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ABSTRACT

Investigations were carried out with ten oriental tobaccos of the types: Basmak (MB-2, MB-3, MK-1, MS-8/1,
MS-9/3,YZ-7 and Dj-B-1), Prilep (P-23), Yaka (YV 125/3) and Djebel (Dj Ne 1), to study: height of the stalk with
inflorescence, number of the leaves per stalk, length of the middle belt leaves and dry mass yield per stalk. The
trial was set up in the Experimental field of Tobacco Institute—Prilep in 2013 and 2014, in randomized block design
with three replications, using traditional agricultural practices.

The aim of the investigation is to study some more important quantitative traits of tobacco vatieties from type
Basmak and to mace comparison with the popular varieties of Prilep, Yaka and Djebel types. This investigations
will give precise knowledge of the new type Basmak in Macedonia from morphological and agronomic aspects.
The highest stalk among the investigated genotypes was recorded in the standard variety YV 125/3, while the
highest number of leaves, length of the middle belt leaves and yield were measured in P-23. The highest stalk
among the Basmak varieties was recorded in YZ-7, while leaf number, length of the middle belt leaves and yield
were the highest in MS-9/3. All Basmak varieties are significantly higher than P-23 and Dj Ne 1 and lower than
YV 125/3. Compared to P-23, all Basmak varieties are characterized by significantly lower leaf number, while
highly significant differences in comparison with YV 125/3 were found in MB-2, MB-3, MK-1 and Dj-B-1. The
leaf of Basmak varieties is significantly shorter compared to that of P-23 and significantly longer compared to Dj
Ne 1. Basmak varieties have lower yield compared to P-23 and YV 125/3, but significantly higher compared to the
variety Dj Ne 1.

Keywords: tobacco (Nicotiana tabacum L.); types: Basmak, Prilep, Yaka and Djebel; quantitative traits.

KOMITAPATUBHU NUCIITUTYBAIbA HA HOBUTE COPTHU O/l TUITIOT BACMAK
CO IIOIIYJIAPHM COPTH O TUIIOBUTE ITPUJIEIL, JAKA U ITEBEJI

VcmutyBanu ce meceT OpHeHTAICKH copTé o TumoBmte: Oacmak (Mb-2, MB-3, MK-1, MC-8/1, MC-9/3, J3-7 u
[1-b-1), mpumen (I1-23), jaxa (JB 125/3) u eden (LI Ne 1), 3a BucHHa Ha CTPaKOT O COIBETHE, OPOjOT HA JHUCTOBH IO
CTpaK, JIOJDKMHA Ha JIMCTOBUTE OJI CPEIHUOT I0jac M MPHHOCOT Ha CyBa Maca 1o crpak. Omuror Oerle MOCTaBeH Ha
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eKCIIepUMEHTAIHOTO nojie pu Hayunuor mncTuTyT 32 TyTyH—IIpmien Bo 2013 u 2014 roauna, no ciiyyaeH OJ0K—
CHCTEM BO TpPH TIOBTOPYBakba, CO PUMEHA Ha BOOOMYACHN arpOTEXHUUYKH MEPKHU.

HeHTa Ha UCTpaKyBamara € Jia C€ Mpoy4vaT NOBaXXHUTC KBAHTUTATUBHU CBOjCTBa Ha TYTYHCKUTC COPTU O THUIIOT 6aCMaK
U J1a Ce HalpaBH CIopeda co MOIyNapHUTE COPTH O] TUIIOBUTE NPHJIETI, jaka U yjedelt. McnuryBamara ke 1ajiar TOYHH
CO3HaHHMja 32 HOBHOT THIT OacMak BO MakeoHHja 0] MOP(OJIOIIKH U arPOHOMCKH aCIICKT.

Co Hajronema BUCHHA Mel'y HCIIUTYBaHUTE T€HOTUIIOBH CE MCTaKHa craHnapaHara copra JB 125/3, noneka co Hajroiem
0poj Ha JIMCTOBH, HajrojieMa JODKMHA Ha JIMCTOBUTE OJl CPEIHMOT I10jac M HAjBUCOK mpuHOC ce m3asou [1-23. Co
HajrojieMa BHCHHA MEy COPTHTE OJ THIIOT OacMak ce okapakTepusupa J3-7, moieka co HajroyieM Opoj Ha JIMCTOBH,
HajrojyiemMa JIOJDKMHA Ha JIMCTOBUTE OJf CPEIAHHOT T10jac M HAajBUCOK MpUHOC ce ucrakHa MC-9/3. Cute copTu o1 TUIIOT
Oacmak ce curuuukanTHO noBucoku ox [1-23 u I1 Ne 1, u nonucku ox JB 125/3. Cniopenoeno co I1-23 cute coptu ox
THNOT OacMak MMaaT CUTHU(UKAHTHO OMall Opoj Ha JIMCTOBH, fojieKa criopendeHo co JB 125/3 noseke nucToBr MMaar
MB-2, MB-3, MK-1 u [1-B-1, a paznukure ce BucokocuraupukantHu. COpTUTE OJ] TUIOT OaCMaK UMAaT CUTHU(PUKAHTHO
HIOKPATKH JINCTOBHU criopeadeHo co onne Ha I1-23, a curanduxantao nogosru sucrosu ox L1 Ne 1. Bo onnoc na [1-23
u JB 125/3 coprute o THIIOT OacMak MMaar MOHU30K MPHHOC, a BO oHOC Ha [1 Ne 1 nMaar curHu(UKaHTHO MOBHUCOK
IIPUHOC.

Koayunu 36opoBu: TytyH (Nicotiana tabacum L.); TumoBu: 6acMak, mpuier, jaka 1 [ie0ei; KBAHTUTATHBHYU CBOjCTBA.

INTRODUCTION

Tobacco production in the Republic of Mace-
donia has a long tradition. It dates back to the
Ottoman Empire. The introduced varieties
had a long period of time for their adaptation,
due to which they are stabilized and adjusted
to the local conditions. Selection of new va-
rieties started in 1924, with founding of the
Tobacco Institute - Prilep. The newly created
varieties of the oriental tobacco types Prilep,
Yaka and Djebel and later of the semi-oriental
type Otlia were released in production in 1930
(Korubin-Aleksoska, 2004). The above to-
bacco varietal structure remained unchanged
until the large-leaf tobaccos Virginia and Bur-
ley were introduced in the mass production
in 1975 and 1981, respectively. However, in
2002 the production of Virginia, Burley and
Otlia tobaccos ceased, while the production of
oriental tobacco varieties has continued. Lat-
er, in 2005, several new varieties of the orien-
tal Basmak tobacco were included in regular
production, at a request of tobacco purchasing
companies founded with foreign capital. Bas-
mak tobacco was created from the type Yaka,
previously grown in large quantities in Greece.
The total world production of oriental tobacco
in 2006 reached 270,000 t, the greatest share
of which belonged to Turkey -130,000 t, Bul-
garia - 24720 t, Greece - 22 900 t (14,000 t
of which is Basma tobacco) and Macedonia
- 19640 t (mostly of the types Prilep - 12912

4

t and Yaka - 5054 t), (FAO, 2011). Today, the
Tobacco Institute in collaboration with oth-
er companies - participants in the project for
creation of new tobacco varieties has released
seven varieties such as Basmak, two of which
are already commercialized.

There are many studies related to Basma to-
bacco. The raw material of this type is highly
estimated by the purchasers. For this reason,
efforts have been made to expand and increase
its production. Nikolova, Drachev and Nikolov
(2005), in her studies of technological proper-
ties of some Basma tobacco varieties grown
in different regions of Bulgaria concluded that
the varieties grown in the regions where they
are traditionally produced have a significantly
better quality than the same varieties grown in
other regions. Drachev, Nikolova and Popova
(2006) made comparative trial with Bulgarian
varieties of the ecotype Basma and the Greek
variety Zihna, located in Djebelian tobacco
producing region. In their investigation on
the most important chemical parameters and
degustational indicators of tobacco raw qual-
ity they observed significant differences that
are the basis for a complex assessment of the
average quality and rank of the studied vari-
eties. Drachev, Nikolova and Nikolov (2007)
made a comparative trial in the Yaka tobacco
producing region to study the technological
properties of some domestic varieties of the
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oriental type Basma and Greek variety Zihna,
in accordance with the emerging needs for
changes in the varietal structure and placement
of tobacco raw in the world market. Analyses
were made using a qualitative index to esti-
mate the quality of oriental tobacco, by which
it was proved that the introduced varieties can
be produce in the above regions. Masheva,
Todorova and Dimanov (2009) studied the
gene effect in the inheritance of plant height,
leaf number per plant, leaf length and width
and the period from planting to flowering in
two hybrids obtained through interspecific hy-
bridization: Krumovgrad 988 x Basma Xanthi
101 and Harmanly 134 x Basma Xanthi 101.
The authors found additive and non-additive
genetic effect and gave directions for further
selection to obtain stable and uniform lines of
Basma tobacco.

Nikolov (2009) in the research conducted in
2006 compared the chemical and technolog-
ical traits of tobacco varieties Zihna and Ko-
motini of Greek origin introduced in Bulgar-
ia and the domestic variety Djebel K 81. He
found that the quality of Zihna was lower than
that of Djebel K 81 and the raw material ob-
tained from The Djebelian tobacco producing
region had a higher rank. Komotini and Zih-
na tobaccos grown in the region of Nevrokop
were characterized by higher uniformity. Gix-
hari and Sulovari (2010) made three-years
investigation (2007-2009) in two different
environmental areas in Albania to study the
inheritance of some major morphological and
biological quantitative traits of eight paren-
tal genotypes and their hybrids. They found
that the Greek variety Basma Xanthi had the

highest stalk of 123,2 cm, with 36.4 leaves per
stalk, 19,7 cm length and 12,1 cm width of the
middle belt leaves, 91.9 days from planting to
flowering and a yield of 259.6 kg/da. Dimanov
and Masheva (2011) studied the new variet-
ies of Basma tobacco selected in the Institute
of tobacco and tobacco products — Markovo:
Sekirka,, Djebel Basma 1, Djebel Basma 2,
Basma 13, Plovdiv 380, Ustina 54, Kozarsko
339 and Srednogorska Yaka) in order to pres-
ent the newly selected material. Darvishzade-
ha and Hatami Maleki (2011) made analysis
on the genetic variance of 100 Iranian oriental
and semi-oriental tobacco genotypes of local
and foreign origin for the quantitative traits:
days to 50% flowering, dry mass yield and
leaf number per plant. The studied genotypes
included varieties of tobacco types Samsoun,
Izmir, Basma, Krumovgrad and Nevrokop,
which can be grown in tobacco producing re-
gions of Iran and in accordance with the needs
of the world market. Kichukov (2012) report-
ed that over 300 000 decares in Bulgaria are
grown with oriental tobacco and that Basma
varieties are grown in the most poorly produc-
tive regions. These are also the lowest-yield-
ing varieties with about 120 kg/da and with
the highest purchase price. The most suitable
regions for growing Basma tobaccos are Goce
Delchev, Haskovo and Kardzhali.

The subject of our investigation were some
major morphological and agronomic traits of
Basmak tobacco varieties selected in Tobac-
co Institute-Prilep and their comparison with
known varieties of Prilep, Yaka and Djebel
tobacco.

MATERIAL AND METHODS

These investigations include two-year study
(2013 and 2014) on height of the stalk with inflo-
rescence, number of the leaves per stalk, length
of the middle belt leaves and dry mass yield per
stalk. in seven varieties of the type Basmak:
Basmak (MB-2 - Fig.1, MB-3 — Fig.2, MK-1 —
Fig.3, MS-8 / 1 — Fig.4, MS-9 / 3 — Fig.5, YZ-7
— Fig.6 and Dj-B-1 — Fig.7), and one variety of

the types: Prilep (P-23 — Fig.8), Yaka (YV 125/3
—Fig.9 and Djebel (Dj Ne 1 — Fig.10) for com-
parison. The trial was set up in the Experimental
field of Tobacco Institute—Prilep, in randomized
block design with three replications, using tradi-
tional agricultural practices. Investigations were
performed at the stage of full flowering of to-
bacco, by standard methods.
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Fig. 5. MS-9/3 Fig. 6. YZ-7
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Fig. 9. JV 125/3

During tobacco vegetation in field (May -
September) in 2013, mean monthly tempera-
ture was 19,40C, number of rainy days 34
and total precipitation amount 153 mm. In

Fig. 10. Dj Ne 1

the same period in 2014 mean monthly tem-
perature was 18,30C, number of rainy days
33 and total precipitation amount 223 mm.

RESULTS AND DISCUSSION

Popular varieties of the type Basma are
ranked in the high-quality group of oriental
aromatic tobaccos. Introduction and spread
of Basma varieties in the Balkans require
thorough quantitative and qualitative anal-
ysis of their adaptation to the conditions of
the new areas of breeding. The name of this

tobacco in Macedonia is Basmak and it con-
sists of the newly created varieties MB-2,
MB-3, MK-1, MK-2, MS-8/1, MS-9/3 and
YZ-7, owned by Tobacco Institute-Prilep and
tobacco companies — participants in the se-
lection project. Since the variety MK-2 was
no longer uniform, Bulgarian variety Dj -B1



Tyryn/Tobacco,Vol. 65, N°7-12, 3-9, 2015

was included in the trial. Results of investiga-
tion on the new varieties of Basmak tobacco
are presented in this paper and comparison is
made with standard varieties of other tobacco
types traditionally grown in R. Macedonia.

The highest stalk with inflorescence was ob-
served in the standard variety of Yaka tobacco

YV 125/3 (x=123,5 cm). Among the Basmak
varieties, YZ-7 is the highest (x=118 cm) and

MK-1 is the lowest (X = 89 cm). In relation to
this trait, all Basmak varieties are significant-
ly higher than P-23 and Dj Ne 1 and signifi-
cantly lower than YV 125/3 (Table 1).

The highest number of leaves per stalk in the
investigated genotypes was recorded in P-23 (

x=54), while in Basmak varieties the highest

leaf number was found in MS-9/3 (x=43.6).
The lowest leaf number was recorded in MK-1
(x=28.1) and Dj-B-1 (x=28.25). Compared to
P-23, all varieties of Basmak tobacco have
significantly lower leaf number. Compared to
YV 125/3, highly significant differences were
observed in MB-2, MB-3, MK-1 and Dj-B-
1, i.e. these varieties have significantly higher
number of leaves per stalk (Table 1).

The longest middle belt leaf among the in-

vestigated genotypes was recorded in P-23 (

x=24,33 cm) and the shortest in Dj Ne 1 (x
=18,52 cm). The longest leaf among Basmak

tobaccos was measured in MS-9/3 (x=22,65

cm) and the shortest in MB-2 (x=20,35 cm).
The length of the middle belt leaf in Basmak
varieties is significantly lower compared to
P-23 and significantly higher compared to
Dj Ne 1. Compared to YV 125/3 no highly
significant differences were observed, but in
MB-2, MK-1 and MS-9/3 a difference at 5%
level of significance was estimated (Table 1).
The highest yield among the investigated

genotypes was achieved in P-23 (X= 2558,5

kg/ha) and the lowest in Dj Ne 1 (x=999,5 kg/
ha). The highest yield among Basmak tobac-
cos was recorded in MS-9/3 (x=2397,5 kg/
ha) and the lowest in Dj-B-1 (x=1345,5 kg/
ha). Compared to P-23, all varieties of Bas-
mak tobacco have significantly lower yields.
Compared to YV 125/3 lower yield was ob-
served in all the varieties except for MS-9/3,
the yield of which was similar to that of the
standard variety. All of the investigated vari-
eties showed significantly higher yields com-
pared to Dj Ne 1 (Table 1).

Table 1. Quantitative traits in tobacco varieties from types Basmak, Prilep, Yaka and Djebel

Quantitative traits

Tobacco H§ight of the stalk Number of leaves .Length of the ‘
varieties with inflorescence per stalk middle belt leaves  Dry mass yield
(cm) (cm) per stalk (g)

2013 2014 2013 2014 2013 2014 2013 2014

1. Basmak — MB-2 93 94 29,5 30 19,95 20,76 1486 1507

2. Basmak — MB-3 98 97 33 34 21,22 21,35 1533 1652

3. Basmak — MK-1 88 90 27,7 28,5 20,73 20,56 1528 1581

4. Basmak — MS-8/1 105 110 41,5 42,8 21,95 22,35 2184 2282

5. Basmak — MS-9/3 111 115 43 442 22.24 23,06 2360 2435

6. Basmak — UZ-7 116 120 41 40,4 21,88 22,30 2105 2124

7. Djebel-Basma-1 — DJ-B-1 95 97 28,5 28 21,13 21,02 1299 1392

8. Prilep — P-23 68 68 53 55 24,59 24,07 2550 2567

9. Yaka—-YV 125/3 122 125 41,7 42,6 21,57 21,77 2382 2465

10. Djebel — Dj Ne 1 79 80 28 29,8 18,45 18,59 994 1005
LSD 0,05 4,37 4,17 1,82 1,55 1,08 0,93 147,90 136,32
0,01 7,72 7,51 3,28 2,80 1,95 1,68 266,21 245,39
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CONCLUSIONS

The highest stalk among the Basmak tobac-
co varieties was recorded in YZ-7, while
the highest leaf number, leaf length and
yield were measured in MS-9/3. The low-
est stalk height was recorded in MK-1 and
the lowest leaf number in MK-1 and Dj Ne
1. Variety MB-2 was characterized by the
lowest length of the middle belt leaf and Dj-
B-1 variety by the lowest yield.

All varieties of Basmak tobacco were sig-
nificantly higher compared to P-23 and Dj
Ne 1, but significantly shorter than YV 125/3.

Significantly higher leaf number compared
to YV 125/3 was counted in MB-2, MB-3,
MK-1 and Dj-B-1, but the number of leaves
in all varieties was significantly lower com-
pared to P-23. All the varieties had signifi-
cantly shorter leaves compared to P-23 and
significantly longer leaves compared to Dj
Ne 1. The yield of the investigated varieties
was significantly lower compared to P-23
and YV 125/3 and significantly higher com-
pared to Dj Ne 1.
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ABSTRACT

Investigations were made on the influence of phenotypic divergence among genotypes of Burley tobacco on the
heterosis appearance for yield in the F1 generation. Four varieties originate from Austria, three from Serbia and
three from the USA. Simple crossing gave thirteen hybrid combinations, among which six showed significant
higher yields. Average yield of F1 hybrids was higher from parental mean value for 34,2%. The effect of heterosis
for yield was expressed in four F1 hybrids. The heterosis values compared to the parental mean value, ranged
from 50,5% to 79,5% and in comparison to the better parent from 47,1% to 72,7%. The highest heterosis values
comapred to the parental mena value (79,5%) and to the better parent (72,7%) were in the combination Bols 347 x
TN 90. Results of the conducted studies showed that Burley varieties that were selected in different periods (using
different parents), for various growing conditions, expressed divergence which contributed to the manifestation of
the heterosis in some F1 hybrids.

Key words: Burley, phenotypic divergence, heterosis, yield, tobacco.

BJIMJAHUE HA ®PEHOTUIICKATA IMBEPTEHTHOCT HA POJAUTEJIMTE BP3
ITOJABATA HA XETEPO3UC KAJ TYTYHOT

HcnuryBaHo e BIujaHueTo Ha (PEHOTHUIICKATA IMBEPTCHTHOCT Ha HEKOM T'€HOTHUIIOBU TYTYH OJf TUIIOT Oepiiej Bp3
rojasara Ha xereposuc Bo F1 renepanujara. Uetupu coptu 6ea co norekiio ox ABcrpuja, Tpu ox CpOuja u Tpu o
CA/l. ComipocTo BKpCTYyBame J00MEHH ce TpUHAeCeT XMOPHIHI KOMOMHAIMH, OJ] KOU [IIECT CE NCTAKHAA CO ITOBHCOK
npuHoc. [Ipoceunnor npunoc Ha F1 xubpunure e 3a 34,2% MOBHUCOK 01 IPOCEKOT HA POAUTEIUTE. XETEPOTHICH
edeKxT 3a MpuHOCOT ¢ 3abenexaH kaj F1 xubpuante. Bpeanocture Ha XeTepo3ucoT BO OHOC HA POJUTEIICKUOT
mpocek ce aBmkar ox 50.5 no 79.5%, a Bo omHOC Ha ogoOpuoT pomuten 47,1 mo 72,7%. Hajronemu BpegHOCTH
Ha XETEPO3UCOT BO OJHOC Ha POTUTEICKHOT pocek (79,5%) u momodpuot pomuren (72,7%) ce 3abenexanu Kaj
rxomOuHanmjara Bols 347 x TN 90. Pesynrarure ox ucnuTyBamara IOKakaa Jieka OepiejCKUTe COPTH, LITO ce

10
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CEJIEKLIMOHMPAHU BO PA3IMYHU MEPUOIH (CO KOPUCTEHE HA PA3IUUYHU POAUTENN) U ONINIEAYBaHHU BO Pa3IM4HU
YCJIOBH, IIOKa)Kaa JJMBEPIeHTHOCT KOjallTo MPUI0HECE 3a [ojaBara Ha XeTepo3uc kaj Hekou F1 xubpuan.

