAACTAGGATTAGATACCCT-
ATTAT-3" and 5’-AAGAGCGACGGGCGATGTGT-3’ [15]. The PCR products were separated
on the 1% agarose gel.

Tetracycline treatment. Flies carrying the bacteria were treated by the tetracycline,
which eliminates Wolbachia [12, 15]. Flies were treated by addition of 0.25 mg/ml of tetracycline
to the standard flies meal for two—three generations. Wolbachia infection status in tested flies was
confirmed by PCR-amplification.

Life-span detection. Longevity of investigated Drosophila lines was tested in male flies.
The survival curves were built basing on the set of experiments, each involved 100 flies in similar
conditions. The lifespan was assessed by counting a percentage of died flies from the total amount
of flies every 2 days. Alive flies were transferred onto the fresh meal and action was repeated after
two days.

Paraffin sections. The brain sections for histological examination were prepared accor-
ding to a standard technique [5]. For this purpose, flies were placed in collars and fixed with
Carnoy’s solution (ethanol—chloroform—acetic acid in proportion 6:3:1) for 12hours at 4°C. Then
samples were dehydrated three times in ethanol (30 min), methyl benzoate (30 min), and paraffin
(twice, 60 min) to form paraffin blocks, containing only heads of flies, and 7-pm sections were
made. Tissue sections were covered by DPX Fluka and covered slides. Samples were analyzed in
ultraviolet light using Carl Zeiss Jena microscope, 15%40.

Statistical analysis of the results. MS Excel was used for statistical analysis package of
data analysis application. Results were presented as M+m, where m— standard error. Significant
level marked “*” for P<0,05, “**” for P<0,01, “***” for P<0,001

Results and Discussion

Confirmation of Wolbachia-infection in adult flies was done in laboratory lines of D. mela-
nogaster: X-linked point neurodegenerative mutants and wild type flies Oregon-R. Using method
of PCR-detection [15], it was shown presence of studied microorganisms in laboratory lines of
sws!, 76-15 and 28-11, whereas mutant lines 72-2 and wild type Oregon-R were Wolbachia-free
(fig. 1, A). The absence of Wolbachia-related microorganisms in the lines 72-7 and Oregon-R
can be a result of internal changes in the genomic material of these lines, or switching-on some
defense mechanisms that help host organism to prevent or lose Wolbachia infection [7].

Investigated lines of Drosophila were cultivated during 2—3 generations on tetracycline-
including standard meal for microorganism treatment. Drosophila wild-type line Oregon-R was
used as a control to determinate antibiotic influence on the flies ontogenesis.

PCR-analysis confirmed full healing of studied lines from Wolbachia infection after tetra-
cycline treatment (fig.1, B).
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Fig. 1. PCR assay of Wolbachia infection using the specific primers for Wolbachial6S rRNA(band of
936 bp).As a control for the quality of PCR primers to 12S rRNA were used (band of 400bp): A.
Screening of Wolbachia-infected Drosophila laboratory lines with neurodegenerative phenotype:
1.DNA-marker; 2. DNA band of Oregon-R (wild type); 3. DNA band of sws’-line; 4. DNA band of
76-15-line; 5.DNA band of 28-1/-line; 6. DNA band of 72-7-line. B. Confirmation of tetracycline
treatment efficiency of the Wolbachia-infection in the infected D. melanogaster lines: 1.DNA-
marker; 2. Oregon-R; 3. Oregon-R tet'; 4. sws'; 5. sws’ tet”; 6. 76-15; 1. 76-15 tet*; 8. 28-11, 9.
28-11 tet".

We have analysed whether Wolbachia infection might have modification effect on phe-
notypic display in the brain tissue of adult flies of investigated lines with neurodegenerative
disorders.

