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Aim. Determination of the antioxidant activity (AOA) and superoxide dismutase (SOD) activity in transgenic
chicory plants carrying the human interferon a2b target and nptll or bar selective genes. Methods. AOA was
measured by a method based on the determination of kinetics of the reduced 2,6-dichlorophenolindophenol
oxidation. SOD activity was assayed using the system consisting of methionine, riboflavin, and nitroblue
tetrazolium. Results. Antioxidant activity of transformed plants extracts was more than 1,91-2,59 and 2,04-2,43
times over the activity of control non-transgenic plants (at nptll and bar gene presence respectively). SOD
activity was higher in transgenic plants than in the control, and was 2,03 + 0,46-3,33 + 0,54 U/g weight (nptl]
gene) and 2,25 + 0,46-2,68 + 0,08 U/g weight (bar gene). Conclusions. Transgenic C. intybus plants have
higher antioxidant and superoxide dismutase activity compared to non-transgenic plants. The increasing of
AOA and SOD activity is a response of plants to transformation stress factor and integration of foreign genes in

plant genome.
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Introduction. Genetic transformation is used to create
transgenic plants for scientific purpose (for instance,
investigation of gene functioning) and for obtaining
plants, synthesizing new substances. However, recen-
tly the safety issues of using plants with artificially
modified genome have become rather urgent [1, 2].
Physiological and biochemical properties of plants
may change after the transformation [3].

There are the data, testifying to the stress of the
transformation process, Agrobacterium-mediated, in
particular, for plants at each stage [4]: in vitro culti-
vation, injury, contact with microorganism, selection,
transfer of the foreign gene to the genome of plants,
synthesis of corresponding proteins, biological activity
of the protein. One of the reactions to the activity of
stress agents is known to be the activation of anti-
oxidant systems of plant protection, namely, the
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increase in the number of low-molecular antioxidants
and the activity of enzymes (superoxide dismutase
(SOD), catalase, peroxidase, etc.) [5, 6]. In particular,
reactive oxygen species are formed and accumulated at
the effect of drought, temperature stress, etc. which
leads to oxidative stress. These changes are accom-
panied by the increase in the activity of the antioxidant
system [5]. Taking the abovementioned into account it
would be interesting to investigate whether there are
any changes in the activity of the antioxidant system
and its components, induced by the transfer of the gene
(genes). The current work is aimed at determining the
antioxidant activity (AOA) and the activity of SOD of
transgenic C. intybus L. plants with human inter-
feron-a2b (ifn-a2b) gene and different selective npt/l
and bar genes.

Materials and Methods. The material for the in-
vestigation was transgenic C. intybus var. foliosum
Hegi plants with target ifi-a.2b gene and selective nptl]
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Fig. 1. The antioxidant activity of transgenic chicory plants with ifn-o.2b and nptlI (a) and ifn-a.2b-bar (b) genes
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Fig. 2. The activity of superoxide dismutase in transgenic chicory plants with ifn-o.2b and nptII (a) and ifn-a.2b-bar (b) genes

(four lines) and bar (three lines) genes, previously
obtained by us [9, 10]. Regenerant plants were cul-
tivated in Murashige and Skoog medium [11] with
twice decreased concentration of macroelements for 30
days. AOA of plants was determined by the method,
described in [12] with modifications, SOD activity — as
described in [13]. The experiment results were stati-
stically processed using variance analysis of single-
factor experiment.

Results and Discussion. AOA of the extracts of
transgenic chicory plants was considerably higher than
that of non-transformed plants (Fig. 1, a, b). For
instance, AOA of the extract of transgenic lines with
ifn- a2b—nptll genes was 17.15 £ 0.66-23.20 + 0.60
ml/l per one minute (control — 8.97 + 0.79), while that
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for extracts of plant lines with ifn-a2b—bar genes —
15.63+0.89—18.6 + 0.84 ml/l per one minute (control —
only 7.67 = 0.84). Disperse Ffratio (219.66 and 91.55
for plants with ifin-a2b—nptll and ifn- a2b—bar genes,
respectively) was considerably higher than the critical
point Fst (2.5 and 7.59, respectively, with 5 % signi-
ficance point). Therefore, the differences obtained are
statistically reliable at the level of reliable probability
P095‘