Kayunu 360poBu: 6epiiej, TyTyH, pEHOTHIICKA JIMBEPIEHTHOCT, XETEPO3HC, TPUHOC

INTRODUCTION

The term heterosis was introduced by
Shull in 1914, while interpreting the ben-
efits of F1 generation in increasing vigor
at crossing genetically divergent parental
gametes (Shull,1952.). The maximum pa-
rental divergence does not always produce
the highest heterosis, but it increases to a
certain degree in proportion to parental di-
vergence, and afterwards decreases along
with further divergence increasement (Moll
et al.,1965). Numerous hypothesis on het-
erosis have been developed. However, the
genetic mechanisms of heterosis occurance
are mostly unknown. The problem of het-
erosis manifestation in tobacco have been
studied by many researchers (Kostoff,
1941., Bolsunov, 1954., 1971., Kosmo-

MATERIAL AND

Previous studies of phenotypic divergence
in Burley tobacco genotypes were used in
selection of parental pairs for crossing. Ear-
lier comparisons of variety distribution on
dendogram showed that Bols 334, Poseidon,
TN 86, TN 90 and SA 130 have relatively
higher yield in relation to the other studied
varieties (Drazi¢ and Prodanovi¢, 2001).
Four varieties (Poseidon, Bols 334, Bols
347, Hy 71-442) originate from Austria,
three from Serbia - Berlej 6, Berlej] MR-1,
Berlej T and three from the USA - SA 130,
TN 90, TN 86 (Table 1). Obtained dendo-
grams were also used for planning hybrid-
ization. Crossing was carried out among
several divergent genotypes. This proce-
dure eliminated the number of unnecessary
crossings among similar varieties, e.g. do-
mestic and Austrian varieties (Drazi¢ and
Prodanovi¢ 2001., Drazi¢ and Prvulovié,
2008). Simple crossing gave thirteen hybrid
combinations. The two-year study analyzed

demjanski, 1966., Chaplin,1966., Matzing-
er and Wernsman,1968., Povilaitis,1971.,
Mather and Jinks, 1982., Naumoski, 1982.,
Bogdanceski, 1984., Drazi¢, 1987., 1997.,
Korubin - Aleksoska Ana, 2008., Patel et
al. 2012., and others). It was concluded that
heterosis can be expressed in different prop-
erties, such as resistance, early maturity or
some other, that are hardly transmitted in a
homozygous state, which can be an effec-
tive way for their improvement. Also, it is
noted that hybrids are more tolerant to cli-
mate changes (Drazi¢, 1997). Starting point
in our studies is the hypothesis that in the
hybrids obtained by crossing, the divergent
parents will be superior.

METHODS

ten parents and thirteen F1 hybrids. Studies
were performed on chernozem soil in Stara
Pazova, located about 35 km northwest of
Belgrade. Planting was done in the third
week of May at 80x50 cm spacing (25000
plants/ha). The main plot size was 12 m?.
During the study, we observed the values
of parents and F1 generation for yield of
dry leaves (g/plant). The following biomet-
ric parameters were calculated: mean val-
ue, variance and coefficient of variation.
Results were analyzed using the method
of variance analysis. Assessment of signi-
fiance of yield changes was done by LSD
test. Heterotic effect was calculated ac-
cording to Jinks (1954). Heterosis (H1) in
relation to parental mean value (MP) was

calculated using the following formula:
P, +P,
H,=F,—MP, MP= —

. F,—MP
SE (Hy)=4/variance Hy; t-test: t=

SE(ny)

11
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Heterosis (H2) in relation to the better parent
(BP ) was calculated according to the formula:

H,=F,—-BP, SE uy)=,/variance H, ;

F,-BP
SE(n,)

t-test =

RESULTS AND DISCUSSION

Mean value of parental yield was 91,7g,
and that of hybrids 123,1 g/plant. In ab-
solute amount, this difference was 31,4 g,
which represents 34,2 % increase in favor
of F1 hybrids. In their study of the heterosis
occurence in oriental tobacco varieties, Ma-
rani and Sachs (1966) noted that F1 hybrids
had yield increase of 21% compared to pa-
rental average.

Investigated parental genotypes differed in

The hybrids had higher yields in compar-
ison to the parents. These values ranged
from 83,0 g (Berlej MR-1 x SA 130) to
166,1g (Bols 334 x TN 86). Beside com-
bination Bols 334 x TN 86, several other
F1 hybrids expressed significant yield in-
crease: Bols 347 x TN 90, Berlej 6 x SA
130, Berlej 6 x TN 90, Poseidon x TN 90
and Poseidon x TN 86. Values for variance
and yield variations in F1 hybrids varied
and were generally higher in relation to the
parents. Yield variations in parents and F1
hybrids are mainly caused by the environ-
mental factors (Table 2).

In this paper we used results from earlier
studies of Burley varieties (SA 130, TN 86,
TN 90) that showed significant heredity,
which indicates that yield was highly under
genetic control. The obtained values had an
impact on their involvement in this study
(Drazi¢, 1999). Identification of favorable
alleles’ donor lines for improving the num-

the amount of leaf yield per plant. Variety
Berlej T (71,7 g) had the lowest yield, while
variety TN 86 (124,3 g) showed the highest
variation. Even though it had the highest
yield, this variety did not give significant
heterosis in any crossing combination. Be-
side TN 86 (Miller, 1987), other varieties
that showed higher yields were: Berlej MR-
1, Hy 71-442, Berlej 6 and Bols 347 (Table

D).

ber of leaves, leaf area and yield also con-
firmed that genotypes SA 130, Bols 334 and
TN 90 may be used as a potential donors for
these properties (Drazi¢ et. al., 2010).

In F1 generation four hybrid combinations
expressed positive heterosis which was
higher by 50% compared to the parental
mean value (Poseidon x TN 90, Berlej 6 x
SA 130, Berlej 6 x TN 90, Bols 347 x TN
90). In comparison to the better parent, the
heterosis effect in these hybrids also showed
positive values. Crossing combination Bols
347 x TN 90 had the highest positive value.
Yield increase was very significant, both in
relation to parental mean value (79,5%) and
to the better parent (72,7%), (Table 3.).
Matzinger and Wernsman (1968) stated that
yield of hybrids in F1 generation between
flue-cured and oriental tobacco variety was
55-22% higher than parental mean value.
However, in several cases, hybrids did not
have higher yield than the better parent.

Table 1. Mean values and variability indicators for yield per plant (g)

No Parents X S2 (6\Y Rank
Poseidon 84,3 104,45 12,1 6
) Bols 334 81,3 4,71 2,7 8
3. Bols 347 87,1* 37,10 7,0 5

12
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4. Hy 71-442 93,7** 106,10 11,0 3
5. Berlej 6 88,5% 113,43 12,0
6. Berlej MR-1 104,3%** 81,72 8,7 2
7. Berlej T 71,7 18,50 6,0 10
8. SA 130 83,0 113,42 12,8
9. TN 90 80,6 20,90 4,6
10. TN 86 124,3%* 396,00 15,4

Average : 91,7 - - -

* **significant at 0.05 and 0.01 probability level

Table 2. Mean values and variability hybrids for yield per plant (g)

No F1 hybrids X S2 CV Rank
1.  Poseidon x SA 130 114,0 548,60 19,0 8
2. Poseidon x TN 90 124,1* 85,38 7,5 5
3. Poseidon x TN 86 120,0* 778,40 23,3 6
4.  Bols334x TN 86 166,1%* 804,30 17,1 1
5. Bols 334 x TN 90 109,6 618,50 22,7 10
6.  Bols 347 x TN 90 150,4%* 56,55 5,0 2
7.  Bols 347 x Berlej T 99,8 121,00 11,0 11
8. Hy 71-442 x TN 90 95,7 44,90 7,0 12
9.  Berlej 6 x SA 130 143,0%* 226,20 10,5 3
10.  Berlej 6 x TN 90 142,6%* 478,30 15,3
11.  Berlej 6 x TN 86 114,8 147,14 10,6 7
12.  Berlej MR-1 x SA 130 83,0 76,91 11,0 13
13.  Berlej MR-1 x TN 90 113,2 81,72 8,0 9

Average: 123,1 - - -

* **gignificant at 0.05 and 0.01 probability level

Table 3. Percentage of heterosis for yield per plant

No F1 hybrids Heterosis
MP BP

1. Poseidon x SA 130 36,3 -
2. Poseidon x TN 90 50,5%* 47,1%
3. Poseidon x TN 86 24,0 -
4.  Bols 334 x TN 86 29,0 -
5. Bols 334 x TN 90 23,5 -
6.  Bols 347 x TN 90 79,5%* 72,7%*
7. Bols 347 x Berlej T 17,0 -

8.  Hy71-442 x TN 90 9,8 -
9.  Berlej6 x SA130 67,0%* 62,0*
10.  Berlej 6 x TN 90 68,7* 61,1*
11.  Berlej 6 x TN 86 56,1 -
12.  Berlej MR-1 x SA 130 17,0 -
13.  Berlej MR-1 x TN 90 22,4 -

*, **significant at 0.05 and 0.01 probability level
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CONCLUSION

The average yield of F1 hybrids was higher
from parental mean value for 31,4 grams or
34,2%. Six of the thirteen studied hybrids
had significantly higher yields. The analysis
of heterosis based on the yield amount in
parents and their hybrids showed occurence
of heterosis in four hybrids. Combination
Bols 347 x TN90 expressed highly signif-
icant heterosis in relation to both parental
mean value (79,5%) and the better parent

(72,7%), while other three hybrids also
showed statistically significant variable
values. Results of the conducted studies
showed that Burley varieties that were se-
lected in different periods (using different
parents), for various growing conditions,
expressed divergence which contributed to
the manifestation of heterosis in some F1
hybrids.
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ABSTRACT

Three-year investigations (2009 — 2011) were conducted with four oriental tobacco varieties, including the Yaka
variety YK-7/4 as a check and three varieties of Basmak tobacco - MK-1, MB-2 and MB-3. The investigated va-
rieties are characterized by a short growing season. This characteristic is in good correlation with climate changes
in recent years and it allows timely harvesting and curing of tobacco. In the world and in our country, one of the
priority issues for obtaining higher yields is to produce healthy tobacco. The most common field diseases in our
country are Tobacco mosaic virus (TMV), Potato virus Y (PVY) and fungal disease Phytophthora parasitica var.
nicotianae (black shank).

Taking into account that tobacco diseases cause major economic damage to tobacco, analyses were made on health
status of the tested varieties during the three years of investigation. The obtained results show higher resistance
of the varieties MK-1 and MB-2 to Tobacco mosaic virus (TMV), MK-1 and MB-3 to Potato virus Y (PVY) and
MB-2 and MB-3 to Phytophthora parasitica var. nicotianae. These results can contribute to the variety selection
in breeding this type of tobacco.

Keywords: tobacco, variety, Basmak, viruses, diseases

MOBEKEI'OJMIITHO HAB/bYTYBAIGE HA 3IPABCTBEHATA COCTOJEA HA
OPUEHTAJICKHX COPTH O TUIIOT BACMAK

Bo tpuromumauTe nermutyBama ( 2009 - 2011 romuHa) Oea BKIIyYEHH YETHPU OPHUCHTAICKHA COPTH Of KOU KaKO
craHnapn oemre 3emeHa coprara JK-7/4 ox tumot Jaka, a octanarure Tpu coptu 6ea ox tunot bacmak (MK-1, Mb-2
n MB-3). HaBenenure coptu ce co KpaTka BereTalmja, IITo € TIOBOJIHA KapaKTEPUCTHKA CO OIVIe]] HA HACTaHATHTE
KIIMMaTCKH IIPOMEHH HOCJICHUBE TOJMHU U UCTaTa UM OBO3MOXKYBa Ha IPOM3BOIUTEINTE HABPEMEHO Oepeme U
CyIIeHe Ha TYTyHOT. Bo mes cBeT, 1ma u Kaj Hac, €IeH Of NMIPUOPUTETHUTE MPOOJIEMH 3a JOOMBamkEe HA ITOTOJIEM
MIPUHOC € Ja mMame 31paB TyTyH. Kaj Hac Mel'y HajupucyTHHTE OOJECTH BO IOJie ce jaByBaar lTobacco mosaic
virus (TMV), Potato virus Y (PVY) u rabroro 3a6omyBame Phytophthora parasitica var. nicotianae ( pHHIKa).
Mmajknro npeBuITOa TO O0JIECTUTE HA TYTYHOT HAHECYyBaaT TOJIEMH €EKOHOMCKH ILITETH BO TY TYHOIIPOM3BOJICTBOTO,
CH IIOCTAaBMBME 3a L1eJ1 /1a ja IPOy4nMe 3APaBCTBEHATa COCTOj0a HA HICIIUTYBAaHUTE COPTH BO TEKOT HA TPUTE PEKOJITH.
JlobmeHnTe pe3yaTaTtu oIl HCITUTYBamaTa MOKaKyBaaT moroyiema ormopHocT Ha coptute MK-1 u MbB-2 ko To-
bacco mosaic virus (TMV), moromema ormoproct #Ha MK-1 u MB-3 kon Potato virus Y (PVY) u Ha Mb-2 u MB-3
xoH Phytophthora parasitica var. nicotianae Haj KOHTpoJIHaTa copTra BO onuTOT. OBHE PE3yNnTaTh MOXXaT MHOTY
Jla TIpUAoOHecaT Mpy U300pOT HA cOpTa O CTpaHa HA MPOM3BOJUTEINOT, OWAEjKN BIIEBaaT M3BECHA rapaHIyja U
CUT'YPHOCT 3a yCIICIIICH IPOU3BOJICH IIMKIIYC HA OBOj THUH TYTYH.

Kayunu 300poBu: TyTyH, copTa, 6acmak, BUpyCH, O0IecTH.
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INTRODUCTION

During its life cycle, tobacco is often at-
tacked by different pathogenic fungi, bac-
teria and viral infections. In the world and
in our country, high attention is paid to cre-
ation of varieties that will be more or less
resistant to various diseases. The efforts to
reduce the occurrence of diseases, besides
the use of chemical products, include var-
ious measures such as crop rotation, ade-
quate soil treatment, advanced agro-tech-
niques, proper fertilization and irrigation.
Mickovski (1984), reported that Allard first
isolated TMV in 1914 and described it as
easily transmited and harmful virus which
can reduce the yield up to 30%. Leaves in-
fected with TMV are greener, often with
visible deformities, hardly to moisten, easy
to break, with higher protein content. They
have a negative effect on the taste of orien-
tal tobaccos.

Mickovski (1984), reported that the infec-
tion of tobacco plants caused by PVY oc-

curs in two forms: simple and necrotic. This
virus is spread throughout the world. The
infection occurs in early spring, significant-
ly reducing the quality and yield of tobacco.
Symptoms vary depending on the plant host
and strains of the virus. It begins with mild
mosaic on leaf surface, leading to discolor-
ation between the veins and leaf deforma-
tion, which eventually ends in death of the
plant.

According to Mickovski (1984), black
shank is widely spread disease, especially
in the US. It attacks the stem and root of
the plant. The causing agent of the disease
is the pathogen P. parasitica var.
nicotianae (Van Breda de Haan, 1896 and
Tucker, 1931). Symptoms vary depending
on climatic conditions and the stage of plant
development. The infected plants are wilt-
ing and, later, the above-ground part of the
stem turns dark brown.

MATERIAL AND METHODS

Three-year field trials were performed in
Tobacco Institute - Prilep (2009, 2010,
2011) to study the health status of the vari-
ety YK 7-4/2 (standard ) and three Basmak
varieties - (MK-1, MB-2 and MB-3).
Seedling was produced in traditional way,
with polyethylene covered seedbeds in To-
bacco Institute - Prilep. 5 g/10 m? first-class
seed material was used in the trial and all
necessary agro-technical measures were
applied (watering, fertilization and protec-
tion) in order to obtain healthy and well-de-
veloped seedlings.

Soil preparation before tobacco transplant-
ing consisted of one autumn and two spring
ploughings. Fertilization was done with
300 kg/ha NPK (8:22:20) and tobacco was

transplanted on 2.6.2009, 7.6.2010 and
11.6.2011. Investigations were performed
in randomized block design with 5 replica-
tions at 45 x 12 cm spacing between plants
on previously prepared soil. The area of the
main plot was 9 m* and the useful area was
6,16 m?.

Each plot consisted of 5 rows, 3 of which
were used for observation and 2 as pro-
tective zone. The number of plants in the
row was 42 (38 stalks were harvested and
4 served as protective zone). Number of
plants in the plot (3 rows) was 126 and
number of plants for calculation was 114
(3 rows). Monitoring of the health status of
plants was done at 100% flowering stage.

RESULTS AND DISCUSSION

During the three-year trials, appropriate pro-
tective measures were applied in seedbeds

and field. Health inspection in the stage of
100% flowering revealed the existence of
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the viral diseases TMV and PVY and fungal
disease black shank. The infection of tobacco
stalks differed depending on the resistance of
the variety, distribution and amount of pre-
cipitation, air temperature and other factors.
Data in Table 1 and Figure 1 show that the
average percentage of TMV ranged from
1.12% (2009) in the check variety YK 7-4/2
to 0.18% (2009) in varieties MK-1 and MB-
2. The average percentage of infection in
the investigated period of three years ranged
from 0.77% in the check YK 7-4/2 to 0.26 in
variety MK-1.

According to Miceska et al. (2003), viral
infection with TMV slows down the growth
of tobacco plant regardless of the stage of
development. It reduces the height of the

plant with inflorescence by 1 — 6 cm and leaf
number by 1-5 leaves. The conclusion of oth-
er researchers and our own is that attention
should be paid to the creation of resistant va-
rieties and to the use of appropriate preven-
tive agro-technical measures. Acording to
Dimitrieski et al. (2012), chemicals should be
used carefully and properly as a preventive
measure in production of resistant varieties.
In the control of TMYV, Taskoski et al. (2006),
recommended application of phytosanitary
measures, use of the same seed without plant
residues, use of healthy seedlings for trans-
planting, crop rotation, harvest of healthy
plants first and then of the infected ones,
by which secondary infections would be re-
duced.

Table 1. Percentage of TMYV infected plants in the period 2009-2011

. Year Number of ob- TMYV infected Average Difference
Variety served plants plants % 2009 /2011
Absolute Relative
YK 7-4/2 E 2009 535 1.12 0.77 / 100.00
2010 522 0.19
2011 505 0.99
MK-1 2009 550 0.18 0.26 -0.51 33.77
2010 536 0.19
2011 500 0.40
MB-2 2009 543 0.18 0.44 -0.33 57.14
2010 543 0.74
2011 505 0.39
MB-3 2009 525 0.57 0.64 -1.13 83.11
2010 524 0.94
2011 495 0.40

Percentage of PVY infected plants (Table 2, Figure 1) is significantly lower than that of TMV and
ranges from 0.40% in the check variety YK 7-4/2 (2011) to 0.18% in varieties MK-1 (2009) and
MB-2 (2010). The average percentage of PVY infection ranges from 0.21% in the check variety
YK 7-4/2 to 0.07% in variety MK-3. Therefrom it can be stated that the highest tolerance to PVY
was recorded in the variety MB-3 and the lowest in the check variety YK 7-4/2. According to

the registered percentage of infection, varieties MK-1, MB-2 and MB-3 have higher tolerance to
TMV and PVY compared to the standard variety.

Mickoski (1984), stated that PVY can be easily transmitted mechanically by inoculation with
infected juice, but natural infection is most often carried out by aphids. Therefore, attention should
be paid to remove weeds that host the vector and to avoid tobacco producing in the vicinity of

other plants such as potatoes, peppers and tomatoes.
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Table 2. Percentage of PVY infected plants in the period 2009-2011

Number of ob-

PVY infected

Average

Variety Year served plants plants % 2009 /2011 Difference
Absolute Relative
YK 7-42 &£ 2009 535 / 0.21 / 100.00
2010 522 /
2011 505 0.40
MK-1 2009 550 0.18 0.13 -0.08 61.90
2010 536 /
2011 500 0.20
MB-2 2009 543 / 0.19 -0.02 90.48
2010 543 0.18
2011 505 0.39
MB-3 2009 525 / 0.07 -0.14 33.33
2010 524 /
2011 495 0.20

Table 3. Percentage of plants infected with Phytophthora parasitica var. nicotianae (black shank) in the
period 2009 -2011

Number of Plant.s infect- Average Difference
Variety Year observed plants ed with black 2009 /2011
shank %
Absolute Relative
YK 7-42 &£ 2009 535 / 1.32 / 100.00
2010 522 /
2011 505 3.96
MK-1 2009 550 / 1.00 -0.32 75.75
2010 536 /
2011 500 3.00
MB-2 2009 543 / 0.99 -9.52 75.00
2010 543 /
2011 505 2.97
MB-3 2009 525 / 0.61 071 46.21
2010 524 /
2011 495 1.82

Table 3 shows that P. parasitica var. nico-
tianae was registered only in 2011. The
presence of the disease can be associated
with the occurrence of heavy precipitations
at the end of seedlings production and the
beginning of field production. The highest
percentage of black shank was observed

in the standard variety YK 7-4/2 (3.96%)
and the lowest percentage was recorded
in MB-3 variety (1.82%), which indicates
that it has higher resistance to the disease.
The three-year average ranged from 1.32%
infection in the check variety YK 7-4/2 to
0.61% in MB-3 (Figure 1). General con-
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clusion is that the newly created varieties,
especially MB -3, show higher tolerance to
P. parasitica var. nicotianae, but it can be
also stated that the percentage of infection
in other varieties of the trial did not achieve
alarming proportions.

Taskoski (2003) reported that the applica-
tion of chemicals cannot provide complete
control of P. parasitica var. nicotianae in
tobacco because it is a soil pathogen. For
this reason, attention was turned to cre-
ation of resistant varieties. The same au-

thor noted that the first variety resistant to
black shank disease was created by Tisdale
in Florida, 1922 and it was named Florida
301. The next forty years this variety was
used as a resistant parent to create a number
of varieties resistant to black shank. In to-
bacco producing regions of R. Macedonia,
black shank disease was recorded in 1986
(Taskoski et al., 2001). Due to the favorable
climate conditions and intensive way of
farming, it occurs in some tobacco regions
almost every year, with various intensity.

Figure 1 — Average percentage of disease infection

TE7-4/2 -1

ETHYV BPVY MEBlackshank

NE-2 ME-3

CONCLUSIONS

- The three-year average infection of Tobac-
co Mosaic Virus (TMV) ranged from 0.77%
in the standard variety YK 7-4/2 to 0.26% in
MK-1, which is 66.23% less than the check
variety. According to the obtained results, the
newly created variety MK-1 has higher toler-
ance to TMV.

- The average infection of Potato virus Y
(PVY) ranges from 0.21% in the standard
variety YK 7-4/2 to 0.07% in variety MK-3.
The highest tolerance to PVY was recorded
in MB-3 variety and the lowest in the check
variety YK 7-4/2.

20

- Phytophthora parasitica var. nicotianae
(black shank) is present in small percentage,
ranging from 1.32% in the standard variety
YK 7-4/2 t0 0.61% in MB-3. General conclu-
sion is that the newly created varieties, espe-
cially MB -3, show higher tolerance to black
shank, but it can be also stated that the per-
centage of infection in other varieties of the
trial did not achieve alarming proportions.

