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Human cultured cells are capable to incorporate isolated
plant mitochondria loaded with exogenous DNA
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Aim. To investigate the possibility of human cultured cells to incorporate isolated mitochondria together with
exogenous DNA introduced into organelles. Methods. Two approaches were used for this purpose, fluorescent
labelling of mitochondria and/or DNA with subsequent analysis of the cells subjected to incubation by mic-
roscopy or by quantitative PCR. Results. We have shown that human cultured cells lines, HeLa and HUVEC, are
capable to uptake isolated plant mitochondria and that this process depends on the incubation time and
concentration of organelles present in medium. The incorporated mitochondria can serve as vehicles to deliver
exogenous DNA into human cells, this DNA is then distributed in different cell compartments. Conclusions.
These results are preliminary and need further investigations, including testing the possibility of human cells to
incorporate the mitochondria of human or animal origin and creating genetic construction which could provide
certain selectivity or stability of the transferred exogenous DNA upon cell uptake of the mitochondria as vectors.
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Introduction. The reason of high distribution of so-cal-
led human «mitochondrial diseases» is the presence of
numerous structural and functional gene disturbances
in the mitochondrial genome. To cure these diseases,
some new molecular and cellular technological approa-
ches are necessary.

As it was shown previously, plant, yeast and mam-
malian mitochondria possess a mechanism of natural
competence for DNA uptake [1-4]. Those organelles
might be used as potential vehicles for cell transfor-
mation in vivo in order to study mechanisms of hori-
zontal gene transfer and to develop new biomedical tech-
nological approaches for gene therapy of human mito-
chondrial diseases.

Material and methods. Mitochondria were isola-
ted from potato tubers (Solanum tuberosum), and the
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import conditions were performed as it was previously
described [1, 5].

MitoTracker Orange CMTMRos (500 nM) and
Hoechst 33342 (0.1 png/ml) were used respectively to la-
bel fluorescently the isolated potato mitochondria and
the mitochondrial DNA.

To investigate the transport of mitochondria into eu-
karyotic cells, we used cultured cell lines of human ade-
nocarcinoma (HeLa), primary fibroblasts (GF) and hu-
man umbilical vein cells (HUVEC). Cells were cultiva-
ted in IM medium, containing 10 % FBS and antibiotics,
at 37 °C and 5 % CO,. Cells were incubated with mito-
chondria in growth medium without serum for different
periods of time, then washed twice in the same medium
and additionally incubated in IM with 10 % FBS.

To estimate the efficiency of mitochondrial incor-
poration, cell probes were analysed by live-cell ima-
ging using fluorescent microscopy with the help of Axio-
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Table 1
Nucleotide sequences of primers and fluorescent probe

Gene

Nucleotide sequence

cox2 Reverse

Forward

Probe

5'-AGCCTGCAATGTCCGATAAC-3'

5-ACCATTCCGAAGGTTACTG-3'

FAM~5'-TGGTATACAACTTTGGACCTAACAGCCGGC-3'~FQ

gfp Reverse
Forward

Probe
B-Actin Reverse

Forward

Probe

5'-CGGGGCATGGCACTCTTGA-3'

5'- CTGTTCCTTGGCCACACT-3'

Cy5~5'-TGTTCAATGCTTTTCAAGATACCCAGA-3'~BHQ2

5'-AGACAAAACACAGAAAAAGAGC-3'

5'- CGTTTTCCGTAGGACTC-3'

TAMRA~S-TCTGCAGGTTCTAATTTGCTTTTTCCCA-3'~BHQ2

vert 200M («Carl Zeiss», Germany) inverted microsco-
py device. Images obtained by Axiocam Mrm CCD ca-
mera were analysed with AxioVision 4.8 software. To
estimate the efficiency of exogenous DNA uptake by
mitochondria, we used the method of quantitative PCR.
Oligonucleotide and fluorescent sequences used in PCR
are listed in the Table 1.