Neurodegenerative phenotype — is a complex of disorders, such as reduced life span com-
pared to wild type flies, brain tissue vacuolization visible on paraffin sections, behavioral changes.
Penetrance, expressivity and longevity of investigated lines are the main characteristics of neuro-
degenerative phenotype. Moreover, these parameters can be different and conservative for each
of studied lines and can be used for laboratory lines description. It was described an incomplete
penetrance for investigated sws-mutants and also for 28-11Drosophila point mutant [9, 10, 17].

Penetrance and expressivity of neurodegenerative phenotype of described neurodegenera-
tive mutants D. melanogaster were analyzed to assess probable morphological changes in the
flies brain, caused by Wolbachia, before and after tetracycline treatment. More than 60 males of
each line were analyzed after tetracycline treatment during three generations and similar number
of flies without antibiotic treatment was used as a control group. The main criteria for analysis
were presence or absence of vacuoles in the brain tissue. We have not detected significant changes
in the neurodegenerative phenotype of Wolbachia infected 20—23 days old adult flies before and
after tetracycline diet (table 1). Penetrance of the neurodegenerative phenotype in sws’-mutants
was 53.5+5.14 and 51.943.16% without tetracycline and after tetracycline treatment, respec-
tively. The average penetrance for 76-15 and 72-7 Drosophila sws-mutants were 70.5+ 3.47 vs
76.1+£2.98% and 83.3+4.51vs88.1+2.47without and after treatment, respectively. Similar results
were obtained for 28-17 point mutant that did not belong to the swiss cheese group of neurode-
generative mutants. The average penetrance of neurodegenerative phenotype was 41.4+0.81 and
47.8+3.16%, respectively. Summarizing obtained results, it was observed slight, not significant,
increase of neurodegenerative phenotype penetrance in tested flies after tetracycline diet (5—6%).
Unchanged penetrance parameters can be explained, as an important evidence of mutant nature
of neurodegeneration. Thus we suppose that degenerative changes in our investigated lines were
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caused by point mutation in their genomes, but not by external infection agent, like Wolbachia.
Table 1
Comparison of neurodegenerative phenotype penetrance in D. melanogaster
lines without and after tetracycline treatment
Studied lines “tet - standard meal “tet+” standard meal
D .melanogaster wt,% M, % wt, % M, %
Oregon-R 100 - 100 -
76-15 29.5+2.86 70.5+3.47 23.9+1.1 76.1+2.98
Swsl 46.5+£2.74 53.5+5.14 48.1x1.4 51.9+£3.16
28-11 58.6+4.18 41.4+0.81 52.2+2.33 47.843.61
72-7 16.7+2.14 83.3+4.51 11.2+0.92 88.1+2.47

Comment. wt— mutant flies without neurodegenerative phenotype (%); M — mutant flies with visible neuro-
degenerative phenotype (%).

Expressivity of phenotype can be more variable under environment influence. Therefore,
analysis of expressivity changes can be very important to clarify a possible Wolbachia influence
on degeneration intensity in studied flies. Analysis of the expressivity of neurodegenerative phe-
notype was done after additional observations and counting of total vacuoles number in the brain
region. All investigated samples were separated for 3 groups: weak, medium and strong expres-
sion of the mutant phenotype. The main criteria of belonging to the one of three possible groups
were size and number of vacuoles in the brain.

As it is visible from the figures 3 and 4, significant decrease of the neurodegenerative phe-
notype expressivity in 76-15, sws' and 28-11 lines of D. melanogaster after tetracycline treatment
was observed. We have not detected significant changes of expressivity in 72-7 mutant flies after
tetracycline feeding (fig. 3). Strong downward tendency was detected for the number of flies with
medium and strong expression of neurodegenerative phenotype based on size and total number of
vacuoles in the brain of 20-21 days old initially infected Drosophila mutant lines.
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Fig. 3. Ratio of expressivity of brain tissue phenotype in 20-23-days old neurodegenerative mutants of
D. melanogaster: A. sws'; B. 76-16; C. 28-11; D. 72-7.
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An absence of significant influence of tetracycline treatment on 72-7Wolbachia-free mu-
tants can be an additional evidence of Wolbachia modifying effect on changes of expressivity
parameters in infected mutant lines. Moreover, these results confirm an absence of tetracycline
influence on detected significant decrease of expression of degenerative phenotype.