- The obtained data on TMV and PVY in-
fection show that varieties MK-1, MB-2 and
MB-3 have higher tolerance than the stan-
dard variety.
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LEAF NUMBER AND SIZE IN SOME VARIETIES OF PRILEP TOBACCO
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ABSTRACT

Number and size of leaves are morphological properties that have a major role in determination of
the type or variety of tobacco. They are varietal characteristics and also indicators of tobacco yield.
The aim of this paper is to present data on these two properties in some varieties of Prilep tobacco currently pro-
duced in the Republic of Macedonia. Field trials were set in 2009 and 2010 at Tobacco Institute - Prilep, in four
replications, with the following varieties: P-23 (check), P 12-2/1, NS-72, P-66-9/7, P-79-94 and Prilep Basma 82.
The highest average leaf number was recorded in Prilep Basma 82 (92 leaves) and the lowest in P 12-2/1 (39
leaves).

Referring to leaf size (length and width of the middle belt leaves), the highest leaf length was observed in P 12-2/1
(27,6 cm), and the lowest in Prilep Basma 82 (20,8 cm); the highest leaf width was recorded in NS-72 (13,4 ¢cm)
and the lowest in Prilep Basma 82 (10,7 cm).

Keywords: Prilep tobacco, type, varieties, leaf number, leaf size

BPOJOT U TOJIEMHUHATA HA JIMCTOBUTE KAJ COPTU TYTYH O TUIIOT
IPUJIEIL

O}I MOp(bOJ'[OH_IKI/ITe CBOjCTBa IITO I'o ACTEPMUHHPAAT TUIIOT HA TYTYHOT HUJIKM COpTaTa BO €ACH THUII, BAXKHO MECTO
nuMaartr 6pOjOT U TOJICMUHATa Ha JIMCTOBUTE. Tue ce COPTHHU KapaKTCPUCTHUKH, BOCTHO U MMOKA3aTCIIN HA TPUHOCOT
Kaj TYTYHOT.

IenTa Ha OBOj TPyA € Ja I'M NMpPUKaKEME JIBETE€ CBOjCTBA Kaj COPTH OJ] THIIOT MPHJEIN INTO CE aKTyeJIHH BO
npou3BoJICTBOTO Bo Peny6Oinka Makenonuja. 3aroa, Bo 2009 u 2010 roguna Bo HayyHHOT MHCTHUTYT 3a TYTYH
- Ilpurern, mocTaBuBME MOJICKH ONHUT BO YETHPHU MOBTOPYBama co cieanuBe coptu: I11-23 (konTpona), IT 12-2/1,
HC-72, 11-66-9/7, 11-79-94 u npunen 6acma 82.

On ucnuTyBamara, yTBpIUBME JICKa IPOCEYHO CO HAjTOJIeM OPOj IMCTOBH Ce Kapakrepusupa mpuien oacma 82 (92
nucta), a co Hajman I1 12-2/1 (39 nucrosn).

[ITo ce omHecyBa /10 rojJeMuHaTa (J0JDKMHA U IIUPOYMHA HA JIUCTOBUTE OJ] CPEIAHUOT 110jac), yCTAHOBUBME JieKa
co Hajaonru gucrosu e I1 12-2/1 (27,6 cm), a co Hajkycu e npuien 6acma 82 (20,8 cm), OMHOCHO HajHIMPOKH
nucrosu uma HC-72 (13,4 cm), a HajrecHu npwien 6acma 82 (10,7 cm).

Kayunu 300poBu: TUII npwiien, COpTH, Opoj Ha JIMCTOBH, TOJIEMUHA HA JINCTOBUTE
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INTRODUCTION

Tobacco is a strategic crop in the agricul-
tural sector of the Republic of Macedonia.
It also has a major social importance, as a
main economic activity of around 35000
families.

Tobacco is an industrial plant that is grown
because of the leaves. In R. Macedonia, ori-
ental aromatic types (Prilep, Yaka, Basmak
and Djebel) are grown on over 95% of the
area under tobacco, but the leading position
belongs to Prilep tobacco.

The properties by which different vari-
eties are recognizable and which deter-
mine their yield and quality are divided
into three groups: morphological, biolog-
ical and qualitative. Most important mor-
phological properties are leaf number and
size (length and width). These properties
in some varieties of Prilep tobacco were
the subject of our two-years investigation.
Atanasov (1972) reported that
the number of leaves in a select-

ed wvariety is a constant parameter.
Uzunoski (1985) reported that leaf number
varies depending on agro-ecological condi-
tions and is important characteristic which
largely determines the tobacco yield. Ac-
cording to the author, leaf number in differ-
ent varieties varies from 10 to 70.

Leaf size (length and width) is anoth-
er important characteristic in determina-
tion of tobacco quality. In assessment of
dry tobacco, leaves which length exceeds
20 cm are classified as additional tobacco
because they have very little or no aroma.
According to Tomi¢ (1973), the length of
middle belt leaves in Prilep tobacco during
the drying process is reduced by 10.73% and
the width by 20.99%. The author points out
that tobacco plants that are fertilized (espe-
cially with nitrogen fertilizers) and irrigat-
ed, show greater reduction (contraction) of
leaves after drying.

MATERIAL AND METHODS

Investigations included the following six
varieties of Prilep tobacco: P-23 @, P 12-
2/1, NS-72, P-66-9/7, P-79-94 and Prilep
Basma 82 (Fig. 1 - 6). They are listed on
the National List of Varieties in the group of
aromatic oriental type Prilep, which is high-
ly esteemed on the world tobacco market.
For a longer period they have been grown
in a mass production in the country, some of
them are grown on small areas even today
and are still valued because of their quality
and are used in the selection and breeding.
In recent years, the most common variety
of Prilep tobacco in the regions where ori-
ental tobacco is produced is P-66-9/7 (over
90%).

The trial was set up in the field of Scientific
Tobacco Institute - Prilep in 2009 and 2010,
on deluvial-colluvial soil with four replica-

tions. Tobacco was planted manually, at a
spacing of 40 x 12 cm and fertilized with 250
kg/ha of NPK fertilizer (8:22:20), using tra-
ditional cultural practices to ensure normal
growth and development of plants. Tobac-
co was irrigated three times in n 2009 and
twice in 2010 (due to heavy rainfall), with
irrigation rate of 250 m? water per hectare.
Investigations were performed at the stage
of full flowering of tobacco, by standard
methods, i.e. the average leaf number per
stalk was determined on fifteen randomly
selected plants of each variety from each
replication, while leaf length and width
were measured on the middle belt (the belt
with the largest leaves). The length was
measured from the base to the top and the
width on the second third of the leaf be-
cause in this part it is the widest.
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RESULTS AND DISCUSSION

The investigation results are presented in tables, separately for each trait.

Leaf number per stalk

The number of leaves on a plant varies from
stalk to stalk, but not significantly, so that this
is the most stable trait and it presents a variety
characteristic.

Korubin-Aleksoska (2004) reported that the
number of leaves in different varieties of Pri-
lep tobacco ranges as follows: from 34 to 38
in P 12-2/1, 38 to 42 in P-84, 45 to 50 in P-23

24

and 50 to 55 in P-79-94.

Dimitrieski and Miceska (2011) noted that the
average number of leaves per stalk in variety
P-66-9/7 was 52.

In our investigations both in 2009 and 2010,
all varieties had almost the same number of
leaves. The obtained results are presented
in Table 1.
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Table 1. Leaf number per stalk

Difference Average Difference
. Year Average leaf Abs. Rel. 2009/2010 Abs. Rel.
Variety number
2009 56 / 100
P-230 2010 55 / 100 55,5 / 100
2009 39 -17 69,64
P 12-2/1 2010 40 15 72,73 39,5 -16 71,17
2009 43 -13 76,79
NS-72 2010 m 1 80.00 435 -12 78,38
2009 55 -1 98,21
P-66-9/7 2010 55 / ; 55,0 -0,5 99,10
2009 57 +1 101,79
P-79-94 2010 5044 4 107.27 58,0 +2,5 104,50
2009 93+++ +37 166,07
P. Basma 82 2010 90t 37 16727 92,5 +37 166,67
2009 2010
0,05=3,6 leaves + 0,05=2,7 leaves+
LSD  0,01=4,9 leaves ++ LSD  0,01=3,7 leaves ++

0,001=6,8 leaves +++

The table shows that each variety has its
characteristic number of leaves which is
almost the same in both years. It means
that these are genotypically different vari-
eties, i.e. that they have their own genet-
ic code. The average number of leaves in
the period of investigation ranged from
55.5 in the check, 55.0 in P-66-9/7, 58
in P-79-94 to 92.5 in Prilep Basma 82,

0,001=5,2 leaves +++

while lower leaf number compared to
the check (P-23) was obtained in vari-
eties NS-72 (43.5) and P 12-2/1 (39.5).
Statistical analysis of the results showed
highly significant differences in Prilep
Basma 82 in both years of investigation,
whereas P-79-94 showed highly signif-
icant differences compared to the check
only in 2010.

Length of the largest leaf on the stalk

The length of the leaves in oriental aro-
matic types of tobacco is an important
parameter in assessment of quality of the
raw tobacco. Measurement of size was
performed on fresh (green) tobacco leaves.
In the process of drying, the size of tobac-
co leaf (especially in irrigated and fertil-
ized varieties) , reduces up to 30%. Leaf
length primarily depends on the type and
variety of tobacco, but it is highly affect-
ed by soil and climate conditions and ap-
plied cultural practices during production.

Korubin-Aleksoska (2004) found that the
average length of the middle belt leaf in
Prilep tobacco varieties ranged from 20
cm in P-23 and P-84, 22,5cminP 12-2/
1 and 23 cm in P-79-94.

Mitreski (2005) reported the following av-
erage lengths of the largest leaf: 25,8 cm
in P-10-3/2, 25,0 cm in P-23 and 24,7 cm
in P-84.

The results obtained in our investigations
on this trait are presented in Table 2.
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Table 2. Length of the largest leaf on the stalk in cm

Difference Average Difference
Average leaf
Variety Year number Abs. Rel. 2009/2010 Abs.  Rel.
2009 26,6 +2,9 112,24 +3,1 112,60
P12-211 2010 28,7+++ +3,3 112,99 27,1
2009 27,0 +3,3 113,92 +1,5 106,10
NS-72 2010 25,1 03 98,82 26,1
2009 25,1 +1,4 105,91 -0,3 98,78
P-66-9/7 2010 23,4 -2,0 92,13 243
2009 23,5 -0,2 99,16 -1,8 92,68
P-79-94 2010 22,1 -33 87,00 22,8
2009 20,8 -2,9 87,76 -3,8 84,55
P. Basma 82 2010 20,8 4.6 81,89 20,8
2009 2010
0,05=n.s. 0,05=1,4 cm
LSD 0,01=n.s. LSD 0,01=2,0 cm
0,001=n.s. 0,001=2,7 cm

Accordingto Table 2, the length of the largest
leaf in the check (P-23) was 24,6 cm (aver-
age of two years). Higher length of the mid-
dle belt leaves was obtained in NS-72 (26,1
cm) and P 12-2/1 (27,7 cm), which in this
case could affect the assessment of tobacco
during purchase. Shorter leaves compared to
the check were measured in varieties P-66-

9/7 (24,3) and P-79-94 (22,8 cm), while the
lowest length of the middle belt leaves was
obtained in Prilep Basma 82 (20,8 cm).
Statistically processed values for this trait
in 2009 showed no significant differences,
and in 2010 highly significant difference
compared to the check was observed in P
12-2/1.

Width of the largest leaf on the stalk

The width and length of the leaves de-
pends on soil and climatic conditions and
agrotechnical practices applied in tobacco
cultivation. In oriental aromatic tobaccos,
too wide leaves are not desirable because
they increase the percentage of stalk. It is
considered that the length-width ratio in the
middle belt leaves should be in the range
from 1,8 to 2,3:1.

Korubin-Aleksoska (2004) reported that the
width of the middle belt leaf in Prilep to-

26

bacco varieties ranged from 10 cm in P-84,
10.5in P-23, 11 cmin P 12-2/1 to 12 cm in
P-79-94.

Dimitrieski and Miceska (2005), in
their investigations of Prilep tobac-
co lines and varieties, found that the
width of the largest leaf in P-23 was
11,7 cm and in P 12-2/1 it was 12,4 cm.
The average values obtained in our investi-
gations are presented in Table 3.
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Table 3. Width of the largest leaf on the stalk in cm

Difference Average Difference
Average leaf
Variety Year number Abs. Rel. 2009/2010 Abs. Rel.
P 12-2/1 2009 11,3 +0,2 101,80 11,9 +0,4 103,48
2010 12,5 +0,6 105,04
NS-72 2009 13,7 +2,6 123,42 134 +1,9 116,52
2010 13,1+ +1,2 110,08
P-66-9/7 2009 11,4 +0,3 102,70 11,5 / /
2010 11,6 -0,3 97,48
P-79-94 2009 11,3 +0,2 101,80 11,1 -0,4 96,52
2010 10,9 -1,0 91,60
P. Basma 82 2009 11,0 -0,1 99,10 10,7 -0,8 93,04
2010 10,4 -1,5 87,39
2009 2010
0,05=n.s. 0,05=1,0 cm
LSD 0,01=ns. 0,01=1,3 cm
0,001=n.s. 0,001=1,8 cm

The table shows that an average width of
the largest leaf on the stalk (2009/2010)
was 11,5 cm both in the check variety and
in P-66-9/7. Wider leaves were measured in
P 12-2/1 (11,9 cm) and NS-72 (13,4 cm),
and narrower leaves compared to the check
were measured in Prilep Basma 82 (10,7

cm) and P-79 -94 (11,1 cm).

No statistically significant differences for
this trait were observed in 2009, while in
2010 significant differences compared to

the check were determined in variety NS-
72.

CONCLUSIONS

The two-year investigations lead to the fol-
lowing conclusions:

The number and size of leaves in the orien-
tal aromatic tobacco type Prilep are major
morphological (quantitative) traits which
determine the yield and quality.

The average leaf number in the investigat-
ed varieties ranged from 39 in P 12-2/1 and
55 in the check variety P 23 to 92 in Prilep
Basma 82.

The length of the largest leaf on the stalk
ranged from 20,8 cm in Prilep Basma 82 to
27,7 cm in P 12-2/1. Considering the con-
traction of leaves during the drying process
(20 to 30%), we believe that varieties P
12-2/1 and NS-72 (with larger middle belt
leaves) will be classified as oriental aromat-
ic tobaccos.

The lowest leaf width was measured in
Prilep Basma 82 (10,7 cm) and the highest
width in NS-72 (13,4 cm). In the check va-
riety, the width of the largest leaf was 11,5
cm, the same as in P-66-9/7; in P 12-2/1 the
largest leaf width reached 11,9 cm and in
P-79-94 it was 11,1 cm.

Tobacco is a flexible plant which can, to
some extent, modify its quantitative traits
under the influence of soil and climate con-
ditions and applied cultural practices, but
nonetheless, it can be stated that the number
and size of leaves are varietal characteristics.
The investigated varieties are stable, dif-
ferent, with their own genetic constitution
which makes them recognizable in the mass
production, as representatives of Prilep to-
bacco.
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ABSTRACT

Damping off is the most destructive disease on tobacco seedlings. Effectiveness of some fungicides against this
disease was tested in seedbeds and in biological laboratory.

The aim of investigations was to test the fungicide already used in seedlings protection along with some other
fungicides - active ingredients and to determine their effectiveness when applied in higher and lower concentra-
tions. The obtained results may lead to expanding the list of products used in protection of tobacco seedlings from
damping off disease.

Signum 33 WG and Quadris 25 SC fungicides showed higher effectiveness in the control of patho-
genic fungus Rhizoctonia solani compared to the standard product Top M (0.1%). Fungicides Sig-
num 33 WG at concentrations of 0.1% and 0.15% and Quadris 25 SC at concentrations of 0.15%
and 0.2% offer new opportunities in protection of tobacco seedlings from damping off disease.

Keywords: Rhizoctonia solani, fungicide, active ingredient, effectiveness

HOBU ®YHI'MIINIHU MOKHOCTHU 3A CY3BUBAIBE HA Rhizoctonia solani KAJ
TYTYHCKHOT PACAJL

Bonecra ceueme € HajAeCTPyKTHBHA OOJNECT HA TYTYHCKHOT pacaia. McmuryBamara 3a e(pUKACHOCTa Ha HEKOU
(byHrHIUAM 32 3aIITUTA O OBaa 00JIeCT Oea U3BPIICHH BO JICH U BOOHOJIOIIKA JIA00paTopHja.

Tue umaa 11ea 1a ce ucnmrta ePUKACHOCTA HA (PYHIHMIIUAOT KOj Beke ce ymoTpeOyBa BO MPOHM3BOACTBOTO Ha
TYTYHCKH pacaji, HO ¥ Ha HEKOH JAPYTH (DYHTUIM/IH, OMHOCHO AKTMBHU MAaTEPHH, U Ja C€ YTBPIU KOHIIEHTpalujara
BO KOja HOBHUTE IpEraparTH MOKaKyBaaT HajroyieMa e(pHKaCHOCT, OJHOCHO KaKBa € Taa BO Clly4yaj Ha HamajeHa
KOHIIEHTpaIuja. Pesynrarure O IPUIOHECIIE 38 MOXKHO MPOIIUPYBarbe Ha JUCTATa HA MPenapaTy 3a 3alTuTa Ha
TYTYHCKHOT Pacaji 0J CEYEIHETO.

Oyurumuaure  Signum 33 WG u Quadris 25 SC mokaxaa MOBHCOKa €()UKACHOCT BO Cy30HBaHmETO
Ha mnarorcHata raba Rhizoctonia solani om crammapgaumor mpemapar Top M (0,1%). Sig-
num 33 WG Bo konnentpamuu 0,1% wu 0,15% u Quadris 25 SC Bo xonnenrpamuu 0,15% u 0,2%
MPETCTaByBaaT HOBU (DYHTMIUJHH MOKHOCTH 3a 3aIlTHTA HA TYTYHCKHOT pacajg oj 0ojecra ceuerme.

Kuayunu 3060poBu: Rhizoctonia solani, ¢hyHTUIuI, KOHIICHTAIH]a, C(PUKACHOCT
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INTRODUCTION

Production of healthy and good quality to-
bacco largely depends on successful seed-
ling production and on providing enough
quantities of healthy planting material to
enable timely and complete seeding of the
areas. However, the main problem in pro-
duction of tobacco seedling is the outbreak
of damping off disease. In most cases,
pathogenic fungus Rhizoctonia solani is
the causing agent of the disease.

According to Gutierez et al. (2001), the fun-
gus can cause two types of diseases: target
spot and stem rot (sore shin or damping
off). The latter is usually seen in the early
stages of seedlings development. The au-
thor described the symptoms of damping
off disease.

According to Ceresini (1999), some diseas-
es caused by Rhizoctonia in beans, sugar
beet and tobacco occur as a result of infec-
tion from basidiospores. However, sclero-
tia and/or mycelium present in the soil or
in host-plant tissue are primary inoculum.
R. solani persists for many years as myceli-
um in organic matter or as sclerotia in soils,
in variable environmental conditions. The
sclerotia can also survive in water (Pataky,
1988; Grosh, 2003).

R. solani is a widespread pathogen which
causes serious damage to many agricultural
and horticultural plants (Grosh, 2003). The
reduction of yield is proportional to agricul-
tural areas and can reach up to 50% (Wall-
work, 2000, loc cit. Hollaway, 2008).
Destructive effects caused by this fungus
are the reason why the control of this patho-
gen is so important (SMBSC, 2012).
Protection programmess should be primar-
ily based on preventing pathogen invasion
(Pataky, 1988). Uchida (2012) emphasized
the importance of such measures, and simi-
lar statement was made by Miller and Mill-
er (2009), with special emphasis on seed
treatment with fungicide.

Saprophytic ability, however, and wide
range of host plants, along with the limit-
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ed opportunity for crop rotation greatly ob-
struct the disease control (Hollaway, 2008).
Still, efforts are made to maintain the loss at
minimum level. The application of chemi-
cals is still the most acceptable protective
measure.

Azoxystrobin, trifoxystrobin, and tebu-
conazole are effective active ingredients
against Rhizoctonia (Mocioni et al., 2003).
According to Koenning (2007), fungicides
containing PCNB (Terrachlor), Iprodione
(Rovral) or Azoxystrobin (Quadris) are ef-
fective in the control of R.solani. Recom-
mended products for control of this patho-
gen in potatoes are fludioxinil, maneb,
penthiopyrad, thiophanate-methyl, PCNB
and azoxystrobin, with their trade names
and modes of application (Schwartz and
Gent, 2012).

Azoxystrobin (Quadris) is recommended
against root rot caused by R.solani (Brede-
hoert, 2012). Compared to penthiopyrad,
Azoxystrobin applied in protection of sugar
beet proved efficient in all variants of treat-
ment. Even in severe attacks of Rhizocto-
nia, the mortality of plants in treatments
with azoxystrobin was significantly lower
(Poindexter and Wenzel, 2013).

Out of the wide range of products with var-
ious trade names and active ingredients for
control of R. solani in soybean seedlings,
the most recommended fungicides are stro-
bilurins pyraclostrobin and trifloxystrobin
(Mueller, 2014). In protection of beans, the
recomended fungicide (besides Quadris) is
Signum, in which pyraclostrobin is com-
bined with boscalid (Annonimus, 2015).
This combination enables a wide range of
activities and reduced risk of resistance to
different target pathogens (Hauke et al. ,
2004).

Signum is a fungicide with preventive and
systemic action against many diseases in a
variety of crops (BASF, 2008).

Despite the great number of active ingredi-
ents, the number of fungicides for control
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of this pathogenic fungus in our conditions
is limited. The most commonly used fungi-
cide in protection from the disease is Top M
is (Gveroska, 2012).