Results and discussion. Effectiveness of mitochond-
rial uptake by cultured human cells depends on incuba-
tion time and mitochondrial concentration. To optimize
the conditions for cultured human cells to uptake the
fluorescently labelled mitochondria, we incubated the
isolated potato mitochondria with HeLa cells or pri-
mary fibroblasts either for different periods of time (Fig.
1, see inset) or at various organelle concentration in the
incubation media (Fig. 2, see inset).

The concentration of mitochondrial suspension used
for the incubation in the time course assay was 9 pug/ml.
The time of cell incubation with mitochondria is indica-
ted (Fig. 1, see inset). The intracellular space is visuali-
zed by cell staining in 0.6 uM Calcein-AM.

For both tested cell lines, we observed evident pas-
sing of the labeled mitochondria through the cell memb-
ranes, which was visualized by appearance of stained or-
ganelles in the cytosol. At all time points, nucleolus be-
came also stained. The fluorescence intensity for Mito-
Tracker dye achieved its maximum by an hour of incu-
bation. Within time, the spectrum of fluorescent distri-
bution altered with appearance of numerous granules.

We tested also the dependence of mitochondrial in-
corporation by cultured cells on organelle concentra-
tion present in the medium of incubation (Fig. 2, see in-
set). The optimal concentration of mitochondrial pro-
tein in incubation medium was 4.5 pg/ml. The time of
incubation was 60 min.

Using of quantitative PCR to analyse isolated mito-
chondria uptake by cultured cells HeLa and HUVEC.
To analyze the efficiency of mitochondrial translocation
into cellular space, we tested also the possibility to use
the method of quantitative PCR (TagMan). Sequences
of the mitochondrial gene cox2 served as amplification
primers (Table 1). In order to estimate which cellular
compartment would become the preferred target for the
mitochondrial DNA uptake, we tested both nuclear and
membrane-cytosol fractions of the cellular extract, ta-
ken after cell incubation with organelles.

The results of quantitative PCR showed that in case of
mitochondrial incubation with HeLa cells mitochond-
rial DNA goes mostly into the nuclear fraction, where-
as in case of organelle incubation with HUVEC cells
mitochondrial DNA is associated mainly with the memb-
rane-cytosol fraction. In case of both cell lines, the effi-
ciency of mitochondrial DNA incorporation into cells
correlates directly with the mitochondrial concentra-
tion present in the incubation medium (Fig. 3).

By quantitative PCR, we analyzed the possibility of
cultured cells to uptake exogenous DNA mediated by
mitochondria transfer. 2,3PrGFP DNA-fragment (3 kb)

311



KLIMENKO E. S., ZAPOROZHCHENKO I. A., MILEYKO V. A. ET AL.

Table 2
Analysis of mitochondrial (cox2) and exogenous (gfp) DNA presence in cell extracts after mitochondria uptake by HelLa cells

Amount of DNA, ng/1000 cells

Amount of purified potato mito-

chondria used per assay, p g/ml Nuclear fraction

Membrane-cytosolic fraction

cox2 afp cox2 gy
Control cells (0) 0.98 4.96 20.91 1.79
0.9 6.31 28.29 255.81 25.37
9 4.29 26.04 781.06 41.56

Post-incubation time, h

1.8-0 1.67 12.29 104.59 14.95
1.8-24 4.13 11.73 53.18 9.53
1,8-72 6.24 14.91 152.78 1.76
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S NRwARALAIN DL

| 1
*'—'___‘—'_lz i
56 113 225 450

Cells (0)