The activity of SOD extracts of all plants with
genes ifn-o.2b—nptll turned out to be higher compared
to the control, respectively, from 2.3 + 0.6 to 3.33 £
0.54 and 0.94 + 0.07 U/g of fresh weight (Fig. 2, a). At
the same time, the disperse ratio Ff was 0.89 which is
much less than Fist (5.99 with 5 % significance point).
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Therefore, the reliability of obtained differences in
SOD activity is not confirmed. Here the comparison of
factorial and residual dispersion testifies to the nece-
ssity of increasing the sample to confirm the reliability
of present differences.

The activity of SOD extracts from plants with bar
gene is 2.25 £ 0.46-2.68 + 0.08 U/g of wet weight
which is 2.17-2.58 times higher that the activity in the
control (Fig. 2, b). Disperse Ff ratio is 12.25 which is
much higher than Fist (7.59 at P,,). The differences in
SOD activity of transgenic and control plants are sta-
tistically reliable at the mentioned level of significance.
Thus, transgenic chicory plants differ from the control
by the increased level of the antioxidant activity and
SOD.

In vitro cultivation may be excluded from possible
reasons of changes in AOA and SOD activity in
transgenic chicory plants as both transgenic and control
plants were cultivated in vitro and they passed the
regeneration stage. The contact with bacteria and
selection are likely not to condition the variation in
AOA and SOD activity in transgenic plants as the
investigations were conducted two years after obtain-
ing them. The changes in AOA and SOD activity occur
in plants with genes npt/l and bar. The type of the
selective gene is not likely to cause any changes.

The analysis of obtained plants for the presence of
transgenes demonstrated that the transfer of both target
and selective genes occurred for all the investigated
lines. Thus, the increase in AOA and SOD activity by
transformed plants may be related to the presence of
foreign genes. The transcription of ifin-a2b gene was
revealed only in one line of plants with npt/l gene and
in all the plants with har gene. Therefore, there are no
reasons to state that the transcription of transgenes is
the reason of the increase in AOA and SOD activity in
transgenic plants.

The plants with the increased AOA level and SOD
activity are more resistant to oxidative damage, caused
by the effect of stress factors — drought, salinization,
etc. [14, 15]. Therefore, the obtained transgenic chicory
plants with high AOA level may be more resistant to the
effect of the mentioned stress factors and thus used in
biotechnology and selection.

Conclusions. Transgenic C. intybus plants are
remarkable for the increased activity of the antioxidant

system and the enzyme of superoxide dismutase
compared to the control non-transformed plants, which
may be the response of the plant organism to the effect
of transformation as a stress factor. The stress state of
transgenic chicory plants is probably related to the
transfer of foreign genes to the genome of plants.
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TTigBUIEHHS AaHTUOKCHIAHTHOI aKTUBHOCTI Ta aKTUBHOCTI
CYNEPOKCH/IMCMYTa3H y TPAHCTEHHUX POCIMHAX [IUKOPIiI0

Cichorium intybus L.
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Summary