Some active ingredients are effective in to-
bacco protection from the pathogen. Csinos
and Stephenson (1999) recommend flutola-
nil, iprodione, fluazinam and tebuconazole to
prevent the spread of infection in seedbeds.
Bertrand (2012) recommends azoxystrobin
(Quadris F) in the control of target spot on
tobacco caused by R.solani AG-3. Applica-
tion of Quadris against this disease is also
recommended by the manufacturer (Syn-
genta, 2006).

According to LaMondia (2012), seedlings

treatment with azoxystrobin (Quadris) may
be the key measure in protection from sore
shin caused by R.solani. The author made in
vitro and in vivo tests and concluded that the
effectiveness of the product at in vitro condi-
tions is not as good as in field and in biologi-
cal laboratory. These data focused the investi-
gations on the use of fungicides in conditions
of natural infection by the pathogen.

The aim of our investigations was to study
the effectiveness of some new fungicides
and the concentrations in which they will
be effective in various conditions of infec-
tion. This can create new fungicide oppor-
tunities in protection of tobacco seedlings
from damping off disease.

MATERIALS AND METHODS

Investigations were conducted in Scientific
Tobacco Institute - Prilep in seedbeds and in
biological laboratory.

- Tobacco seedbeds

Sowing was carried out on 21.4.2015, in 10 m?
seedbeds, using a rate 0,67 g/m?, in traditional
way. Seedlings were fertilized once with 10 g/
m? ammonium saltpeter, with no other fungci-
cide treatments.

The trial was set up with three replicates, in
randomized block system. The area of each
variant was 2,5 m?. First treatment was made
on 15.5.2015 and the second one in 27.5.2015.
The assessment of the infected area was made
on 8.6.2015, after which the the effectiveness
of tested fungicides was evaluated.

- Biological laboratory

The trial was set up two times with 3 repli-
cates at 0,1 m?. Tobacco seed was sown at a
rate of 0,5 g/m? and seedlings were grown
in traditional way.

The first sowing was carried out on
2.6.2015. Treatment of seedlings was made
on 23.6.2015 and assessment of disease in-
fection (% of infested area) on 6.7.2015.
The second sowing was carried out on
11.9.2015, seedbeds were treated on

28.09.2015 and assessment of disease in-
fection was made on 9.10.2015.

The fungicides were applied in appropriate
concentrations, using 200 ml water.
Fungicides for both investigations were
chosen according to the target pathogen,
literature data and data from the investiga-
tions and experience in production and pro-
tection of tobacco seedlings in the Scientific
Tobacco Institute-Prilep. In most cases, the
causing agent of damping off disease was
the pathogenic fungus Rhizoctonia solani.
After estimation of the disease infection,
artificial isolation of the pathogen was
made on nutrient medium potato dextrose
agar and it was found that damping off was
caused by this pathogen.

After assessment of the effectiveness of
above fungicides in seedbeds, we tested
their effectiveness in higher and lower con-
centrations. Therefore, two concentrations
of the products, along with the standard
fungicide Top M, were tested in biological
laboratory,

Results on tested fungicides and concen-
trations in both investigations are given in
Table 1.
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Table 1. Investigated fungicides

Fungicide Active ingredient A.i. content Seedbeds Biolaboratory
Concentration (%)
Top - M 70% WP Thiophanate- methyl 70% 0,1 0,1
i 0,1
Signum® 33 WG Boscalid -+ 26,7% +6,7% 0,1
pyraclostrobin
0,15
. . . 0,15
Quadris 25 SC Azoksistrobin 250 g/1 0,2
0,2

Seedlings development and disease severity
were monitored daily. The observed differ-
ence in growth between the two trials was due
to the period of sowing. The fungicides were
applied before the stage of rapid growth. As-
sessment of disease was made 7-12 days af-

ter infection. Fungicides effectiveness was
estimated by the method of Abbott, based on
the mean value of the percentage of infect-
ed area in the three replicates and the check.
Figure 1 is a graphic representation of the mean
value of fungicides effectiveness in both trials.

RESULTS AND DISCUSSION

Specific symptom of the disease is that
seedlings immediately rot and fall over the
soil surface.

The first symptom is the appearance of
small watery lesions on the stalk close to
the ground, which quickly become brown
and hollow. In favorable temperature and
humidity conditions the lesions expand,
turn brown and inhibit further growth of the
plant. Symptoms like these were also de-

scribed by Gutierrez et al. (2001).
Sometimes, when moisture in the seedbed
is higher, a whitish mold can be observed
on seedlings. The infected area increases,
making patches which coalesce to form
large necrotic areas, destroying most of the
seedbed. Such symptoms on tobacco seed-
lings were also observed in the biological
laboratory (Ph. 1 and 2).

Ph. 1. Symptoms of damping off disease
in tobacco seedbeds

Although it is not possible to achieve com-
plete control of Rhizoctonia, severity of the
disease can be reduced in the early stages
of vegetation (Miller and Miller, 2009). By
treatment with the investigated fungicides,
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Ph. 2. Symptoms of damping off disease in pots

the infected area in tobacco seedbeds is re-
duced, i.e. it is significantly smaller com-
pared to the check and to the area treated
with the standard fungicide (Table 2). It
can be noted that the infected area in all
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variants is lower in the second replicate.
The lowest effectiveness was achieved with
the standard fungicide Top M (0,1%) and
the highest with Quadris 25 SC (0,2%), but
high effectiveness in protection of tobacco
seedlings from damping off disease was
also obtained with the fungicide Signum®
33 WG (0,1%) (Table 2).

The manufacturer recommends application
of Signum in protection of beans imme-
diately after the first signs of disease. For

optimal control, spraying must be repeat-
ed at 3-4 week intervals, depending on the
disease development (BASF, 2008). Hence,
our results on the effectiveness of this prod-
uct in seedbeds, where two treatments of
seedlings were applied, are in accordance
with these recommendations.

Post-planting application of Signum in let-
tuce also provides good protection against
three pathogens, including R. solani (AHDB,
2011).

Table 2. Effectiveness of fungicides in the seedbeds

Infected area %

Fung1c1d§ Replicates Average value  Effectiveness %
(concentration)
I 11 11
Top M (0,1%) 2,23 0,91 2,51 1,88 65,82
Signum® 33 WG (0,1%) 1,27 0,22 1,77 1,09 80,18
Quadris 25 SC (0,2%) 0,56 0,06 0,89 0,50 90,91
Check @ 6,53 1,38 8,59 5,50 -

Tests conducted in biological laboratory
revealed that the intensity of damping off
attack was higher compared to that in seed-
beds, which is certainly a result of the time
period and the conditions in the lab. In the
first trial, damping off attacked the untreat-
ed seedlings (check variant) with an average
percentage of 41.66% of planted area. In
seedlings treated with fungicides, damping
off disease was observed only in variant with
Top M 0,1% (Ph. 3). Seedlings treated with
Signum 33 WG and Quadris 25 SC showed
no symptoms of disease. Such condition was
observed with both concentrations. In the

variant with Quadris, for example, no out-
break of damping off was observed even in
lower concentration (Table 3). Thus, reduc-
ing the concentration of this product seems
justified. Brantner and Windels (2011) con-
firmed that in conditions of less severe attack
of damping off disease, the benefit from the
use of Quadris in any concentration is more
than enough to pay off its application.

Top M (01%), achieved 78.00% effective-
ness, compared to Signum (0,1 and 0,15%)
and Quadris (0,15 and 0,2%) which achieved
an effectiveness of 100% (Ph. 4, 5 and 6).

Table 3. The effectiveness of fungicides in biolaboratory (I trial)

Infected area %

FunglcldF: Replicates Average value  Effectiveness %
(concentration)
I 11 I
Top M (0,1%) 10,00 10,00 8,33 9,44 78,00
P

Signum® 33 WG (0,1%) - - - - 100,00

Signum® 33 WG (0,15) - - - - 100,00

Quadris 25 SC (0,15%) - - - - 100,00

Quadris 25 SC (0,2%) - - - - 100,00

Check O 43,33 25,00 56,66 41,66 -

- no symptoms of disease
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Ph.3 Infected area in the check variant -
Fungicides Top M and Signum 33WG

Ph. 5. Infected area -
fungicide Signum (0,1 and 0,15%)

In the second trial, the intensity of disease
attack in the check (mean value 10.33%)
was lower compared to the first trial. How-
ever, symptoms of disease were found in
almost all variants and replicates.

The calculated effectiveness of the fun-
gicides is in compliance with the infected

Ph. 6. Infected area —
fungicide Quadris (0,15 and 0,2%)

area. It was the highest (3.15%) in Top M
(0,1%), i.e. the lowest effectiveness was
achieved with this preparate. Similar val-
ue (79.00%) was achieved with Signum
(0,1%), while the higher concentration of
this fungicide increased the effectiveness
(Table 4, Ph 7).

Table 4. The effectiveness of fungicides in biolaboratory (II trial)

Infected area %

(coljllclzzrg;:r::tiii)n) Replicates Average value Effectiveness %
I I I

Top M (0,1%) 3,59 3,06 2,82 3,15 70,00
Signum® 33 WG (0,1%) - 4,35 2,23 2,19 79,00
Signum® 33 WG (0,15) 2,47 1,29 0,53 1,43 87,00
Quadris 25 SC (0,15%) - - 1,53 0,51 96,00
Quadris 25 SC (0,2%) - 0,26 0,11 0,12 99,00
Check @ 5,00 17,66 8,33 10,33 -

- no symptoms of diseas
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Ph.7. Infected area in variants with Top M and Signum 33 WG (0,1%)

Ph. 8. Infected area in the variant with Quadris 25 Ph. 9. Infected area in the variant
Sc (0,15%) with Quadris 25 SC (0,2%)

The lowest percentage of infected area ed area was considerably low (Table 4, Ph 8).
(0.12%) was obtained with Quadris (0,2%). The highest effectiveness was achieved in the
However, even with reduced concentration of variants with Quadris 25 SC (0,2%) - 99,00%
this product (0.15%), the percentage of infect- and Quadris (0,15%) - 96,00% (Ph. 8 and 9).

Fig. 1. The effectiveness of fungicides (average value of two trials)

The mean value of fungicide effectiveness in both R. solani was obtained with the fungicide Top M
trials confirmed the factual situation (Figure 1), i.e. (0,1%). Similar results were reported in investiga-
the lowest effectiveness in control of the pathogen tions of Gveroska (2012).
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The highest effectiveness was obtained with
Quadris 25 SC (0,2%) - 99,5%, but it should be
noted that even with lower concentration (0.15%),
the fungicide achieved 98.00% effectiveness.
Hence, the treatment of tobacco seedlings with
azoxystrobin (Quadris) could be a key measure
in the control of R.solani (LaMondia, 2012). The
high effectiveness of Quadris is due to the direct
effect of azoxystrobin in the soil inoculum and the
mutual effective combination with the plant tissue.
The obtained results are certainly due to the time-
ly treatment of tobacco seedlings, monitoring the
conditions for disease outbreak and the optimum
amount of water. This was confirmed by Khan
(2015), who reported that Quadris application
should begin prior to disease development and not
as a curative treatment, preferably in the stage of
cotyledone (4-6 leaf stage), especially when con-
ditions for infection are favorable. It should be

applied in enough water for thorough coverage
(Syngenta, 2006).

Signum® 33 WG fungicide in concentrations of
0,1% and 0,15% also provided high effective-
ness against damping off disesase - 89.50% and
93.50%. This effectiveness may be due to the fact
that both active ingredients are an excellent com-
bination of two different biochemical modes of
action in the fungal cell respiration (Hauke et al.,
2004).

According to AHDB (2011), fungicides appli-
cation at less than full label rate, in the case of
lower risk of infection, should be justified by
well-grounded facts. In this sense, our results on
the effectiveness of investigated fungicides in
concentration that differs from the recommended,
confirms the possibility of their application from
both practical and economic aspects.

CONCLUSIONS

Standard fungicide in the control of the pathogen
R. solani Top M (0.1%) showed the lowest effec-
tiveness both in seedbeds and in biological labo-
ratory.

- In seedbed trials, 80.18% effectiveness was
achieved with Signum 33 WG (0,1%) and 90,91%
effectiveness with Quadris 25 SC (0,2%).

- The effectiveness of investigated fungicides in
biological laboratory was lower in the second trial.
- The effectiveness of the fungicide Signum 33
WG (0,1%) was 100% in the first trial and 79% in
the second. With increased concentration (0.15%),
effectiveness of 100% was achieved in the first
and 87.00% in the second trial.

- Quadris 25 SC achieved very high effectiveness
in the control of this pathogen, reaching 100%

and 99.00% at 0.2% concentration in the first and
second trial, respectively. Even at reduced concen-
tration of 0.15%, the fungicide had 100.00% and
96.00% effectiveness in the first and second trial,
respectively.

- The fungicides Signum 33 WG and Quadris 25
SC showed higher effectiveness in the control of
pathogenic fungus R. solani compared to the stan-
dard fungicide Top M.

- Signum 33 WG at concentrations of 0.1 and
0.15% and Quadris 25 SC at concentrations of
0.15% and 0.2% offer new fungicide opportunities
in protection of tobacco seedlings from damping
off disease.
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ABSTRACT

Favorable microclimate conditions in seedbeds contribute to the outbreak of damping off disease on tobacco seed-
lings. The aim of this paper was to estimate the effectiveness of the fungicide Signum in control of Pythium debary-
anum, the disease causing agent. Investigations were made during 2013 and 2014 in the biological laboratory of
the Scientific Tobacco Institute -Prilep. Seedlings of the variety NS 72 were sown in 0,3 m?plastic trays. Standard
fungicide Proplant 722 SL 0,25% (722 g/l propamocarb-hydrochlorid) and the preparations Orvego 0,1% (ameto-
ctradin 300 + dimethomorph 225), Enervin 0,2% (ametoctradin 120 + metiram 440) and Signum 0,1% (boscalid
267 + pyraklostrobin 67) were used in the investigations. Two waterings were applied on seedlings with 1 1/m?
suspension prepared from the fungicides. The first watering was applied prior to the 4th-leaf stage and the second
one 15 days after. The coefficient of fungicide effectiveness was calculated by applying the formula of Abbott
(1925). In both years of investigation, Signum 0,1% showed the highest effectiveness in protection of the seed-
lings. No infected plants were observed during the growing season in variants where this fungicide was applied.

Keywords: tobacco seedlings, disease, intensity, fungicides, effectiveness

IMPUMEHA HA IIPEITAPATOT SIGNUM BO 3AIITUTATA HA TYTYHCKHUOT
PACAJ O HTATOI'EHOT PYTHIUM DEBARYANUM HESSE

[ToBoNHHUTE MUKPOKIMMATCKH YCIOBH BO JICHTE JOIPHHECYBaaT 3a 4ecTa IojaBa Ha 0O0JecTa cedermhe OTHOCHO
“Tomeme” Ha pacanoT. llenTa Ha ncnUTyBameTo Oemre 1a ce mpoBepH ehuKkacHOCTa Ha (GYHTHUIHIOT Signum 3a
cy30mBame Ha MaToreHoT Pythium debaryanum npuauHUTEN Ha OBa 3a0oiyBame. VcnuTyBamaTa ce W3BEICHU
Bo TekoT Ha 2013 u 2014 romuHa Bo OGmonmomkara abopatoprja Ha HaydHHOT HHCTUTYT 3a TyTyH. TyTyHCKHOT
pacan ox coprata HC72 Germre oarneayBad BO IIACTHYHN KOpUTa co mospmmHa o 0,3 m?. 3a ucnmutyBame Gea
KOPHCTEHH CTaHIapAHUOT mpemnapar Proplant 722 SL 0,25% (722 g/l propamocarb-hydrochlorid) n npenaparure
Orvego 0,1% (ametoctradin 300 g/l+dimethomorph 225 g/l), Enervin 0,2% (ametoctradin 120 g/kg+metiram
440 g/kg) n Signum 0,1% (boscalid 267 g/kg+pyraklostrobin 67 g/kg). PacagoTr e TpeTupaH co mojeBame co
CyCIIeH3Hja MOArOTBeHa Of mpemnaparute. HampaBeHn ce jaBe moiieBama Ha pacamor co mo 1 1 pactBop Ha m?
[IpBOTO MONIEBame € HanpaBeHO BO (aza BKPCTYBamkE Ha PAcajoT, J0AEKa BTOPOTO MOJIEBAKE € U3BPIICHO MOCIEe
15 nena on mpBoto. Koedurmmenror Ha edhrkacHOCT Ha GYHTHIUANTE € IpecMeTaH criopen hopmynara Ha Abbott
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(1925). Bo aBere ucnutyBanu roauHu mpenaparor Signum 0,1% nokaxka HajBHCcOKa €(h)UKACHOCT BO 3allITUTATa
Ha TYTYHCKHOT pacaj. Bo cure BapujanTH Kaje mrto Oelie IPUMEHET OBOj Mperapar, BO TeKOT Ha BereTaiujara

HeMmalle 3a0eliekaHo M0jaBa Ha 3apa3cHH PacTeHH]a.

Kayunu 300poBu: TyTyHCKH pacaj, O0JIECT, IHTEH3UTET, (yHIMLUIH, ePUKACHOCT

INTRODUCTION

In the Republic of Macedonia, tobacco
seedlings are traditionally grown in cold
seedbeds covered with polyethylene, while
in most of the large-leaf tobacco produc-
ing countries they are grown in hydroponic
nutrient solution - float system (Boi¢ et al.,
1999). The period of seedling production
consists of the following stages: seed ger-
mination, emergence, 4th leaf stage, root
formation and the period for transplanting,
when seedlings are highly susceptible to
diseases. For successful production of to-
bacco it is necessary to produce healthy and
high quality seedlings and to provide suit-
able preventive measures.

Tobacco is a host to many plant parasites.
The diseases caused by these parasites can
deteriorate the whole tobacco production, if
appropriate measures are not taken. Protec-
tion of tobacco, particularly of seedlings, is
very important but delicate question. Some
of the seedling diseases are the following:
black root rot (caused by Thielaviopsis
basicola), root burn (Olpidium brasicae),
root rot (Rhizoctonia solani), damping off
(Pythium debaryanum), etc. According to
literature data (Boi¢ et al., 1999), the most
common diseases on tobacco seedlings in
America are root rot (Rhizoctonia solani),
sclerotinia (Sclerotinia sclerotiorum) and
black leg (Erwinia carotovora). Until re-
cently it was considered that disease of to-
bacco seedlings in seedbeds was caused by
the phytopathogenic fungus R. solani. Last
few years, however, it has been determined
in several tobacco producing regions that
the causing agent of damping off disease is
P. debaryanum. Common characteristic of
fungi diseases in seedlings is that they oc-
cur in densely planted beds, with excessive

moisture in the seedbed, insufficient aer-
ation and unfavorable climate conditions
(cloudy and rainy weather).

The genus Pythium consists of more than
100 species (Cosié et al., 2006), the most
important of which are P. debaryanum, P.
irregulare, P. ultimum, P. splendens, P.
aphanidermatum etc. It is optional parasite
which lives in soil rich in organic matter
and infects a large range of hosts, includ-
ing vegetables, ornamental plants, fruit and
forest species (Pejcinovski et al., 2009), but
it especially attacks sugar beet and tobacco
(Cosié et al., 2006). The most susceptible
are young plants at the stage of germination
and emergence while the older plants are
not endangered (Cosié et al., 2006). Species
of the genus Pythium regularly appear all
around the world, making a huge damage.
They often cause complete destruction of
germ while in emerged plants they necro-
tise the root and the stem base, as a result of
which the plants collapse and are covered
with mycelium (Jurkovi¢ et al., 2009). The
plants die quickly, and at higher humidity
and temperature they are “melting”, due to
which the disease is also known as melt-
ing of seedlings. The disease spreads in the
seedbed in a form of circles, forming small-
er or larger empty patches, depending on
the intensity of attack. Similar symptoms,
however, can be caused by other fungal
species, including Fusarium spp., R. sola-
ni, Phytophthora parasitica var. nicotianae,
etc.

All external factors that negatively affect
the seedlings germination favor the devel-
opment of disease causing agents: heavy
and poorly drained soils, acidic soils, low
temperatures after germination, high hu-
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midity and higher temperatures in the rap-
id growth stage, poor aeration, etc. One of
the common errors in the production of to-
bacco seedlings is excessive irrigation (Ra-
dunovié, 7). In such conditions, plants have
poorly developed shallow-rooted system
and, due to favorable conditions, the seed-
lings are infected by pathogenic fungi from
the surface layer of the soil. Similar prob-
lems in the production of seedlings in the
vegetable crops, in addition to recommend-
ed preventive measures and cultural prac-
tices (Balaz, 1), led to the use of chemicals,
i.e. fungicides Previcur 607 SL and Previcur
Energy (Radunovi¢, 7). High effectiveness
in the control of this pathogen in tobacco
was also achieved by formulations with ac-
tive ingredient etridiazol (Seebold, 2008;

Kenneth, 2011).

Signum is a new fungicide developed by
BASEF, applied in recent years against fun-
gal diseases. According to Hauke (2004), it
showed high effectiveness in the control of
Botrytis cinerea in strawberries and gave
good protection against some species of
powdery mildew and Phytophthora. Good
results with application of this fungicide
against Botrytis cinerea were also observed
in lettuce Callens (2005).

The aim of this study was to esti-
mate the effectiveness of some new fungi-
cides, including Signum, in protection of
tobacco seedlings from the phytopathogen-
ic fungus P. debaryanum, the causing agent
of damping off disease.

MATERIAL AND METHODS

Investigations were conducted in the bi-
ological laboratory of the Scientific To-
bacco Institute-Prilep in 2013 and 2014.
Seedlings of the variety NS72 were plant-
ed in 0.3 m?polystyrene trays on 7.5.2013
and 5.5.2014, in two trials with three rep-
lications. Seedlings in the first trial were
grown on soil inoculated with pure cul-
ture of the fungus and in the second trial
they were grown in naturally infected soil
without additional artificial inoculation.
Fungal culture was grown on potato dex-
trose agar in a thermostat at 25°C for 10
days.