0

1.2 b
£
N
% 0.8
S
T 06
3
s
< 04
y A J
113 225

Cells (0) 56 450

Amount of purified potato mitochondria used per assay, microgram protein/ml

Fig. 3. Evaluation of mitochondrial uptake by HeLa («) and HUVEC (b) cell cultures by quantitative PCR analysis of cox2: I — nuclear fraction; 2 —

membrane-cytosolic fraction

amplified from the 2,3PL/GFP plasmid was used for
DNA import assay with mitochondria isolated from po-
tato tubers. The import (DNA taken at 25 ng/ml concen-
tration) was run in standard conditions (described in[1,
5]) for 40 min, followed by DNase treatment. After im-
port had been over, the mitochondria were incubated
with HeLa cells, time of incubation was 2 h. We analy-
zed the nuclear and membrane-cytosolic cell fractions
both for DNA delivery and stability. In later case, after
incubation with mitochondria, cells were washed and
subjected to further incubation for indicated periods of
time. The transfer of internal mitochondrial gene cox?2
to the membrane-cytosolic fraction was more effective
when the mitochondria concentration in assay was in-
creased.

Though the absolute amount of gfp in this cell frac-
tion was low, its relevant amount compared to control
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(background amplification) was at similar rate, 37-fold
increasing for cox2 and 23-fold — for gfp (Table 2). The
stability of the mitochondrial genetic material, both in-
ternal and exogenous, inside cells was however low and
tended to degrade with time (Table 2).

Fluorescently labeled DNA (10 ng, by Hoechst
33258) was also used for import into isolated potato mi-
tochondria with subsequent incubation of treated orga-
nelles with cultured cells. The protein concentration in
these assays was 1.8 mg/ml. As it was shown on Fig. 4
(see inset) some granular structures were observed in
cytosol. Cells with nuclei stained by Hoechst 33342
were used as a control (Fig. 4, see inset).

As a control for specific mitochondrial incorpora-
tion, cells were incubated with the maximal amount
(100 ng) of the labelled DNA. The DNA delivery into
cells mediated by mitochondria was 3-fold greater com-
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pared to mock-treatment of cells with the fluorescent
DNA alone (Fig. 4, see inset).

Conclusions. 1. Two methods could be used to ana-
lyse the efficiency of exogenous DNA uptake by cultu-
red cells via mitochondrial delivery — fluorescent label-
ling of DNA and quantitative PCR.

2. Potato tuber mitochondria uptake by human cul-
tured cells (HeLa, HUVEC, primary fibroblasts) was
shown by fluorescent labelling and microscopy visuali-
zation. Fluorescently labelled mitochondria incorpora-
tion by human cultured cells depends on time of cell’s
incubation with mitochondria (1-2 h) and on mitochond-
rial protein concentration (1,8-9 ug/ml).
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KuniTnHu n10AuHE B KyJIBTYpI 31aTHI IOTJIMHATH POCIHHHI

MITOXOH/Ipi1, HaBaHTaxeHI ek3oreHHor0 JJHK

Pestome

Mema. Buguenns modicnueocmi noenuHanus kiimunamu niniu Hela i
HUVEC i301608aHUX KIIMUHHUX MIiMOXOHOPIU, NONEPeOHbO HABAH-
maoicenux yysxcopionow JHK. Memoou. Bukopucmarno 06a memoouu-
HUXx nioxoou. ¢hnyopecyenmue mivenns mimoxouopii i/abo mm/[HK ma
kinokicnuu [1JIP-ananiz JJHK inkyboeanux 3 mimoxoHOpiamu Kii-
mun. Pesynemamu. Ilpooemoncmpogano, wo Kiimunu 1ioOuHu aiHil
HeLa i HUVEC 30amui noenunamu i301608aHi pOCAUHHI MiMOXOHOPII,
i yeil npoyec 3anedxcums i uacy inkyoayii i Konyenmpayii opeanen y
cepedosuuyi. Mimoxonopii, maxum 4uHoOM, MOXCYMb CIY2Y8AMU 8€K-
mopHolo cucmemoio 015 oocmasku wysxcopionoi JJHK y knimunu nio-
ounu. [{HK, sika mpancnopmyemucsi MimoxoHOpiami, po3nooiiaems-
cA 'y pi3HUX KAIMUuHHUX KomMnapmmenmax. Bucnoexku. Ompumani pe-
3ynbmamu  Marome nonepeonii xapakmep i 00380J710Mb NOYAmu ne-
PEBIPKY MONCAUBOCTT NOIUHAHHSL KILTMUHAMU THOOUHU MIMOXOHOPIU
MBAPUHHOLO NOXOOIUCEHHS (V MOMY YUCIL MIMOXOHOPI M0OUHU) Mma
CMBOPenHs 2eHeMUYHUX KOHCMPYKYIU, AKI MICMAMb CeNeKMUSHULL 2eH
i 3abe3neuyloms cmabinbhe NIOMPUMANHA MPAHCROPMOBAHOT MImMO-
xonopisamu exzoeennoi JJHK nicra noenunanns ix knimunamu.