A. B.

Fig. 4. Expressivity of neurodegenerative phenotype of 75-15 Drosophila mutant line before and after
Wolbachia elimination: A. Strong expression of neurodegenerative phenotype of Wolbachia-
infectedflies; B. Weak expression of neurodegenerative phenotype of Wolbachia-free flies.

We have not detected any changes in the lifespan of Wolbachia-free wild type flies Ore-
gon-R (fig. 5, A—C). However, a significant increase of longevity parameters in all tested mutant

flies after tetracycline treatment was shown (fig. 5, A—C).

We suppose that tetracycline diet against Wolbachia lead to the longevity increase in the
neurodegenerative mutant lines sws’, 76-15 and 28-11.
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Fig. 5. Life span of D. melanogaster lines without tetracycline and after tetracycline treatment (t+):
A. Oregon-R line; B. sws’ line; C. 76-15-line; D. 28-11-line.
Obtained results indicate that Wolbachia microorganisms, found in the investigated Dro-
sophila imago, have not only a symbiotic effect on the host organism, but also can amplify the
intensity of damage manifestation caused by mutations. As an example of this influence - the
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higher expressivity of neurodegenerative phenotype in mutant flies before Wolbachia elimina-
tion. Bacteria can leads to the damage and destruction of various body tissues in Drosophila, in-
cluding brain tissue due to uncontrolled increase of its abundance in the body of adult flies [2, 13].

Tetracycline treatment of studied neurodegenerative mutants infected with Wolbachia has
a positive effect on flies, leading to treatment of Wolbachia infection and as a result decrease of
neurodegenerative phenotype expressivity in studied Drosophila lines.

These data confirm that Wolbachia has a significant effect on neurodegenerative pheno-
type formation if mutant flies.

Absence of significant changes in the penetrance of the mutant phenotype suggest that
pathogenic changes in the brain structure and nature of the mutation are not caused solely by the
presence of bacteria in the organism of investigated mutants. However, obtained results give us
evidence that presence of Wolbachia infection can have a modifying effect on the intensity of
neurodegeneration in tested D. melanogaster lines. Thus, we can recommend to all researchers
dealing with Drosophila viability and brain changes study, to consider possible Wolbachia influ-
ence.

This work was supported by grant from the Russian Foundation for Basic Research (num-
ber 13-04-90917).
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Mixkpoopranizmu poxy Wolbachia — 1ie o0niraTHi BHYTPIIIHBOKIITHHHI €HIOCHM-
6ionTH y moHax 60% ycix BiIOMHX BHIIB KOMaX, SIKi HEPEAAIOTHCS 1T0 MAaTEPHHCHKIN miHiT
Ta MOXYTb CIIPHYMHATH PENPOAYKTHBHI 3MiHH Y PI3HUX MPEICTABHUKIB THILY Arthropoda.
OpHak Bimomo, 1o pi3Hi mramu Wolbachia MOXXyTh MaTé pi3HUH BIUIMB HA OHTOTEHE3 1
BIDKHMBAHICTh OpraHiaMy-rocrnofaps. Tak, 3okpema, 6axrepii poxy Wolbachia 3 WMelPop
IEHOTHIIOM MOXYTb CTaTH NMPUYMHOIO HEpoJiereHepaTuBHIX MPOLECIB Y PI3HUX TKaHWHAX
Ipo30¢inu, y TOMY YUCIi HEPBOBii TKaHMHI MO3KY. Hamu Oyno BUSIBIIEHO MIKpOOpPTraHi3MHU
pony Wolbachia y naGopaTtopHuX miHiSX X-34eIUICHUX HEHpPOAETreHEepaTHBHUX MYTaHTIiB
D. melanogaster. JlixyBanus Bin Oaxrepiil poxyWolbachia mpoBOAMIN NUIIXOM JIMYNHKO-
BOTO 3TOZIOBYBAaHHS TETPALMKIIHY 3 DKEIO MPOTATOM 2—3 MOKOiHb. [lopiBHANBEHMNA aHaNi3
HEHpO/IereHePaTHBHOTO (EHOTHITY JOPOCIUX MyX MOKA3aB MOMITHE 3HIIKEHHS IPOSBIB
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HelpoaereHepaTuBHOTO (PEHOTHITY y MYTaHTIB ITiC/Is BIJIIKOBYBaHHSA Bix Oakrepii. Taxox
OyJ10 BUSIBIIEHO 3pOCTaHHS TPUBAJIOCTI XKHUTTS y TOCHIKYBaHUX JiHil D. melanogaster mic-
1151 BUBeeHHs1 Oakrepii. OpepxaHi pe3yabTaTh MOXYTh OyTH CBiIUYEHHSIM MOAN(IKYIOI0TO
BIUTMBY BoNb0axii Ha (popMyBaHHS HeHpoIereHepaTUBHOTO (GEHOTUITY B MyTaHTiB D.mela-
nogaster.