The inoculum for the 0.3 m? tray was pre-
pared from mycelial colony in two Petri
dishes and mixed in 200 ml distilled wa-
ter. The suspension was added in the tray
before sowing the seedlings. Two treat-
ments with fungicides were made during
seedlings growth, the first one in the stage
of 4th leaf on 20.5.2013 and 19.5.2014,
and the second one in the stage of rapid
growth on 4.6.2013 and 3.6.2014. The
seedlings were treated with 1 1 fungicide
solution/m? and the check variants were
poured only with pure water.

Table 1. Investigated fungicides

Fungicide Active ingredient Concentration %

Orvego 300 g/l ametoctradin + 0,1
225 g/l dimethomorph

Enervin WG 120 g/kg ametoctradin + 0,2
440 g/kg metiram

Signum 267 g/kg boscalid + 0,1
67 g/kg pyraklostrobin

Proplant 722 SL 722 g/l propamocarb hydrochlorid 0,25
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Two assessments were made during the were used to evaluate the percentage of
growing season, the first one on 12.6.2013 empty area, i.e. the disease intensity. Ac-
and the second on 18.6.2013, i.e. on cording to the disease intensity measured
16.6.2014 and 23.6.2014. After the inspec- in the second assessment, the coefficient of
tion of seedlings health condition, the in- fungicide effectiveness was calculated by
fected area was measured in the sites where the Abbott’s (1925) formula.

infection occurred. The measurement data

RESULTS AND DISCUSSION

Results of the investigation on fungicides ef- treatment with Orvego 0,1% it ranged from
fectiveness in the control of P. debaryanum 57.00% in the first assessment to 80.00% in
on tobacco seedlings are presented in tables. the second assessment (Fig. 2). The lowest
Data obtained in 2013, from the trials with rate of infection (3.00%) was evaluated in the
seedlings grown in soil inoculated with cul- variant treated with Enervin 0,2% (Fig. 3). In
ture of the pathogenic fungus, are presented the variant treated with Signum 0,1%, alone
in Table 2. In the check variant, the infection or in combination with other fungicides, no
ranged from 73.00% in the first assessment incidence of infection was observed (Fig. 4).
to 100.00% in the second assessment (Fig. This fungicide showed high effectiveness
1). The infection in seedlings treated with in the control of P. debaryanum on tobacco
Proplant 0,25% reached 94.00% and in seedlings.

Table 2. Disease intensity in seedlings grown in soil inoculated with culture of the fungus P. debaryanum in 2013

Variant Infected area %

I Assessment IT Assessment
Check 73,00 100,00
Orvego 0,1% 57,00 80,00
Enervin 0,2% 3,00 3,00
Signum 0,1% 0,00 0,00
Orvego 0,1%+Signum 0,1% 0,00 0,00
Enervin 0,25%+Signum 0,1% 0,00 0,00
Proplant 0,25% 94,00 94,00

D W g —— —

Fig. 1. P. debaryanum — Infected seedlings in the Fig. 2. Seedlings treated with Orvego 0,1%
check variant
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Fig. 3. Seedlings treated with Enervin 0,2%

Similar results were obtained with seedlings
grown on naturally infected soil (Table 3).
In the first assessment, the infected area in
the check variant was 51.00%. In the sec-
ond assessment the disease affected larger
area and the infection increased to 86.00%.

Fig. 4. Seedlings treated with Signum 0,1%

As in the previous case, treatment with
Orvego 0,1% did not give satisfactory re-
sults and the disease intensity ranged from
47.00% in the first assessment to 60.00% in
the second.

Table 3. Intensity of the disease in seedlings grown on naturally infected soil in 2013

Variant Infected area %
I Assessment IT Assessment
Check 51,00 86,00
Orvego 0,1% 47,00 60,00
Enervin 0,2% 1,00 1,00
Signum 0,1% 0,00 0,00
Orvego 0,1%+Signum 0,1% 0,00 0,00
Enervin 0,25%+Signum 0,1% 0,00 0,00
Proplant 0,25% 20,00 53,00

Somewhat better results were obtained with
Proplant fungicide used at a concentration of
0.25%, with disease intensity ranging from
20.00% in the first assessment to 53.00%
in the second. Once again, the best results
were obtained with Enervin 0,2%, with only
1.00% infected area, and Signum 0,1% in all
variants, with no outbreak of disease.

Data on the occurrence and intensity of
the disease caused by P. debaryanum re-
ceived in the second assessment were used
to calculate the effectiveness of the ap-
plied fungicides. According to the results
given in Table 4, the highest effectiveness
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(100.00%) in the control of this pathogen
both in seedlings grown in soil inoculat-
ed with pure culture of the fungus and in
seedlings grown in naturally infected soil
was obtained with Signum 0 1%, where no
occurrence of infection in tobacco seedling
was recorded. With Enervin 0,2%, the per-
centage of infected plants was insignificant
and its effectiveness ranged 97.00% and
98.83%, respectively. The lowest effec-
tiveness was obtained with Orvego 0,1%
(20,00%, i.e. 30.23%) and Proplant 0,25%
(6.00% in seedlings grown in inoculated
soil and 38.37% in naturally infected soil).
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Table 4. The effectiveness of fungicides tested in 2013

Variant Effectiveness %
Seedlings grown on inoculated ~ Seedlings grown on naturally infected
soil soil

Check - -

Orvego 0,1% 20,00 30,23
Enervin 0,2% 97,00 98,83
Signum 0,1% 100,00 100,00
Orvego 0,1%+Signum 0,1% 100,00 100,00
Enervin 0,25%+Signum 0,1% 100,00 100,00
Proplant 0,25% 6,00 38,37

In the investigations of 2014, seedlings
grown in soil inoculated with fungal culture
showed high disease infection in the check
variant, with intensity ranging from 80.00
to 90.00% (Table 5). No major difference
in seedlings damage was observed in the
treatment with Orvego 0,1%, where the in-
tensity of disease was 65.00% and 75.00%,

respectively. Similar results were obtained
with Enervin 0,2% and Proplant 0,25%. In
the first assessment the percentage of in-
fected area was 19.70% and 15.50%, while
in the second assessment the infection was
more severe, with disease intensity reach-
ing 40,00% in Enervin 0,2% and 34.67% in
Proplant 0,25%.

Table 5. Disease intensity in seedlings grown in soil inoculated with
culture of the fungus P. debaryanum in 2014

Variant Infected area %
I Assessment IT Assessment
Check 80,00 90,00
Orvego 0,1% 65,00 75,00
Enervin 0,2% 19,70 40,00
Signum 0,1% 0,00 0,00
Orvego 0,1%+Signum 0,1% 0,00 0,00
Enervin 0,25%+Signum 0,1% 0,00 0,00
Proplant 0,25% 15,50 34,67

On the other side, no outbreak of disease was
observed in variants treated with Signum 0,1
alone or in combination with other agents.

In the trial where seedlings were grown in
naturally infected soil, no major differences

in infection rate were observed compared to
previously obtained results. The intensity of
disease in the check ranged from 60.00% in
the first assessment to 85.00% in the second
(Table 6).
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Table 6. Disease intensity in seedlings grown on naturally infected soil in 2014

Variant Infected area %
I Assessment IT Assessment
Check 60,00 85,00
Orvego 0,1% 55,00 68,00
Enervin 0,2% 20,00 20,00
Signum 0,1% 0,00 0,00
Orvego 0,1%+Signum 0,1% 0,00 0,00
Enervin 0,25%+Signum 0,1% 0,00 0,00
Proplant 0,25% 5,00 18,00

In the variant treated with Orvego 0,1%,
55.00% infected area was measured in the
first assessment and 68.00% in the second.
In this case, too, good results were ob-
tained in treatments with Enervin 0,2% and
Proplant 0,25%, with disease intensity of
20.00% and 18.00%, respectively. Only the
seedlings treated with Signum 0,1% in all
variants showed no symptoms of disease.

Table 7 shows the results on product ef-
fectiveness in seedling protection from the

pathogen P. debaryanum during 2014. In
variants where seedlings were grown in soil
inoculated with fungus culture, the poorest
attack (16.66%) was recorded with Orvego
0,1%. Good results were obtained with
preparations Enervin 0,2% (55,55%) and
Proplant 0,25%, which achieved an effec-
tiveness of 61.47%. The highest effective-
ness of 100.00% was obtained with Signum
0,1% in all three combinations, with no
symptoms of disease on treated seedlings.

Table 7. The effectiveness of investigated fungicides in 2014

Variant Effectiveness %
Seedlings grown in inoculated soil Seedling;ggt\évg Sigi?aturally

Kontpona - -

Orvego 0,1% 16,66 20,00
Enervin 0,2% 55,55 76,47
Signum 0,1% 100,00 100,00
Orvego 0,1%+Signum 0,1% 100,00 100,00
Enervin 0,25%+Signum 0,1% 100,00 100,00
Proplant 0,25% 61,47 78,82

Similar results were obtained with seed-
lings grown in naturally infected soil:
20,00% effectiveness was obtained with
Orvego 0,1%, and somewhat higher effec-
tiveness was achieved with preparations
Enervin 0,2% and Proplant 0,25% (76,47%
and 78.82%, respectively). Only the seed-
lings treated with Signum 0,1% showed no
symptoms of disease. High effectiveness
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with this fungicide was achieved in protec-
tion of tobacco seedlings in field conditions
(Tashkoski et al., 2014), and according to
literature data, high effectiveness against
Botrytis cinerea was observed in straw-
berries and lettuce (Hauke, 2004; Callens,
2005). According to Gutierrez (2012), the
best results in protection of tobacco seed-
lings from this pathogen were achieved by
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application of the strobilurin fungicides,
with active ingredient azoxystrobin.
This confirms the results obtained with the

product Signum 0,1%, which active ingre-
dient is pyraklostrobin, belonging to the
group of strobilurins.

CONCLUSION

-The results obtained indicate that damping
off disease occurs with almost the same in-
tensity in both years of investigation. Thus, in
2013 the disease intensity in the check vari-
ant ranged from 86.00% in seedlings grown
in naturally infected soil to 100.00% in soil
inoculated with fungus culture. In 2014 sim-
ilar results were obtained, with infection in
the check ranging from 85.00% to 90.00%.
Unlike this, in the varieties treated with fun-
gicides in both years of investigation, infec-
tion of tobacco seedlings was much lower.

-The lowest effectiveness in 2013 in both
variants was observed with Orvego 0.1%,
with 20.00% effectiveness and 30.23%.
Similar effectiveness was achieved with Pro-
plant 0,25%, ranging from 6.00% in seed-
lings grown in inoculated soil to 38.37% in
seedlings grown in naturally infected soil.
Effectiveness of 97.00% and 98,83% was
achieved with Enervin 0,2% in both variants.

-In 2014, the lowest effectiveness of about
20.00% was obtained with Orvego 0,1% in
seedlings grown in naturally infected soil.
The fungicides Proplant 0,25% and Enervin
0,2% gave approximately the same results
and they did not provide complete protec-
tion of seedlings.

-The highest effectiveness in seedlings
protection in both years and in both vari-
ants was achieved by the fungicide Signum
0,1%, applied separately or in combination
with other fungicides. Wherever this prepa-
ration was applied during the growing sea-
son, no symptoms of disease were observed
on seedlings, they were healthy and had a
good development. The high effectiveness
recorded during the investigation gives this
fungicide an opportunity to find practical
application in protection of tobacco seed-
lings from the pathogen P. debaryanum.
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ABSTRACT

Some plants have the ability to absorb and accumulate heavy metals that do not have important biological func-
tions in their diet and development. Compared with other crops tobacco is well known accumulator of heavy met-
als even when grown on uncontaminated soil. The main aim of this investigation is to study cadmium uptake by
oriental tobacco and its correlation between soil properties as well as the content of this element in different parts
of tobacco. Samples were taken from 150 farms that grow oriental tobacco from three well known tobacco regions
in Macedonia (Pelagonia, Southeastern Region and Vardar Valley). All analyzed samples are from the areas which
are typically agricultural and with low anthropogenic pressure. It was found that the oriental tobacco has a high
tendency for accumulation and transfer of Cd in top parts of the plant.

Keywords: cadmium, oriental tobacco, uptake, soil

MN3BJIEKYBAIBE HA KAJIMUYMOT O/l PA3JIMYHU JEJIOBU HA OPUEHTAJIEH
TYTYH OAIVIEAYBAH BO PEITYBJINKA MAKEIOHUJA

OgpeneHn BUJIOBH pacTeHHja MMaaT CIIOCOOHOCT Ja arncopOHpaaT M aKyMy/IHpaaT TeIIKH METal KOM HeMaaT
3Ha4ajHKU OMOJIOIIKY (DYHKIIMH BO HUBHATA MCXpaHa U pa3Boj. Bo criopenda co Apyru 3eMjosIeNICKH KYATYPU TYTYHOT
€ MO3HAT aKyMyJIaTop Ha TEIIKH METalli JypH U Kora ce OAIVIe/lyBa Ha He3araJeHH MouBH. [1aBHaTa 1iell Ha oBa Hc-
TpaXKyBambe € Jla ce MPOYUYH U3BIEKYBAaHETO HA KaIMUYM KO€ TO BPIIM OPUEHTATHUOT TYTYH, HEroBara KopeJarmja
CO TIOYBEHUTE TIAPaMETPH, Kako M COJPIKHUHATA HAa OBOj €JIEMEHT BO PA3JIMUHHUTE OPraHM Ha TYTYHCKOTO pacTEeHHE.
IMpumeponu ce 3emenu o 150 oKaIUTETH O TPU MO3HATH PEOHH BO MakeJoHHU]ja Kajie ce OAIIeyBa OpHEHTalIeH
tyTyH ([lenaronuja, Jyroucrounnor u Bapaapcknotr TyTyHO-1pon3BozieH peoH). Cute aHaIn3upaHy PUMEPOLH ce
BO FPAHUIIM KOU C€ THITMYHH 32 36M]jOJICJICKU MTOBPIIMHY M HUCKH aHTPOIIOTCHH BIIMjaHHja. Y TBPJICHO € ieKa OpUEH-
TaJICHUOT TyTYH MMa rojieMa TeHACHIM]a 3a aKyMyJanuja 1 npeHoc Ha Cd Bo aHTEHCKUTE JEJIOBH.

Kiyunu 300poBu: KaMuyM, OpHECHTANICH TYTYH, U3BJIEKyBambe, 104Ba
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INTRODUCTION

Compared with other heavy metals, cadmi-
um is characterized by considerable mobili-
ty in the system soil - plant and accumulates
in the antenna parts of the plant to a much
greater extent than other heavy metals
(Symeonides & McRae, 1977). Cadmium is
one of the most toxic and most harmful el-

ements. Phytotoxicity of Cd is well known
due to the high rate of transfer and the light
accumulation in plants (Alloway & Ayres,
1994). 1t is well known that tobacco (NVic-
otina tabacum) easily accumulates Pb and
Cd (Gondola & Kadar, 1995). According to
some data (Golia et al., 2009) Cd content in
tobacco variety Berlej is from 0.045 to 3.6
mg/kg, and variety Virginia has Cd content
0f 0.01-3.4 mg/kg. According to the results
of Tso (1990), cadmium content of tobac-

co leafs exceeds 11.6 mg/kg. These values
are much higher than the obtained values
for most plant cultures. Usually its content
is never above 0.05 mg/kg. Addition of ni-
trogen fertilizers, especially those contain-
ing chlorides, increases the availability of
cadmium for plants (Alkorta et al., 2004).
The absorption of macro and trace elements
from plants and their accumulation in veg-
etative and reproductive organs has a very
specific character both in terms of the types
of plants, and in terms of the particular el-
ement.

The main aim in this investigation is to
study cadmium uptake by oriental tobac-
co from the Republic of Macedonia and its
correlation between soil properties as well
as the content of this element in different
organs of tobacco.

MATERIALS AND METHODS

Two years survey (2010 and 2011) was con-
ducted in the well-known tobacco growing
regions in Macedonia: Pelagonia region
(PR), Southeastern region (SER) and Vardar
Valley (VV) from 19 municipalities at 150
sampling sites. Soil composite samples
from pedological profiles at fixed depth (0-
30 cm) were taken from fields of each men-
tioned municipality. Samples were collected
from 150 sites in each field with two repli-
cates. Samples were taken from cultivated
soil after tobacco harvesting, and from un-
cultivated soils in the nearest vicinity. Sam-
ple pretreatment was done in accordance
to ISO 11464:2006. First the samples were
air-dried and after that crushed and sieved
through a 2 mm sieve.

The following soil properties were deter-
mined: mechanical composition (Pami¢,
1996), pH (ISO 10390:2005), total nitrogen
(ISO 11261:1995), organic matter (OM) by
the wet oxidation method (Pami¢, 1996),
and calcium carbonate equivalent deter-
mined volumetrically (ISO 10693). Elec-
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troconductivity was measured in a satura-
tion extract, the content of the extractable
phosphorus and potassium according to the
ammonium lactate method, while the cation
exchange capacity (CEC) was measured by
the method of Sumner and Miller (1996).
For the determination of total content of
cadmium in soil the samples were digested
with mixture of 4 acids (HNO,, HF, HCIO,
and HCI) according to ISO 14869-1.

Plant available fraction of Cd was deter-
mined by the extraction method using buff-
ered solution of diethylentetraaminepenta-
acetic acid (DTPA) at pH 7.3 (ISO 14870).
Extracts were collected after filtration
through Whatman No. 42 filter paper.
Tobacco samples (root, stems, leaves, blos-
soms and seeds) were selected from plants
at the same sites where soils were sampled.
Tobacco leaves from three primings were
collected with the total of 450 representative
samples from 150 sampling locations. To-
bacco samples were washed carefully to re-
move any adhering soil particles and rinsed
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with redistilled water. The plant material
was dried and homogenized to a constant
weight after drying at 75 °C for 12 hours. For
the analysis of the total content of Cd, plant
samples (0.5000 g) were digested in Tef-
lon vessels with HNO, and H,O, using the
microwave digestion system (Mars, CEM,
USA). The plant samples were digested at
180°C. After cooling the digested samples
were quantitatively transferred into 25 mL

calibrated flasks (Baceva et al., 2012).

The investigated element was analyzed by
the application of atomic emission spec-
trometry with inductively coupled plasma
— ICP-AES (Varian, 715-ES). For the cali-
bration a commercial standard mix solution
(11355 - ICP Multi Element Standard 1V,
Merck) was used. The optimal instrumental
conditions are given by Balabanova et al.
(2010).

RESULTS AND DISCUSSION

Descriptive statistics of analyzed soil prop-
erties are given in Table 1. Soil samples
vary from silt loam (18.8 % clay) to silt clay
loams (77.6 % clay). According to soil tex-
ture, average OM content is generally low
to moderate (Table 1). Available phospho-
rus and potassium contents varied different-

ly. Soils had an adequate CEC for agricul-
tural production. All analyzed parameters
pointed out the levels which are typical for
agriculture except few sampled points from
Pelagonia production region that had high
content of available phosphorus.

Table 1. Basic soil properties, descriptive statistics of three tobacco production areas (Jordanoska et al., 2013)

Pelagonia Region South-eastern Region Vardar Valley Region
Soil properties Mean s, Min-Max Mean s, Min-Max Mean s, Min-Max
OM, % 1.5 0.5 0.8-3.2 1.3 0.3 0.7-2.1 1.6 0.3 1-2.1
TN, % 0.08 0.04 0.02-04 0.06 0.02 0.01-0.11 0.07 0.02 0.05-0.1
pH 6.5 0.6 5-8.3 6.7 0.5 5.5-8 7.7 0.8 6.5-8.6
Clay, % 37.7 11.1  18.8-78 364 119 194-64 459 72 32-56
Available P, mg/100 g 19.7 322  0.5-198 125 235 1.5-154 245 253 1.8-64
Available K, mg/100g 204 74 3.2-64 21.8 4.6 13-32 31.7 143 22-63
CEC, cmol /kg 10.6 2.6 6-19 9.7 2.3 6.5-16 11.8 1.9 8.2-15
EC, uS/cm 83 56 23-360 79 55 27-264 215 109  42-362

OM - organic matter, TN — total nitrogen, CEC - cation exchange capacity, EC — Electroconductivity,
s - standard deviation, Min - minimum, Max - maximum

The total Cd content in soil samples was
under the detection limits (<1 mg/kg) and
therefore is not presented. Average values
from different tobacco growing areas are
given in Table 2. As it can be seen from
data presented in Table 2, the mobile cad-

mium content varies from 0.02 mg/kg to 0.3
mg/kg. The content of Cd in tobacco leaves
varies from 0.1-1.9 mg/kg, with an average
value of 0.48 mg/kg. The highest content of
Cd have samples from Vardar Valley.

49



Tyryn/Tobacco,Vol. 65, N° 7-12, 47-53, 2015

Table 2. The content of Cd in tobacco leaves and the content of DTPA extractable Cd from different tobac-
co growing areas (given in mg/kg)

LOD Pelagonia Region South-eastern Region Vardar Valley
mg oy g Min-Max s Min-Max X s Min-Max
kg g a a g a
Cd-
0.005 035 0.17 0.09-0.89 025  0.18-1.27 08 05 0.3-1.9
leaves

Mobile Cd  0.005 0.02 0.01 0.01-0.07

0.04 0.05-0.2 02 0.1 0.1-0.3

*LOD - limits of detection, th - geometrical mean, s - standard deviation, Min - minimum, Max - maximum

Average content of Cd in tobacco leaves dis-
tributed by municipalities is given in Figure
1. As it can be seen, the samples from the
municipality of CaSka have the highest av-
erage values. All samples taken from this
municipality have content in the range of
0.8-1.9 mg/kg Cd. This high content of Cd
in the tobacco from this area is due to the

polluted soil from the metallurgical activi-
ties of the former lead and zinc smelter lo-
cated near the city of Veles (Stafilov et al.,
2010). According to Tso (1990) tolerable
content of Cd in tobacco is 3.0 mg/kg. No
sampled tobacco leaves contains more than
2.0 mg/kg.