Kntouosi crosa: knimunu 1o0unu 6 Kyiemypi, Haganmasiceni JJHK
MIMOXOHOPII, KCEHOMPAHCNIAHMAYIL.

E. C. Knumenxo, U. A. 3anopooicuenxo, B. A. Muneiixo,
E. C. Moposxun, M. B. Kynunuenxo, I1. I1. Jlakmuonos,
0. M. Koncmanmunos

Knerku yenoBeka B KyJIbType CIOCOOHBI TOTJIONIATH HATPYKEHHbBIE

sk3orenHoi JIHK pactutenbHble MUTOXOHAPUHI

Pesrome

Henv. Usyuenue 6o3modcnocmu nocnowjenus kiemxamu aunui Hela
u HUVEC u301upo8anusix pacmumenbHblX MUmMoxoHOpuil, npeosapu-
menbHo Hazpydicennvix uyxcepoonou [JHK. Memoowi. Hcnonvzosanui
08a MeMOOUUECKUX No0xXood. (ayopecyeHmnoe MmedeHue MumoxoHo-
putt w/unu mm/IHK u xonuuecmeennwiii I1L[P-ananuz JJHK unkyoupo-
BAHHBIX ¢ MUMoxoHOpuamu kiemox. Pesynemamur. [Ipodemoncmpu-
posaro, umo kiemru yenosexa nunuil HeLa u HUVEC cnocobwul no-
2n0Wams  U30IUPOBAHHBIE PACMUMENbHbIE MUMOXOHOPUU, U IMON
npoyecc 3a8Ucum om epemeHu UHKYOayuu u KOHYeHmpayuy opeaHei
6 cpede. Mumoxonopuu, maxum oopazom, MO2ym CIydlcums 6eKmop-
Hou cucmemotl s oocmasku uyscepoonou JHK 6 knemxu uenosexa.
Tpancnopmupyemas mumoxonopusamu JHK pacnpedensemcs é pas-
JUYHBIX KNeMOYHbIX KoMnapmmenmax. Bereoowt. [lonyuennvie pe3yno-
mamol uMerom npeosapumenbHulil Xapakmep u no360Jas10m nPucnmy-
numMs K nposepKe 603MOACHOCU NOLNOUWCHUS KIEMKAMU Yel08eKd MU-
MOXOHOPUTLL HCUBOMHO20 NPOUCXONHCOCHUS (8 MOM HUCTIe MUMOXOHO-
pull 4enosexka) u co30aHUIo0 2eHEeMUIecKUx KOHCMPYKYUll, 8KI04al0-
WUX CeNeKMUBHbLIL 2eH U 00eCneyusaouux cmaduibHoe noooepica-
HUe MPAHCROPMUPYEMOU MUMOXOHOpusimu dk302ennou JJHK nocne ux
noenowenus Kiemxamu.

Kniouesvie cnosa: knemku uenoseka 6 Kyibmype, HASPYICeHHble
JHK mumoxonopuu, kcenompancnianmayusl.
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