Kniouosi cnosa: Wolbachia, Drosophila, neliponereHepaltisi, TPUBIICTh KUTTS,
TETPALUKIIIH.
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Mukpoopraausmbl  pona Wolbachia — 3To oOnuraTHele BHYTPUKJICTOYHBIC
9HIOCUMOHMOHTBI B Ooiiee 4yem 60% BCeX H3BECTHBIX BHJIOB HACEKOMBIX, KOTOPBIC
MePEeIAloTCs M0 MATCPHHCKOM JIMHUUA U MOTYT BBI3BIBATh PEMPOMAYKTUBHBIC U3MCHCHHS Y
pasHbIX mpencraButenei Tuna Arthropoda. OnHako U3BECTHO, YTO pasHble mTaMmbl Wol-
bachia MOTYT MMETh pa3IMYHOC BIHMSHUEC HAa OHTOTCHE3 M BBDKMBACMOCTH OpraHM3Ma-
xo3smHa. Tak, B wactHocTH, Oakrepun poxma Wolbachia ¢ WMelPop renorurnoM moryt
cTarth MPUYMHOW HEUPOJCTCHEPATHBHBIX MPOLECCOB B Pa3IMYHBIX TKAHIX JIPO30(MHUIIBL,
BKIIFOUasi HEPBHYIO TKaHb Mo3ra. Hamu ObuTH OOHapy)KEHbI MUKPOOPraHU3MbI pona Wol-
bachia B 1aboOpaTOpHBIX IHHUSAX X-CICIUICHHBIX HEUPOJIETCHEPATHBHBIX MYTaHTOB
D. melanogaster. Jleuenue ot Gakrepuii pona Wolbachia mpoBOIHIN TTyTEM JTHYHHOYHOTO
CKapMJIMBaHUsl TETpAlUKIMHA C NUILed B TeueHue 2-3 nokojeHuid. CpaBHUTENIbHBIH
aHaM3 HEUPOJICTCHEPAaTHBHOTO (JCHOTHUITA B3POCIBIX MyX IMOKa3al 3aMETHOC CHIDKCHUE
MPOSIBIICHUI HEWPOIEreHEPATUBHOTO (PEHOTHITA Y MYTAHTOB ITOCIIC U3JICYCHUS OT OAKTCPHH.
Tax:xke OTMEUYECH POCT MPOJOIKUTEIBHOCTH JKU3HU UCCICIYEMbIX JIMHUN D. melanogaster
MOCJie TOJHOTO H3JICYCHUST OT MHKpOOpraHusma. [lomydeHHBbIE pe3yibTaTbl MOTYT
OBITh CBUJICTEIHLCTBOM MOAU(UIMPYIOIIETO BIUSHUS BOIbOAXWU Ha (HOPMUPOBAHUE
HelpojiereHepaTuBHOTO (heHOTHIIA MyTaHTOB D. melanogaster.
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