Uil pmghg)
09830
01-8.40
0510, TH
BT 40,5
LE B

Figure 1. Ranges of content of Cd in tobacco leaves in samples from different studied
municipalities in the Republic of Macedonia

The average content of Cd in different to-
bacco parts are given in Figure 2. The high-
est accumulation was recorded in leaves
from the first harvesting zone (first prim-
ing). The content of Cd in the leaves is al-
most five times higher than the content in
other vegetative organs. Compared to the
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other organs, stem and flower have almost
equal distribution of 0.08 mg/kg. Although
cadmium is a non-essential element for
plants, it can easily be accumulated through
the root system and by foliar feeding. Cad-
mium is easily transported from the roots
to the aerial organs. Its transfer through
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the whole plant may be limited because it
can easily be kept in places where there are

Cd, me'kg

0.600

0.300

active components found in cells (Kaba-
ta-Pendias, 2011).

0.400

0,300

0.200 -

Stem Flower

0.000

0,100 -
Root

(= -
Seed

[Priming 1l Priming 111 Priming
Leaves Leaves Leaves

Figure 2. The average Cd content in different tobacco parts

Using determined contents in different
parts (root, stem, flower, leaves and seed)
of tobacco plant and total element content
of corresponding soils the Biological Ac-
cumulation Factor (BAF) was calculated.
This factor is defined as the ratio between
total content of the elements in all parts of
studied plant and in corresponding soil. The
BAF for Cd is calculated taking the value
which corresponds to the half of the limit of
detection obtaining BAF of 2.58. Compared
to other trace elements only Cu (BAF=3.2)
has higher factor than Cd. This means that
oriental tobacco accumulates high content
of this observed element.

To assess the bioaccumulation ability of
certain elements in the parts of the tobacco
plant, despite biological accumulation fac-
tor, another parameter - Biological Transfer
Factor (BTF) is also used. This factor rep-
resents the ratio of the content of the ele-
ment in the aerial tissues of the plant and
the root. This factor indicates the efficiency
of transfer of the elements to the antenna
parts of the plant. According to the values
of this factor we found that Cd has the big-
gest BTF compared to all analyzed micro
and macro elements. This means that the
biggest transfer in the aerial organs of ori-

ental tobacco has Cd. Also, this means that
the oriental tobacco has a high tendency
for accumulation of Cd in the antenna parts
(BTF = 20.2), similar to that of Li (BTF =
20.0).

The correlation dependencies among the
important parameters of soil and total quan-
tities of Cd in tobacco leaves as well in the
DTPA extract were processed using cor-
relation analysis (Pearson correlation, two-
tailed). The obtained results are given in
Table 3 and 4. According to the data of the
regression and correlation analysis, signifi-
cant correlation was observed only among
soil clay and Cd content in the leaves from
the third priming (Table 3). Soil pH and Cd
content of all vegetative organs of oriental
tobacco have no significant correlations.
This is not in accordance to literature data
that study mainly the relation of pH and
element content of the leaves (Gondola &
Kadar, 1993; Adamu, 1989). There are no
significant correlations between the organ-
ic matter and Cd in all parts of the tobacco
plant, as well as its available fraction. Sig-
nificant correlations were determined with
some moving elements from the soil and Cd
in leaves from the first and second harvest
belt and are given in Table 3.
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Flower and root, and leaves from second
and third priming have significant correla-
tion at level 0.01 of significance (Table 4).
Cadmium content in flower has linear de-

pendence with the amount of Cd in the root.
From the determined coefficients we can
conclude that around 80% of the Cd in the
flower depends of its content in the root.

Table 3. Significant correlation coefficients of Cd content in tobacco leaves and soil properties

Parameter Leaves Root Stem Flower Seed
I priming II priming III priming

Cd-DTPA 0.309 0.265 0.462 0.088 -0.050 0.084 0.051

Clay 0.311 0.081 0.190 1.000 0.000 0.081 0.274

P,O, -0.317 -0.108 -0.118 0.035 -0.158 0.037 0.097

K,0 0.267 0.015 0.054 -0.211 0.125 -0.207 -0.103

Bold numbers present significant correlation at 0.01 levels

Some weak correlations are also
found between the total content of Al, Na,
Ni and Sr in the soil and the content of Cd
in the second harvest belt. Negative signifi-

cant correlation coefficients are determined
and between Cd content in the leaves of the
first priming and total content of Ba, Ca, Na
and Sr of the soil samples.

Table 4. Significant correlation coefficients of Cd content in tobacco parts and micro and macro elements
in the soil samples

Parameter Leaves Root Stem Flower Seed
I priming II priming III priming
Cd II priming 0,469 0,561 1,000 0,190 -0,022 0,185 -0,042
Cd stem -0,162 0,081 0,190 1,000 0,000 0,991 0,034
Al -0,419 -0,184 -0,275 -0,009 0,035 -0,012 -0,026
Ba -0,287 -0,055 -0,129 -0,063 -0,046 -0,060 0,112
Ca -0,282 0,002 -0,222 0,110 -0,112 0,117 0,040
Na -0,349 -0,271 -0,274 0,085 0,137 0,080 -0,073
Ni 0,148 0,314 0,258 0,019 -0,153 0,027 0,200
P -0,317 -0,108 -0,118 0,035 -0,158 0,037 0,097
Sr -0,326 -0,172 -0,232 0,118 -0,003 0,127 0,067

Bold numbers present significant correlation at 0.01 levels

CONCLUSIONS

According to the determined soil properties,
all analyzed soil samples are in good condi-
tion for the production of the high-quality
oriental tobacco. Cadmium content of soil
samples war under the detection limits (<1
mg/kg), so all analyzed samples pointed out

52

levels which are typical of agricultural and
low anthropogenic pressure areas. All plant
samples had Cd content under limits con-
sidered critical. According to distribution of
this element in tobacco vegetative organs,
the highest accumulation was recorded in
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leaves from the first harvesting zone (first
priming). According to the value for BAF it
can be concluded that oriental tobacco plant
accumulates high content of P, K, Cu and
Cd. From all analyzed samples and calcu-
lated BTF it can be concluded that oriental
tobacco has a high tendency for transfer
and accumulation of Cd in antenna parts.
According to data of the regression and cor-

relation analysis, significant correlation was
observed only among the content of soil
clay and the content of Cd in the leaves from
the third priming. Regression dependencies
of some significance are observed between
the mobile cadmium in the soil and most of
the soil parameters except with the available
forms of phosphorus and potassium.
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ABSTRACT

The aim of this paper is to show that infection of tobacco (Nicotiana tabacum) with a fresh culture of Agrobacte-
rium rhizogenes A4, under in vitro conditions, lead to genetic transformation. The interaction between the t-DNA
sequence of Ri plasmid of Agrobacterium rhizogenes A4 and recipient cells of Nicotiana tabacum seed type Prilep
variety P 12-2/1, induces the appearance of “Hairy Roots-HR” and positive morphological modifications are mani-
fested by increased surface area, number of leaves and lateral roots, and increased length of root and offspring. The
recent research assume that these transgenic plants with altered phenotype can be very usefull in future in industry
for production of biofuel.

Keywords: Agrobacterium rhizogenes, tobacco (Nicotiana tabacum L.), morphological modifications, “Hairy
Roots-HR”

MOP®OJIOIIKHU MTPOMEHMU KAJ NICOTIANA TABACUM TUII NPUJIEIL, COPTA
IT 12-2/1 IPU UHOEKIINJA CO CBEXKA KYJITYPA O AGROBACTERIUM
RHIZOGENES A4 BO IN VITRO YCJIOBHA

OBoj Tpyx MMarlie 3a Iell Ja MOKaxe JAeka nmpu uHpekiuja Ha tytyH (Nicotiana tabacum) BO in vitro yciioBH CO
CBeXKa Kyntypa on Agrobacterium rhizogenes A4, HacTaHyBa reHeTcKa TpaHcopmaija. MaTepakiujara momery
t-DNA cekBennata o Ri muiasmunor va Agrobacterium rhizogenes v KlieTKara pelMueHT Ha cemeTo on Nicotiana
tabacum tan [punen copra I1 12-2/1 unnyuupa nojasa Ha “Hairy Roots-HR”-“BiakHecTn KopeHH” U MO3UTHBHU
MopGosIoIIKE MOAU(DUKAIIMKE KOM ce MaHU(ECTHpaaT Co 3roJIEMeHA MOBPIIMHA U OpOj Ha JIMCTOBU U CTPAHUYHU
KOPCHH, KaKo M 3rojieMeHa JI0DKHHA Ha U3aHOK U KopeH. HajHoBHTE HCTpakyBarba MPETIIOCTaByBAT J¢Ka OBUE
TPAHCTCHUYHHU PACTCHHU]a CO MPOMEHET ()CHOTHIT BO MAHUHA MOXKAT Jia OMIAT O[] rojieMa KOPUCT BO MHIYCTpHjaTa
3a IIPOU3BOJICTBO Ha OMOTOPHUBO.

Kayunu 36opoBu: Agrobacterium rhizogenes, TytyH (Nicotiana tabacum L.), mopdomomkun MoauduKaIum,

“Hairy Roots-HR”-*“BnakuecTr kopeHn.
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INTRODUCTION

In the eighties of the last century first at-
tempts were made to use Agrobacterium
rhizogenes A4 as a vector for introduction
of foreign genes of interest in the plant
genome (Horch et al., 1985). Cultures of
hairy roots (HR) are obtained by integra-
tion of the t-DNA fragment of Ri plasmid
of Agrobacterium rhizogenes into the plant
cell genome. Then, the place of infection
of the plant tissue induced development
of transgenic hairy roots (Chilton et al.,
1982). During the transformation process
with Agrobacterium rhizogenes one or two
t-DNA sequences were transferred into the
plant genome (Jouanin, 1984). With integra-
tion of T, t-DNA sequence in the genome
of the plant cell allows the expression of
rol genes that have essential role in induc-
tion, development of the phenotype and HR
(Binns and Costantino, 1998). On the other
hand, the integration of T, t-DNA sequence
is enabling expression of genes responsible
for the biosynthesis of auxin in the plant
cell genome, with the increased content
of auxin, and the need for exogenous phy-
tohormones for development and growth
transformed HR decreases. Also with trans-
mission of T, t-DNA segment of the Ri
plasmid of Agrobacterium rhizogenes into
the plant cell genome occurs expression of
genes for the biosynthesis of specific opini
(Rhodes et al., 1990). Cultures of the HR
have the capability of spontaneous regener-
ation in transgenic plants that are character-
ized by expression of active t-DNA genes
(Tepfer, 1984). The regenerated transgenic
plants have modified morphological char-

acteristics in comparison to non-trans-
formed plants, a newly phenotype known
as “hairy root phenotype” or “T - pheno-
type”. This phenotype is characterized by
curved leaves, reduced plate surface, the
emergence of asymmetrical and colorful
leaves, highly developed root system, re-
duced apical dominance, reduced length of
internodes, etc (Tepfer, 1984; Hamamoto et
al., 1990). Growing of crops of genetical-
ly transformed roots were characterized by
two physiological parameters (Kuzovkina
and Schneider, 2006): linear elongation of
the root tip and exponentially formation of
lateral roots. The curve growth is charac-
terized by a short resting phase (lag phase),
the following exponential increase of the
biomass of the HR culture. The cell cycle
of HR cultures is 2-7 days (Wilson et al.,
1987). The exponential growth phase of
HR ends by forming a dense combination
of intertwined fibrous roots. During the
growing HR limiting the necessary growth
factors that restrict the space and reduced
supply of oxygen and nutrients from the
nutrient medium. Also cultures of HR have
the ability to form idioblast. Idioblast does
not contain chloroplasts and represent cells
with thickened cell walls. The presence of
lipophilic vesicles and vacuoles in idioblast
are of great importance in the accumula-
tion of secondary metabolites. The process
of growing the HR is incomparably more
intense than untransformed roots. HR have
the ability to form new root meristems high
degree of lateral branching (Oksman-Cal-
dentey and Hilyunen, 1996).

MATERIAL AND METHODS

Determination of growth optimal conditions for Agrobacterium rhizogenes A4

A. rhizogenes A4 is part of Collection of
Microorganisms, from Department of Mi-
crobiology and Microbial Biotechnology,
Faculty of Natural Sciences and Mathe-

matics in Skopje. The initial culture of A.
rhizogenes A4 was inoculated on three me-
dia: Mannitol Broth, Nutrient Broth and
Muller Hinton Broth, with incubation time
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of 48 hours and a temperature of 28-30°C.
Before and after the incubation period it
was measured turbidity of bacteria in or-
der to determine the most suitable medium
for incubation. Then, in order to determine
the optimum pH value of the medium, the
initial culture was incubated in appropri-
ate medium in five different pH values: 6,
6.5, 7, 7.5 and 8, during the incubation of
72 hours and a temperature of 28-30°C. Af-

ter the incubation period, it was measured
turbidity of bacteria in order to determine
the optimum pH. Finally, 4. rhizogenes A4
was incubated in an appropriate medium,
appropriate optimal pH, at three different
temperatures: 23/25°C, 28°C and 37°C for
48 hours. Turbidity measurements before
and after incubation were varied, whereby
to determine the most appropriate tempera-
ture for incubation of bacteria.

Preparation of fresh bacterial suspension of Agrobacterium rhizogenes A4

Bacterial suspension of A rhizogenes A4
was prepared in Muller Hinton broth with
a pH adjusted to 6.5 with 0.1N NaOH. 3 ml
of bacteria were incubated in 300 ml broth,

on 28°C, during 48 h, on shaker. After two
days it was obtained fresh culture for infec-
tion of seed tobacco (Nicotiana tabacum)
type Prilep, variety P 12-2 /1.

Infection and micropropagation of Nicotiana tabacum type Prilep, variety P12-2 /1

One part of tobacco seed was infected with
A. rhizogenes A4, and one part was unin-
fected, and utilized as control for the exper-
iment. Infection was carried out for a period
of 30 minutes. After that, seeds were placed
in double-distilled water for imbibitions,
than it was surface sterilized in 70% ethanol
(1 minute) and 1% Izosan-G (10 minutes).
After washing several times in distilled de-
ionized water it was planted in small jars (40
ml) with /2 MS basal medium (Murashige

and Skoog, 1962, Gamborg, 1968). The
basal medium contains 30 g-L"! sucrose, 7
g-L! agar, MS mineral solution (Murashi-
ge u Skoog, 1962, Gamborg, 1968) vitamin
BS5 solution, organic (Table 1) and inorgan-
ic components (Table 2). After 14 days of
micropropagation, from the sterile sprouts
seeds we were isolated apical buds in length
of 1-3 mm, as initial explants. These ex-
plants were placed on MS medium.

Table 1. Organic components of the MS basal medium.

Organic components
Thiamine (vitamin B1)
Pyridoxine (vitamin B6)
Nicotinic acid

Casein hirolizat

myo-inositol

Concentration (mg-L™)
0,1
1,0
0,1
200,0
100,0

Table 2. Inorganic components in the MS basal medium.

Inorganic components

Concentration (mg-L™")

NH,NO,
KNO,
CaCl,x 2H,0
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MgSO x 7H,0
KH,PO4
H,BO,

MnSO, x H,0
ZnSO, x TH,0
KJ

Na,MoO, x 2H,0
CuSO, x 5H,0
CoCl, x 6H,0
Na,EDTA
FeSO, x 7TH,O

370
170
6.2
16,9
8,6
0,83
0,25
0,25
0,25
37,26
27.8

The cultures were kept in a climate cham-
ber under controlled aseptic conditions. The
seeds sprout successfully for a period of 14
days under in vitro conditions. After the
15th day it was measured the length of the
sprout and the root, number of lateral roots

and leaves on sprout, the length and width
of each leaf, and the values were used to
calculate the surface of the leaves. Eventu-
ally the plant material of experimental and
control groups was lyophilized to absolute-
ly dry condition.

RESULTS AND DISCUSSION

Determination of growth optimal conditions for Agrobacterium rhizogenes A4

To select the most suitable medium for in-
cubation of Agrobacterium rhizogenes A4,
it was tested three different media: Manni-
tol Broth, Nutrient Broth and Muller Hinton
Broth, with the incubation time of 48 hours
and a temperature of 28-30°C. Growth was

monitored by turbidity change before and
after the incubation period because the tur-
bidity is proportional to the number of bac-
teria in the medium. Table 3 shows that the
most appropriate medium is Muller Hinton
broth (1 FAU before/ 280 FAU after).

Table 3. Media for culturing bacteria.

medium turbidity before incubation (FAU) turbidity after incubation (FAU)
Nutrient Broth 0 156
Mannitol Broth 0 267
Muller Hinton Broth 1 280

To select the most suitable pH value for the
incubation of Agrobacterium rhizogenes
A4, bacteria was inoculated on MH medi-
um with five different pH values (6, 6.5, 7,

7.5 and 8). According to turbidity, the most
suitable medium was the one with a pH 6.5
(Table 4).
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Table 4. pH values for culturing bacteria.

pH pH turbidity before incubation turbidity after of incubation (FAU)
(FAU)

6 4 372

6,5 14 555

7 3 418

7,5 0 235

8 4 529

To choose the optimal temperature for cul-
tivation of A. rhizogenes A4, bacteria were
exposed to three different temperatures,

23/25°C, 28°C and 37°C for a period of 48
hours. After incubation it was obtained the
results shown on Table 5.

Table 5. Temperatures for culturing bacteria.

Temperature turbidity before incubation (FAU) turbidity after incubation (FAU)
23/25°C 12 233
28°C 4 371
37C 1 179

Morphological changes in Nicotiana tabacum type Prilep, variety p 12-2/1 infected with
fresh Agrobacterium rhizogenes A4 culture in in vitro conditions

Agrobacterium rhizogenes infects higher
plants to produce so-called ‘“‘hairy roots™
with altered phenotype from the wound
sites. Transformed root cultures possess
some properties that make them very at-
tractive in comparison with untransformed
root cultures and undifferentiated cell sus-
pension and tissue cultures (Kuzovkina and
Schneider, 2006).

In our study, one half of tobacco seeds was
infected with 4. rhizogenes A4 and one half
which was not infected with bacteria was
used as a control for the experiment. Sown
seeds were left to germinate for a period of
14 days. After the germination of the seed

and growing of tobacco plant, it was anal-
ysed morphological features of infected to-
bacco and control. In the experiment we in-
cluded morphological characteristics as the
length of the sprout and the root, number of
lateral roots and leaves on sprout, the length
and width of each leaf. After lyophilization,
dry weight of control was 0.019g, while the
treated material 0.126g.

Hairy roots are fast growing and laterally
highly branched, and are able to grow in
hormone-free medium. Moreover, these
organs are not susceptible to geotropism
anymore (Sevon and Oksman-Caldentey,
2002).

Table 6. Length of the sprout and the root, number of leaves per sprout and number of
lateral roots in five control samples.

Length of Root length No. of leaves No. of lateral

the

sprout (mm) (mm) per sprout roots
Control 1 19 38 7 11
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Control 2
Control 3
Control 4
Control 5
Average
SD

Max

Min

18

14

12

9

14,4
4,159327
19

9

22

19

31

7

234
11,84483
38

7

A N N2

0,547723
7
6

W N 9 2

~J

2,863564
11
3

* Control 1-5: random samples were taken from five uninfected material; Average: arithmetic average of all ob-
tained values for each parameter; SD: standard deviation; Max: maximum value; Min: minimum value

Table 7. Length, width and area of the leaves in five control samples.

Length of leaf (mm)

Width of leaf (mm)

Area of leaf (mm?)

C1

A.v, C1
C2

A., C2
C3

11
7
11

—_— =
o W=

e e B A Y R SN S R 2 T =) B
AN

AN AN W NN W W WD W WD Y W W R 0 O

32
35
33
42
28
34
77
74
82
48,6
30
30

12
12

12
15,7
15
10

12

42
42
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A, C3

,2

=

12
20,2

C4

ALy, C4

,8

0

15
15
24
40
28
12
22,4

Cs

A.y, C5

N W N [W W K~ W B~ W W W W

1

6
12
4
4
4
30
4
9,1

Average value

4
5
5
5
6
8
7
4
5
3
4
2
4
2
6
2
3
5

.3
5

>

2
5
2
2,4
3,7

b}

12,9

* A.v, C1-C5. mean value of control leaves ** average value of Av, C1-C5

The transformed roots can be excised to es-
tablish axenic root cultures and indefinitely
propagated in growth regulator free medium.
The root exhibit fast, plagiotropic growth

characterized by profuse lateral branching
and rapid root tip elongation, just like in sev-
eral earlier papers (Tepfer and Tempé, 1981;
Chilton et al., 1982; Tepfer, 1984).

Table 8. Length of the sprout and the root, number of leaves per sprout and number of lateral roots in five
samples treated with A. rhizogenes A4

Length of the Root length No. of leaves No. of lateral
sprout (mm) (mm) per sprout roots

T1 27 35 9

T2 56 45 9 13

T3 65 32 5 11

T4 46 52 5 16

T5 42 49 7 9

Average 47,2 42,6 12

SD 14,4118007 8,73498712 1,67332005 2,96647939

Max 65 52 9 16

Min 27 32 5 9

*T1-5: random samples were taken from five infected material; Average: arithmetic average of all obtained
values for each parameter; SD: standard deviation; Max: maximum value; Min: minimum value
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Table 9. Length, width and area of the leaves in five samples treated with Agrobacterium rhizogenes A4.

Length of leaf (mm) Width of leaf (mm) Area of leaf (mm?)
T1 4 3 12

4 3 12

16 11 176

11 7 77

7 4 28

7 3 21

8 6 48
A.v,T1 8,2 53 54
T2 11 9 99

7 5 35

11 9 99

11 7 42

7 4 28

18 13 234

19 13 247

22 17 374

21 12 252
A, T2 13,6 9,9 156,7
T3 15 11 165

8 72
9 63

10 11 110

8 9 72
A.v, T3 9,8 53 96,4
T4 13 8 104

11 8 88

12 8 96

9 7 63

6 5 30
A.v,T4 10,2 7,2 76,2
T5 9 6 54

8 7 56

9 8 72

9 6 54

8 5 40

8 6 48

5 5 25
A, TS 8 6,2 49,8
Average value 9,9 6,7 86,5

* A.v, T1-T5. mean value of treated leaves ** average value of average value, T1-T5.

Morphological modifications in compari-
son to the length of the sprout, the length of
the root, the number of lateral roots, the

number of leaves per sprout (Table 8) and
the surface area of the leaves (Table 9) were
positive and they are manifested in in-
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creased growth. According to these obser-
vations, treated sprouts and roots of infect-
ed samples had a length which is 3 times
higher than in control samples (Table 6 and
Table 7).