Mema. Busnauenns awmuokcudawmuoi akmusenocmi (AOA) ma ax-
muenocmi cynepoxcuooucmymasu (CO/) y mpanceennux pociurax
yukopito 3 2eHom iHmepgepony-o2b moounu ma eenamu nptll i bar.
Memoou. AOA sumiprosanu memooom, 3aCHOBAHUM HA BUSHAYEHHI
KIHemuKu OKUCHEHHs 8i0HO61eHOI popmu 2,6-0uxnopdenonin-oogpe-
Hoasimy Hampiro, akmuenicms COJ — 3a iHmeHcusHicmio iH2iOy8aHHs
mempasonto 6rakumnozo ekcmpaxkmom pociut. Pesynomamu. AOA
eKCMpaKmie Mmpanc@opmosanux pociun nepesuiyyc aKmueHicno
xoumponvnux (nempanczennux) y 1,91-2,59 i 2,04-2,43 pasy (cenu
nptll i bar sionosiono). Axmuenicme COJ suasunracs euworo y
mparnceenHux pocaun i cmanogums 2,03 +0,46-3,33 + 0,54 (cen nptll)
i 2,25+0,46-2,68 0,08 (2en bar) ym. 00/2 cupoi macu. Bucnosku. Y
mpanceennux pocaun C. intybus cnocmepieacmocs niosuwena akmus-
nicmo anmuokcudanmuoi cucmemu i CO/, wo, 8ipoziono, € peakyiero
POCaun Ha 0ito mpancgopmayii sk cmpecosoeo paxmopa. Cmpecosuil
CMAaH MPAHC2eHHUX POCIUH YUKOPIIO MOodice Oymu noe s3anuil i3 ne-
PEHECEeHHAM UYICOPIOHUX 2eHiE8 00 2eHOMY POCIUMN.

Kniouosi cnosa: eenemuuna mpancgopmayis, Cichorium intybus,
AHMUOKCUOAHMHA AKMUBHICMb, AKMUBHICI CYNEPOKCUOOUCMYMA3U.

E. IO. Ksacko, H. A. Mameeesa

TloBbilieHuE aHTI/IOKCH,ElaHTHOﬁ AKTHUBHOCTH U AKTUBHOCTHU
CYNEPOKCUAAUCMYTA3bl y TPAHCTCHHBIX paCTeHI/Iﬁ LHUKOpUs

Cichorium intybus L.

IacTutyT KIiTHHHOT Gioorii Ta renernunoi imxenepii HAH Ykpainu

Byi. Akanemika 3abonorHoro, 148, Kui, Ykpaina, 03680

Summary

Lens. Onpedenenue anmuokcuoanmuou akmusnocmu (AOA) u akmug-
nocmu cynepoxcudoucmymasol (COZ) 6 mpanceennvix pacmenusix yu-
Kopusi ¢ 2eHom unmepgeporna a2b uenosexa u cenamu nptll u bar. Me-
moowvt. AOA usmepsnu memooom, OCHOBAHHBIM HA OnpedeseHUU KUHe-
MUKU OKUCTIEHUS. 60CCMAHOBTIEHHOU (Popmbl 2,6-0uxnopgenonunooge-
nonsama nampus; akmusnocms COL — no unmencusnocmu uneubupo-
8aHUsA MempPa30us 2011y0020 IKCmpaxkmom pacmenuil. Pezynomamet.
AOA skemparmos mpancopmuposanivix pacmenull Npesululaid aK-
MueHOCMb KOHMPOAbHEIX (Hempanczennvix) 6 1,91-2,59 u 2,04-2,43
pasza (eenvt nptll u bar coomeéemcmeenno). Axkmusnocms COJJ Ovina
sblule y mpanceenHvlx pacmenui u cocmaeaana 2,03 £ 0,46-3,33 +
+ 0,54 (cen nptll) u 2,25 + 0,46-2,68 + 0,08 (2en bar) yca. ed/e cvipoii
maccol. Boteoowt. Tpanceennvie pacmenus C. intybus umerom nogul-
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weHHyo akmusHocms anmuokcudanmuou cucmemvt u CO/, umo, se-
DOSIMHO, AGIAEMCsl peakyuell pacmeHull Ha mpaHchopmayuio Kax
cmpeccosbiii pakmop. Cmpeccogoe cocmosiHie mpaHceeHHbIX pacme-
HUL YUKOPUSL, O4EeBUOHO, CE513AHO C NEePEHEeCeHUEM YYHCEPOOHBIX 2EHO8
6 2eHOM pacmeHull.

Kniouesvie cnosa: cenemuueckas mpancgopmayus, Cichorium
intybus, aHmuoxcuoaHmHas akmueHoOCmMs, AKMUEHOCHb CYNEPOKCUO-
oucmMymasoi.
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