The experimental data in our study showed
similar behavior as results published for V.
vinifera cultivars (Martins et al., 2003; Per-
os et al., 1998).

Figl. Germinated non-infected seeds of tobacco (Nicotiana tabacum), type Prilep, variety P12-2 /1.

Fig2. Germinated infected seeds of tobacco (Nicotiana tabacum), type Prilep, variety P12-2 /1.

The number of leaves and number of lateral
roots is increased by about 2 times. There
was also positive morphological modifica-
tions in length, width and surface of leaves.
A. rhizogenes, like A. tumefaciens, invokes
morphological changes in infected plant
tissues and allows growth of transformed
tissues in vitro in the absence of exoge-
nous plant growth regulators. However,
rather than undifferentiated tumors, highly
branched, ageotropic roots emerge from
sites of A. rhizogenes infection. Trans-
formed roots can be regenerated into plants
which, in many species, have a character-
istic morphology (called the ‘“hairy root”
phenotype) that includes stunted growth,
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shortened internodes, reduced apical dom-
inance, severely wrinkled leaves, atypical
flower morphology and reduced fertility
(Tepfer, 1984).

In infected tobacco samples appeared hairy
root syndrome (Hairy root) as a result of
the transfer of genetic material (t-DNA) of
bacteria cells in the tobacco seed (Figure2),
whereas in the control samples this phe-
nomenon was absent (Figurel).

The promising developments and applica-
tions of hairy root cultures indicate that in
the near future these cultures will provide
researchers with powerful tools for further
biotechnological research.
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CONCLUSIONS

The results of investigations lead to the following conclusions:
- Optimal conditions for growth of Agrobacterium rhizogenes A4 are: Muller Hinton
Broth — as a medium; 6,5 - pH value; 28°C - temperature.

- In in vitro conditions we successfully obtained multiplied sprouts from isolated buds
from tobacco (Nicotiana tabacum), type Prilep, variety P12-2 /1 on MS mineral medium.

As aresult of the contact between the t-DNA
sequences of the Ri plasmid of the bacterium
and the recipient cell from tobacco seeds, the
treated material was characterized by the ap-
pearance of hairy roots, while in the control
material this phenomenon is absent.

The control material was characterized nor-
mal phenotype, and the treated material was
altered morphology. Morphological modifi-

cations of the treated material were positive,
and values were increased two to three times
compared to the control.

Overall, hairy roots seem to be becoming
useful in the production of proteins, in envi-
ronmental biotechnology for phytoremedia-
tion of pollutants from waste water, and for
the regeneration of genetically altered plants
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PHYSICAL, TECHNOLOGICAL, CHEMICAL AND SMOKING PROPERTIES OF
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ABSTRACT

The aim of the research is a comparative analysis of the physical, technological, chemical and the smoking prop-
erties of our new lines Burley tobacco. Investigated are eight new lines of Burley tobacco varieties created at
Tobacco and Tobacco Products Institute -TTPI in Plovdiv. Results of the research show that the best performance
values differs Line 1458, followed by Line 1354 and Hybrid1470. In the smoking properties as near taste- aro-
matic complex is observed with Line 1458, Line 1472, Line 1416, followed Hybrid 1470. With the best utility
value is Line 1458, followed by Hybrid 1470. There is connection between the smoking properties and chemical
composition of investigated tobacco lines. Not found such as between physical and technological indicators and
the smoking properties. Based on the results it can be concluded that it is possible in Republic of Bulgaria to create
new, promising and competitive lines Burley tobacco comparable with imported ones.

Keywords: tobacco, Burley , physical, technological, chemical indicators, smoking properties

OU3NYKHU, TEXHOJIOIIKHW, XEMHNCKH U ITYIHAYKH CBOJCTBA HA
HOBUTE JIUHUU U XUBPU/IU TYTYH O TUIIOT BEPJIEJ

LlenTa Ha 0Ba UCTpa)KyBame € KOMIIApaTHBHA aHAIN3a Ha (PU3NYKHUTE, TEXHOJIOMIKUTE, XeMUCKHUTE M ITyIIaYKUTE
CBOjCTBa Ha HAIINTE HOBH JIMHUHU TYTyH o THNOT bepiej. McnnTyBanu ce 0CyM HOBH JIMHUM TYTYH Off COPTUTE
on tumot beprej cozmanenn Bo MHCTUTYTOT 3a TYyTyH M TYTYHCKH npoms3Boau of IlmoBnus. Pesynrature on
HCTPaXXyBamk-eTO ITOKAKyBaaT Jeka HajJoOpH KapaKTepUCTHKH TOKaXKyBaar JiuHHjaTa 1458, mpocineneno co muHMjaTa
1354 n xubpunot 1470. Ciopen mymadykuTe CBOjCTBA CO HajapOMaTHYHH KOMITJICKC C€ OJUTMKYBaar JuHujaTta 1458,
nuaujata 1472, nuaujata 1416, mpocneneno co xubpunot 1470. Co Hajonobpa ymorpedbHa BpEemHOCT € JHHUjaTa
1458, mpocneneno co xubpumor 1470. [Tocron moBp3aHOCT moMery MyIIAYKUTE CBOjCTBA M XEMHCKHOT COCTaB
Ha MCIHUTYBAaHWUTE JIMHUH TyTyH. He e mpoHajaeHa noBp3aHOCT Mely (pU3NUKNUTE U TEXHOJOIIKUTE HHAUKATOPU U
ITyIIa4KNATE CBOjCTBA. Bp3 0CHOBA Ha pe3ynTaTuTe MOXKe /1a ce 3aKIIydH JieKa Bo byrapuja e Mo)xHO J1a ce co3aanar
HOBH, BETYBa4YKH 1 TIEPCIICKTUBHY JINHUU TYTYH O]l TUTOT bepriej kon ke OnaaT KOHKYPEHTHHU Ha yBE3CHHU TYTYHH.

Kayunu 360poBu: TytyH, bepiej, pruznuku, TeXHONONIKH, XeMUCKH WHANKATOPH, ITyIIa4KH CBOjCTBA

INTRODUCTION
In recent years, firmly holds the trend of component of this type of cigarettes. In
increasing consumption of American blend Bulgaria the production of Burley tobacco
cigarettes, both globally and in our country is a relatively ,,new*. Due to the increased
(Bozukov, 2012). Burley tobacco is a major share of production increases more attracted
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to utility qualities (Resnik, 1974; Lewyn,
1979; Tso, 1988; Spears and Tones, 1981).

In a number of studies listed evidence of
impaired typicality of the produced in our
Burley tobacco (Tomov and Minev, 1996).
With its high nicotine content and specific
smoking and properties imported Burley
tobaccos superior Bulgarian samples.
Local tobacco could hardly be equivalent

substitutes imported in cigarette blends.
(Popova et al.,, 2003; Kirkova, 2005;
Kirkova and Taskova, 2005; Kirkova et al.,
2006; Nicolova et al., 2006; Popova et al.,
2006).

The aim of our research is a comparative
analysis of the physical, technological indi-
cators, and chemical properties of smoking
and our new lines Burley tobacco.

MATERIAL AND METHODS

The experimental work is carried out in Tobacco

and Tobacco Products Institute —TTPI Mar-
kovo-Plovdiv. Studies covering the period from
2008 to 2010. Studied are eight lines Burley tobacco
created in TTPI. The selection of lines is based on
economic performance yield and percentage of first
class. For all variants is applied uniform technology

of cultivation. Harvesting of tobacco is performed
whole plants and air dried plants.

Of each line is allocated a representative
sample. Analysis and data processing are
used standardized methods /ISO 15152,
ISO 15154, ISO 2817, BJC 15836, BJIC
16255, BJIC 8389 and e.t..

RESULTS AND DISCUSSION

1. Physical and technological indicators

Regarding the number of leaves per
kilogram of tobacco, the result meets the
standards of Burley tobacco, the most
favorable is the index in Hybrid 1470. The
highest conditional cigarette yield differs

Line 1458 followed by Line 1354. These
options give 1800 tobacco cigarettes per
kilogram . Overall, the results are within the
limits of Burley tobacco and are visualized
in Figure Ne 1.
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Figure 1. Number of leaves in kilogram tobacco and conditional yield

The data obtained for the width of the leaves
are also within the requirements of the vari-
ety group in all variant. In this case the most
favorable indicators are Line 1354, Line
1416, Line Hybrid 1458 and Hybrid 1470.
With regard to the length of the leaves, the
indicators in all variants are in norms for
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Burley tobacco. The highest values of the
studies index are Line 1354, Line 1458 and
Hybrid 1470. The percent of main steams is
in standards of Burley tobacco in all re-
searches tobacco samples. In the most fa-
vorable values is Hybrid 1470 - figure Ne 2.
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Figure 2. Characteristics of tobacco leaves

The results indicate that the largest size of
the leaves, which is desirable in Burley to-
bacco are Hybrid 1470, Line 1354 and Line
1458. The proportion lengths to width in
nearly all the variant is favorable, and is in
the norms are varietal group.

The indicator weigh unit leaf area in g/
sm2?, in all variants is in the range of the
standard on Burley tobacco. In the most
favorable indicators are Line 1458 and Line
1354. At all variants observed values in the

standards of Burley tobacco on the density
of the leaves. The most favorable
performance have Line 1354 and Line
1458. The results of the filling power of
correspond to the results obtained in terms
of the density of the leaves. In all variants
they are within the standard of Burley
tobacco. Best data differ Line 1354 and
Line 1458. The results are displayed in
Figure 3.
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Figure 3. Technological characteristics

The indicator free burning in minutes is
most favorable values in Line 1458 and

Hybrid 1470. In Line 1472 the result is un-
satisfactory for Burley tobacco - Figure 4.
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Figure 4. Free burning in minutes

From the results it is clear that all options are explored with performance corresponding to the
accepted standard in Burley tobacco. Most of them are responsible for average quality.

In the most favorable data regarding the physical and technological parameters differs Line
1458. With very good results stand also Line 1354 and Hybrid 1470.

2. Chemical indicators

As regards the content of nicotine with the
best results is Line 1458. Good results and
Line 1472, Line 1354 and Hybrid 1470,
which revealed more than 3% of the same
content. Other options show satisfactory
values. Values for sugars are lower in Line
1458. The results of the other options are
satisfactory and in Line 1421 the sugar con-
tent is high standards in Burley tobacco.
The content of total nitrogen for all variants
is generally accepted standards for the type

Hibrid 1470 ]
Line 1472 1
Line 1458 1
Line 1421 1
Line 1416 1
Ling 1354 1
Line 1349 1

Line 1334

of'tobacco. The highest values realized Line
1458. The ash content in all variant is opti-
mal values for Burley tobacco. The lowest
content of ammonia and chlorine, which are
highly undesirable in Burley tobacco, is
Line 1458. For Line 1472 values are good.
All variant give protein content in the stan-
dards of Burley tobacco. The results of the
chemical composition of the tested lines are
presented in Figure 5.

m nicotine, %
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Figure S. Chemical composition of the investigated variants Burley tobacco (%)
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It is well known that the smoking properties
of tobacco is determined by complex
chemical indicators. In the case stands out
Line 1458, followed by Line 1472. Hybrid

20

1470 also reveals a balanced chemical
composition. The chemical composition of
the distinguished options is displayed in
Figure 6.
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Figure 6. Chemical composition of the standout studied tobacco

3. Smoking properties

Tasting evaluation is performed on mono
cigarettes the investigated lines under equal
conditions, without a filter segment. Results
in basic perceptions aroma, flavor and
physiological force are displayed in Figure
7 and 8. With good smoking and properties
distinguish Line 1458, Line 1472, Line

1416, followed by Hybrid 1470.
Can be reported link between the smoking
properties and chemical composition of
tobacco researches. Not found correlation
between physical and technological indica-
tors and the smoking properties.

4
3.5

3 4
25 | W sapidity

| intensity

27 [ expresion
1.5 - M pure

1 - W density
0.5

0 -

1354 1416

1334

1349

1421

1458 1472 H1470

Figure 7. Aroma
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Figure 8. Taste and physiological strength

rom the results it can be generalized
conclusion that the desired characteristics
and properties of tobacco Burley type, in
most approaches Line 1458. Hybrid 1470
also reveals good comprehensive indicators.
These two options have markedly high util-
ity value. Line 1458 may be used as genetic
material for improvement of the production
characteristics of the indigenous varieties
of Burley tobacco.

The other options have results largely which
satisfy the conditions of the varietal group.
They are classified with moderate to good
level of quality.

The newly created selection materials Bur-
ley tobacco favorable physical-techno-
logical, chemical indicators and smoking
properties are success for selection work in
Bulgaria.

CONCLUSION

With best values in physical and technolog-
ical parameters differs Line 1458, followed
by Line 1354 and Hybrid 1470. With best
formed chemical complex also features
Line 1458, followed by Line 1472. For Hy-
brid 1470 it can be argued that has a bal-
anced chemical composition.

In the smoking properties are distinguished
Line 1458, Line 1472 and Line 1416,
followed by 1470 Hybrid.

Observe connection between the smoking
properties and chemical composition of
tobacco researches. Not found such as be-
tween physical and technological and the
smoking properties.

It can be concluded that it is possible in
Bulgaria to create new, promising and com-
petitive lines Burley tobacco relentless im-
ported ones.
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ABSTRACT

Sustainable development of agriculture cannot be imagined without economic capacity, environmental protection,
social responsibility and ethical focusation.Economically capable agriculture implies application of new meth-
ods of economy, which also takes into account the aspect of environmental protection.Environmentally protected
agriculture prefers rational use of natural resources, application of optimum-minimum amounts of fertilizers and
agrochemical products for protection and special care for the environment, with genetic sustainability of plants and
animals. Social responsibility is focused on engagement of agricultural workers, their motivation and dedication
to ecologically clean agricultural production. Eco-ethics is a principle focused on many areas, including the mode
of soil cultivation, crop breeding, treatment of plant and animal populations and care for the environment. Tobacco
production is agricultural activity that engages about 10% of the population in the Republic of Macedonia. Its
development must correspond to the intentions of the European Union and global world policy defined by various
government and non-government organizations, which in practice means production of high quality tobacco, use
of tobacco as a bioenergy crop, gradual decrease in tobacco consumption and its substitution with other crops,
with continuous improvement in environmental protection.This paper determines the courses of the sustainable
development of agricultural production with special reference to the dynamics of tobacco production development.

Keywords: sustainable development,tobacco,agriculture,areas,production

HEKOM ACIIEKTH HA OAPXJIUB PA3BOJ HA 3BEMJOAEJICTBOTO CO OCBPT
HA IMTPOU3BOJACTBOTO HA TYTYH U 3AIITUTA HA )KUBOTHATA CPEJIMHA

Oap JTMBHOT pa3Boj Ha 3€MjOJIEIICTBOTO HE MOXKE JIa C€ 3aMUCITHM 0€3 HEeroBara €eKOHOMCKa CTIOCOOHOCT,eKOJIOMTKA
3aMITUTEHOCT, COLMjaIHa OATOBOPHOCT U €THYKA (POKYyCHPaHOCT. EKOHOMCKH CITOCOOHO 3eMjOIEIICTBO Toapa3oupa
MPUMEHA Ha HOBU HAYMHHM Ha CTOMAHHCYBAHE, IITO BO CBOMTE KaJKYJallMH IO 3eMa IMPEABU M acleKTOT Ha
3alITUTa Ha JKUBOTHATa CpelrHa.EKOJIOIIKM 3alITUTEHOTO 3eMjOJICIICTBO Tpedeprpa paloHaTHO KOPUCTEHE
Ha MPHUPOHUTE PECYPCH, IPUMEHA Ha ONTUMAJIHO-MHUHMMAJIHA KOJIMYMHA Ha TyOpUBa U arpOXeMHUCKH 3allITUTHU
Cpe/ICTBa M BOJCHE Ha MMOCEOHA TpHkKa 3a 3a4yByBalbe HA JKMBOTHATA CPEIMHA,CO T'€HETCKa OJPIKIMBOCT Ha
PACTUTETHHOT M JKUBOTHHCKHUOT cBeT.CoIlijaHaTa OArOBOPHOCT € HACOYEeHA KOH 00e30eyBame Ha aHTaXKUPAHOCT
Ha 3eM]jO/ICIICKUTE PaOOTHHIIM, HUIBHA MOTUBHPAHOCT M TIOCBETEHOCT KOH €KOJIOIIKO -3€MjOJIEJICKO IIPOU3BOJICTRO.
Exo-eTnkaTta e MopaiHO Ha4eno koe ce poKycHpa Ha MHOTY IOJpadja,BKIy9IyBajKH TO U HAYMHOT HA KOj JTyIeTo
ja oOpaboTyBaar mMOYBaTa,HAYMHOT HAa MPOM3BOJACTBO HA 3E€MjOHEIICKH KYATYpH, HAYMHOT HA TOCTAIyBame CO
Pa3HOBH/IHAOT PACTUTENICH M )KUBOTHHCKU CBET U TPUKATa 3a )KMBOTHATa cpenuHa.llpon3BoACTBOTO HA TYTYH,
KaKo 3€MjOfIeJICKa aKTHBHOCT CO Koja ce 3aHmMaBaar okory 10% on macenmenmeto Bo P.Makemonmja, Mopa ma
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ce OJIBUBAa BO COIIACHOCT CO MHTEHIMUTE Ha EBporickara yHWja ¥ mio0ajgHaTa MO3MTUBHA CBETCKA MOJMTHKA
[le(l)l/IHI/lpaHa Ol BJIaAVMHWU W HEBJIAJUHU OpraHu3alvv, mITO BCYHIHOCT 3HA4YW IMPOMU3BOACTBO HAa KBAJIUTCTCH
TYTYH,HETOBO KOPUCTEH-C 32 OMOSHEPrHja U HEroBO MMOCTEIIEHO HaMallyBamhe M 3aMEHYBambE CO JIPYTH KYJITYpH,
NPUTOA BOJEjKH TIOCeOHA IPHrKa 3a 3alITUTATa HA )KUBOTHATA CpeiHa.Bo 0BOj Tpy/1 € HampaBeH KPaToK Mperies
KOH HACOKHUTE 3a OJIPKJIMB Pa3BOj Ha 3€MjOIEICKOTO MPOU3BOJICTBO, CO IOCEOCH OCBPT HAa TUHAMHUKATA HA Pa3Boj

Ha TyTYHOIPOU3BOJICTBOTO.

Kayunu 300poBH: 0pXIIHB pa3Boj,TyTYH,3EM]OAEINE,PEOHH, IIPON3BOICTBO

INTRODUCTION

Sustainable development is a globally ac-
cepted philosophy of development and
progress and it summarizes the spiritu-
al ideals of humanity into a single logical
unit. Top advantages of sustainable devel-
opment are equality, fairness, ethics and
responsibility towards present and future
generations. Fact is that mankind has al-
ways faced a number of choices related to
the quality of life and environment. Each
choice has an impact on the world we are
leaving to future generations. Some of the
choices will contribute to creating a world
in which economic and social needs are bal-
anced with the capacity of natural resources
and ecosystems, others will lead to a world
with devastated environment ruled by pov-
erty and hunger. Through sustainable devel-

opment collective responsibility is taken for
promoting economic development, social
equity and environmental protection at lo-
cal, national and global level.

Sustainable development is defined as de-
velopment that satisfies the needs of present
generations without compromising the abil-
ity of future generations to satisfy theirs.
The concept implies a new attitude towards
the environment in which we act as if we
have not inherited it from our ancestors,
but we have borrowed it from our children.
In other words, sustainable development is
development which meets the needs of the
present, without endangering the possibili-
ty of future generations to meet their own
needs.

Unsustainable development

Unsustainable development is an increase
of poverty, destruction of natural resources,
pollution effects on health. Unsustainable
development is when trees are cut down
without being replaced by other trees, when
fish are caught in amounts that threaten
their survival, exploitation of waters, plants,
stones, mineral resources without responsi-
bility for the future. Unsustainable devel-
opment is when people buy and drive cars

which pollute the environment and release
exhaust gas.Unsustainable development is
also when too many pesticides are added in
the soil on which crops used as a food are
grown. Unsustainable trends in reflected in
climate change, use of energy, poverty and
social exclusion, demographic pressure and
aging, threats to the public health, the use
of natural resources and loss of biodiversity
are processes that need urgent action.

THE CONCEPT OF SUSTAINABLE DEVELOPMENT

We live in a consumer society. Every day we
buy and use a range of products, but what
we rarely ask is how these products are pro-
duced and what impact they have on the
environment. All manufactured products

consume large amount of natural resources,
various harmful chemicals that are released
into water and soil together with thousands
tons of carbon dioxide and other green-
house gases emitted into the atmosphere.
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In other words, people take the resourc-
es from nature, they use them to create
products they need and after some peri-
od of time they throw these materials and
then burn them in landfills. This principle
has long been considered acceptable until
people realized that nature and natural re-
sources are not found in unlimited quan-
tities and that at some point the available
resources will be significantly reduced and
some will be completely exhausted. Faced
with this problem, people developed the
concept of sustainable development.Sus-
tainable development is development
that meets the needs of present genera-
tions without compromising the ability
of future generations to meet their own
needs.Sustainable development assumes
collective responsibility for advancing the
economic development, social equity and
environmental protection at local, national
and global level. The concept implies a new
attitude towards the environment in which
we act as if we have not inherited it from
our ancestors, but we have borrowed it from
our children. In other words, sustainable de-
velopment is development which meets the
needs of the present, without endangering
the possibility of future generations to meet
their own needs.

Sustainable development, as a global con-
cept, is a challenge for everyone. Its main
goal is to meet current needs without com-
promising the needs of future generations.
Realization of this goal means creation of
economy with full employment and highly
qualified employees, high quality health
care, social and territorial cohesion and en-
vironmental protection, all this in condi-
tions of peace and security throughout the
world.Active participation of Europe in the
global process of sustainable development
discussed at the conference in Rio de Janei-
ro in 1992 resulted in adoption of the first
Sustainable Development Strategy (SDS)
of the EU in Gothenburg in 2001, revised in
2006 by the European Council.Present gen-
eration has a duty to preserve and support
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our planet’s diversity and to ensure its sus-
tainable development. The overall aim of
the revised strategy is to establish a set of
measures and actions that will allow contin-
uous improvement of quality of life of pres-
ent and future generations through the cre-
ation of sustainable communities able to
manage and use resources efficiently, able
to develop the ecological and social innova-
tion potential of the economy and able to
ensure prosperity, environmental protection
and social cohesion.The renewed Sustain-
able Development Strategy (EU SDS) con-
cerns the global nature of sustainable devel-
opment and the need for global solidarity,
inclusion of all countries, particularly those
with rapid development which have a sig-
nificant impact on global growth. This strat-
egy complements the Lisbon Declaration
and largely corresponds to the Millennium
Development Goals (MDGs). The key ob-
jectives of EU SDS are related to environ-
mental protection, social equity and cohe-
sion, economic prosperity and fulfillment of
international obligations.This concept im-
plies a new attitude towards the environ-
ment in which we act as if we have not in-
herited it from our ancestors, but we have
borrowed it from our children. In other
words, sustainable development is develop-
ment which meets the needs of the present,
without endangering the possibility of fu-
ture generations to meet their own needs.
Sustainable development is a harmonious
relationship between ecology and economy,
natural resources and the idea of preserving
our planet for future generations. It is a col-
lection of methods to create and sustain de-
velopment which seeks to reduce poverty,
create equitable standards of living, satisfy
the basic needs of all peoples and establish
sustainable political practices, all while
taking the steps necessary to avoid irrevers-
ible damages to natural capital. Sustainable
development can be conceptually divided
into four pillars: environmental, economic,
social and political sustainability (Fig. 1).
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Figure 1. Pillars of sustainable development

Sustainable development is a harmonious
relationship between ecology and economy,
natural resources and preservation of our
planet for future generations. Sustainable
development is a set of methods to produce
sustainable growth which aims to eradicate

poverty and provide equal living standards,
satisfying the basic needs of all people and
establishing sustainable political practices,
while taking all the steps necessary to avoid
irreversible damages to natural capital.

SUSTAINABLE DEVELOPMENT-A CHALLENGE TO THE PRESENCE
AND THE FUTURE

,,We do not inherit the Earth from our ancestors,we borrow in from our children®

In the last decades, the concept of sustain-
able development has been accepted as a
way of life in harmony with the environ-
ment. One of the definitions on sustainable
development is that of the World Commis-
sion on Environment and Development
(Brundtland Commission): “Sustainable
development is development that meets
the needs of the present, not compromis-
ing the ability of future generations to meet
their own needs.”At the Earth Summit on
Environment and Development (UNCED)
held in Rio de Janeiro, 1992, world lead-
ers established Agenda 21, which provides
recommendations on sustainable manage-
ment of land, water and forest resources in
the 21st century.Sustainable development,
as a global concept, is a challenge to ev-
ery man and every country in the world. Its
main goal is to secure continuous improve-

Lacota Indians

ment of quality of life and prosperity of the
country and to ensure sustainable develop-
ment for present and for future generations.
Unsustainable trends reflected in climate
change, use of energy, poverty and social
exclusion, demographic pressure and aging,
threats to the public health, the use of nat-
ural resources and loss of biodiversity are
processes that need urgent action.

Active participation of Europe in the glob-
al process of sustainable development dis-
cussed at the conference in Rio de Janei-
ro in 1992 resulted in adoption of the first
Sustainable Development Strategy (SDS)
of the EU in Gothenburg in 2001, revised
in 2006 by the European Council. The re-
newed Sustainable Development Strategy
(EU SDS) concerns the global nature of
sustainable development and the need for
global solidarity, inclusion of all countries,
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particularly those with rapid development
which have a significant impact on global
growth. This strategy complements the Lis-
bon Declaration and largely corresponds
to the Millennium Development Goals

(MDGs). The key objectives of EU SDS are
related to environmental protection, social
equity and cohesion, economic prosperity
and fulfillment of international obligations.

,» L he greatest threat to humanity comes not from its wrongs, but from its success*

How can humans continue their civiliza-
tion on Earth without destroying the nature
and themselves? Certainly not with ruthless
development conceived as mere piling up
of material wealth, followed by profligate
use of natural resources through which all
countries compete and take care only of
their GDP (gross domestic product), as a
measure of their success and development,
blind to the price the nature pays for their
progress. The answer to the question lies
in implementation of the concept of sus-
tainable development.Sustainable develop-
ment means improving the quality of life
within the capacity of existing systems. It
is a development that provides basic envi-
ronmental, social and economic services
to all members of the community, without
threatening the vitality of natural, artificial

Ernest Friedrich

and social systems on which those services
depend.The core principal of sustainable
development is the belief that social and
economic goals and goals related to envi-
ronmental protection should be mutually
complemented and interrelated throughout
the whole process of development. Hence,
sustainable development should be treat-
ed as an issue based on the integration of
economic and social development in the
context of high quality environmental man-
agement. In this respect, it is necessary to
implement the strategy of sustainable de-
velopment. The Sustainable Development
Strategy is an important document which
defines the courses for optimum develop-
ment of the local community, taking into
account the characteristics, advantages and
limitations of the environment.

OBJECTIVE OF THE SUSTAINABLE DEVELOPMENT

... Through a jointed and timely action of morality and knowledge sustainable development is
possible, because scientific truth is marvelous, but moral truth is divine...*

The main objectives of the EU Sustainable
Development Strategy are to ensure, envi-
ronmental protection, social equity and co-

Horace Mann

hesion, economic prosperity and fulfillment
of international obligations.The key chal-
lenges are:

* Climate change and clean energy - to limit climate change and its costs and negative ef-

fects to society and the environment;

» Sustainable transport — to meet the community needs for traffic whilst minimising its un-
desirable impacts on the economy, society and the environment
» Sustainable consumption and production- to divide the economic growth from degradation

of the environment

» Conservation and management of natural resources - to avoid over-exploatation of natural

resources
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* Public Health — to secure equal access to a good-quality healthcare and to improve pro-

tection against health threats

* Social inclusion, demography and migration — to increase the quality of life of citizens as
a precondition for lasting individual well-being

* Global poverty and sustainable development challenges — to reduce poverty, to promote
sustainable development and to ensure that the internal and external policies are consistent
with global sustainable development and its international commitments.

The progress in realization of the objectives
of sustainable development is monitored by
a set of indicators defined by the Europe-
an Commission. The sum of indicators is
organized into major themes following the
economic, social, environmental and insti-
tutional dimension of sustainable devel-
opment. The indicators are organized into
three levels according to the subgroup to
which they belong.

The fate of future generations lies in the
hands of the present generation - we have a

duty to preserve the Earth’s capacity to sup-
port life in all its diversity and to ensure
sustainable development. Agriculture in
Republic of Macedonia is tending towards
application of the principles of sustainable
development. In context of sustainable
model of production and consumption, sta-
tistical data on the production, area and
yields of various crops, including tobacco,
in a period of ten years (2004-2014) are
presented in this paper (Graph 1, Table 1
and 2).

Wheat
Grapes
Tomatoes

Barley

Apples

Tobaco

I 2004
1 2009
2014

Graph 1.Realized production of agricultural crops

Table 1 shows some oscillations in the areas
planted with barley, tobacco and tomatoes
from 2004 to 2014, but there is still some
stability in the use of these crops. High-
er oscillations and significant reduction
(24635 ha less) was recorded in the area

planted with wheat - from 101321 down to
76686 ha.

The oscillations were more stable in the
number of fruit-bearing apple trees and
grape vines.
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Table 1. Area and production of agricultural crops

2004 2009 2014
Wheat 101321 88151 76686
Barley 44739 48622 41157
Tobacco 17716 17800 17756
Tomato 5972 5731 5720
Apples (No. of fruit-bearing trees in 000) 3625 4049 3776
Grapes (No. of fruit-bearing vines in 000) 88840 75228 84481

Data on the average yields of above crops are presented in Table 2. The table gives data on the
average yield of crops over a 10-years period represented by 2004, 2009 and 2014.

It can be seen that there are also significant oscillations in the average yield, with a rise in 2014.
It can be also noted that the average yield of tomatoes and tobacco showed an upward move-
ment in 2009 and 2014. This is primarily due to the varietal structure of oriental tobaccos -
primarily of the type Prilep, and to the climate conditions and applied cultural practices.

Table 2. Average yields of agricultural crops

Unit 2004 2009 2014
Wheat kg/ha 3522 3076 3755
Barley kg/ha 3328 3010 3719
Tobacco kg/ha 1221 1355 1553
Tomatoes kg/ha 19171 25370 28065
Apples kg/tree 23 26 25
Grapes kg/vine 3 3 2

The concern for sustainable development

The fate of future generations is in
the hands of current, which have a
duty to preserve the planet’s capaci-
ty to support life in its overall diversi-
ty and ensure sustainable development.
Thus, care for sustainable development is in
the hands of current and future generations
and itshould be encompassed by science and,
with even greater magnitude, by practice.
The present generations should understand
that they have an obligation to use rea-

sonably all that they inherited from previ-
ous generations, to spend it but also to re-
new it and pass on to future generations.
Science through its research, debates
and creativity should regularly refer to
sustainable development in all areas in
their countries and in the world, not en-
dangering the stability of the cosmos.
The practice through its practical actions
should make a reasonable use of the limited
resources, in order to secure the human and
biological survival.

CONCLUSIONS

Sustainable development, as a global con-
cept, is a challenge to every man and ev-
ery country in the world. Its main goal is to
secure continuous improvement of quality
of life and prosperity of the country and to
ensure sustainable development for present
and for future generations. Unsustainable
trends reflected in climate change, utiliza-
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tion of energy, poverty and social exclusion,
demographic pressure and aging, threats to
the public health and loss of biodiversity
are processes that need urgent action. The
fate of future generations lies in the hands
of the present generation, which has a duty
to preserve the Earth’s capacity to support
life in all its diversity and to ensure sus-
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tainable development. Sustainable devel-
opment offers a harmonious relationship
between human and natural resources and
a model of just and progressive world. It
implies harmonization of economic, social
and environmental aims, their integration
whenever it is possible through creating
mutually supportive policies and practices
and making compromises when the integra-
tion between opposite aims is not possible.
National Strategy for Demographic Devel-
opment of the Republic of Macedonia is a
basic document that identifies priority areas
and tasks in formulating demographic pol-
icy. The aim of these priorities and tasks is
to develop a trend of long-term stabilization
of population growth, increasing birth rate

and reducing mortality rate and the rapid
aging of the population by enabling a high
quality of the human capital, better quali-
ty of life for every Macedonian citizen and
family and creating conditions for progress
towards a socially cohesive community of
citizens. Sustainable development is a de-
velopment that satisfies the needs of present
generations without compromising the abil-
ity of future generations to satisfy theirs.
Realization of this goal means creation of
economy with full employment and high-
ly qualified employees, high quality health
care, social and territorial cohesion and
environmental protection, all this in condi-
tions of peace and security throughout the
world
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ABSTRACT

The chemical composition of tobacco, comprise about 3000 components, but we studied those that most affect its
quality, and through him the smoking properties of tobacco: nicotine, total N, protein, soluble sugars and minerals. In-
vestigations were carried out in the Scientific Tobacco Institute — Prilep and included four varieties of Prilep tobacco:
Prilep P-23 (@), P-66-9/7, NS-72 and P-79-94. The trial was set up in randomized block design with four replicates.
The analysis of chemical composition of cured tobacco was made by standard and accepted methods in the accredited
laboratory LO3 of the Scientific Tobacco Institute - Prilep. From the results we can conclude that all the varieties are
distinguished by good chemical properties, or it comes to good quality of tobacco raw type prilep.

Keywords: type prilep, chemical properties, tobacco varieties

XEMUCKHU CBOJCTBA HA TYTYHOT KAJ HEKOU OPUEHTAJICKH COPTH O/
THUITIOT ITPUJIEIT

XEeMHCKHOT COCTaB Ha TYTYHOT 0 CO4MHyBaaT okoiy 3 000 KOMIIOHEHTH, HO HUE T'H IIPOYYHBME OHHE IITO HAjMHOTY
BJIMjaaT HA HETOBHOT KBAIUTET, a MPEKy HEro M Ha IyIIaYKUTEe CBOjCTBA HA [IUTapHUTe: HUKOTHHOT, BKYIIHHOT a30T,
OCNKOBUHUTE, PACTBOPIMBUTE IIEKEpH M MHHEpATHUTE Marepud. VcrpakyBawara ce W3BpLIeHH Bo HaydHuor
HUHCTUTYT 3a TyTyH Bo [Ipmien. Omuror Oeme MocTaBeH BO YETHPH MOBTOPYBama IO METONOT PaHIOMU3HMpaHU
6mokoBH. McrmTyBaHU ce 4eTHpH COpPTH On THUIOT mpwier: npmiern [1-23 (kornTpona); [1-66-9/7; HC-72 u I1-79-
94. AHanu3uTe 32 XEMHUCKHOT COCTaB Ha CYBHOT TYTYH C€ HallpaBeHH O CTaHIAPJHHU U OMIITONPU(ATCHA METOIH
BO akpenuTHpanara Jlaboparopuja - L03 Bo OxneneHuero 3a XeMuja Ha TyTYHOT, TYTYHCKUOT 4aJ M OCTaTOLH Of
necTHmAn npu HayqHHOT HHCTUTYT 32 TyTYH - [Iprient. O qoOHeHUTe pe3yiITaTi MOKeMe J1a KOHCTaTHpaMe JieKa
NPEJIMETHATE COPTH C€ OJUTMKYBAaT cO JOOPH XEMHCKH CBOjCTBA, OMHOCHO CTaHyBa 300p 3a KBaJHMTETHA TYTyHCKa
CYpOBHHA OJ] TUIIOT MPHJICIL.

Koyunu 360poBu:THIT TPUIIET], XEMHUCKH CBOjCTBA, COPTH TYTYH
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INTRODUCTION

The consumption of tobacco in the world is increasing steadily. In recent decades, with the
introduction of filter cigarettes, the manufacture of cigarettes with low nicotine content and the
use of appropriate materials, greatly contribute to increasing growth.

Tobacco production takes an important place in the economy of the Republic of Macedonia. Its
importance is reflected by the fact that the raw material is primarily intended for export to world
tobacco markets. Our country is known producer of high-quality aromatic oriental tobacco
type, participating in the recipes for making the finest cigarette brands in the world.

Uzunoski (1985), divides elements of quality that characterized tobacco into three groups:
* Chemical indicators of quality

* Physical indicators of quality
» Tasting properties of tobacco

A number of research and practical findings
suggest that in the formation of the chemical
composition of tobacco, the biggest impact
have the type, variety, ecological conditions
in the region and applied agro-techniques.

From the connection of these factors de-
pends the intern relationship of chemical

components, which in turn reflect the quali-
ty of smoking tobacco.

Our purpose with this study was to investi-
gate the chemical and display those proper-
ties that most affect the quality of tobacco:
total nitrogen, nicotine, proteins, soluble
sugars and minerals.

MATERIAL AND METHOD

The trial was set up in 2014 on dilluvial-colluvial
soil in the field of Tobacco Institute-Prielp with
four varieties of Prilep tobacco (P-23, P-66-9/7,
NS-72 and P-79-94). Seedlings were produced in
cold seedbeds. The second spring ploughing was
followed by fertilization with NPK 10:30:20 in a
rate of 250 kg/ha. The experiment was designed
in randomized blocks with four replicates. Tobac-
co was transplanted manually at 40 cm spacing
between the rows and 12 cm between the stalks.
The area of each plot was 10 m?. All necessary
agro-technical measures for normal growth and
development were applied in the field during the
growing season. In July watering of the trial with

wing sprinklers system was applied with 25 1/m?
water. After harvesting, tobacco was sun-cured
in barns specially designed for drying of oriental
tobacco. Average samples for chemical analysis
were taken from fermented tobacco by standard
methods. Analyses of chemical composition
were performed in accredited laboratory LO3 in
Tobacco Institute-Prielp, by recognized and gen-
erally accepted methods.

Subject of our investigations was the content of
the following chemical compounds in dry tobac-
co leaves: nicotine, Total nitrogen, proteins, sol-
uble sugars and mineral matters. Shmuk quality
index was also determined.

SOIL CONDITIONS

Production of high quality tobacco is closely
related to the soil type. Soil with its mechanical
composition and nutrients content is a medium
in which tobacco plants grow, develop and reach
their genetic potential.

The trials were performed on delluvial—colluvial,
the most represented soil type in the region of
Prilep. Agrochemical characteristics of the soil
on which the trial was conducted are presented
in Table 1.

81



Table 1. Agrochemical characteristics of the soil

Horizon Depth  Humus CaCo3

Available N

pH in nutrients C:N
(cm) (%) (%) mg/100gr (%)
H20 KCI P205 K20

| 0-30 0,53 - 6,00 496 725 13,3 0,055 5,59

II 30-57 0,43 - 594 478 1,75 19,2 0,055 4,53
1 57-83 0,39 - 6,15 4,95 1,9 18,5 0,055 4,11
1A% 83 - 100 0,26 - 6,29 5,05 1,25 13,3 0,049 3,08
\4 > 100 0,24 - 6,70 6,01 2,00 93 0,046 3,03

Data presented in Table 1 show that the soil
on which the trial was conducted is char-
acterized by a very low content of organic
matter, low total nitrogen, moderately acid-

ic, slightly acidic to neutral pH of the soil
solution, low to extremely low supply of
P205 and medium to good supply of phys-
iologically active K20.

RESULTS AND DISCUSSION

Chemical composition of tobacco is a com-
plex of substances such as organic acids, or-
ganic bases, alkaloids, nitrogen compounds,
proteins, carbohydrates, essential oils and
resins. Tobacco is very adaptable plant to
the external environment which highly af-
fects its chemical composition, anatom-

ic structure and physical properties. Any
change of water, nutrient and light regime
leads to modification of the basic properties
of raw tobacco (Vesselinov, 1964). The re-
sults of our investigation on chemical com-
position of some varieties are presented in
Table 2.

Table 2. Chemical composition of tobacco

o > S s
No. g 2 Ee £ 52 £ L
1. P-230 0.94 1.90 6.59 1415 16.66 2.15
2. P-66-9/7 0.87 2.16 6.63 1799 14.29 2.71
3, NS-72 0.88 2.30 6.98 1467 1578 2.10
4. P-79-94 0.91 2.20 6.75 13.67  16.49 2.03
Nicotine

Nicotine as a chemical compound is one of
the major representatives of the alkaloids
contained in tobacco plant and an important
indicator of quality of tobacco raw. In fresh
condition it is oil-like liquid, without color
and smell. When exposed to air it turns yel-
low and then dark (Uzunoski, 1985). The nic-
otine content is a variety characteristic that
varies depending on the agri-environmental
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conditions and the cultural practices applied.
Nicotine is synthetized in the roots and then
through the stalk it comes to the leaves.
Tursi¢ (1993), reports that tobacco fertil-
ization with certain doses of nitrogen can
increase the nicotine content from 20.7 to
34.9%.

In the tested varieties from type Prilep in
2014, the content of nicotine was slightly



lower and it is from 0.88% in the variety
NS-72,t0 0.94% in the control variety P-23.

This reduction is due to the larger amount
of rain during the vegetation.

Total N

A number of authors reported that higher
amount of Total N in tobacco has a negative
impact on its quality.

According to Uzunoski (1985), total ni-
trogen content increases from lower to the
upper insertions and varies depending on
the conditions of growing and the type of

tobacco.

The average values show that maximum to-
tal N (2.30%) has the variety NS-72, and the
minimum has the control variety (1.90%).
In the other two varieties the total N content
is nearly the same or is from 2.16 for P-66-
9/7, t0 2.20% in P-79-94.

Proteins

Proteins are complex organic compounds
that have a special place in the chemical
composition of tobacco, expressed through
the smoking and taste properties of tobacco
raw material.

According to Timov et co. (1974), the opti-
mum content of Total N ranges between 5%
and 10 %. The contents below 5% impairs
the taste of tobacco and the smoker feels
bitterness, irritation of throat and unpleas-

ant smell.

According to Shmuk (1948), good quality
tobacco should contain between 7 and 9%
protein.

The results of our investigations have
shown that the content of proteins for three
varieties of the type Prilep are in optimal
range as an expression of the quality of to-
bacco raw material, or it is from 6.59 for
control variety, to 6.98% for NS-72.

Soluble sugars

Soluble sugars (monosaccharides and di-
saccharides) are the first products of the
photosynthesis. The quality of tobacco is
highly affected by the content of soluble
sugars. The higher content of soluble sugars
has a beneficial influence on tobacco taste
and improves the aroma through neutraliza-
tion of the negative impact of proteins, giv-
ing tobacco smoke an acidic reaction.

Veselinov (quoted by Uzunoski, 1985), re-
ported that high quality oriental tobaccos
should contain 14 to 18% of soluble sugars.
Table 2 clearly shows that the variety P-66-
9/7 contains the greatest amount of soluble
sugars (17.99%), and lowest amount we
have for the variety P-79-94 (13.67%). And
for the check variety P-23, the value of this
property is 14.15%.

Mineral matters

Mineral matters are important part of the
chemical composition of tobacco and their
share in the total dry mass content ranges
from 9 to 30%. They are expressed through
the ashes content that remains after the burn-
ing of tobacco. It is considered that higher
content of mineral matters has a negative im-
pact on tobacco quality.

Mitreski (2012) reported that the content of
mineral matter in Prilep tobacco varieties

ranges between 10.7% and 14.5%.
According to Ali¢ - Pemidzi¢ et al (1999),
and Butorac (2009), the most important in-
gredients of the mineral complex of tobacco
are potassium, calcium and magnesium.

In our research (Table 2), the average content
of mineral substances is from 14.29 for P-66-
9/7,t0 16.66 for P-23 (0). The data presented
in the table for this property, shows that it is
a quality varieties tobacco from type Prilep.
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Shmuk quality index

Shmuk index is the ratio between soluble
sugars and proteins and it presents a coef-
ficient for evaluation of tobacco quality. Its
higher value denotes better quality of tobac-
co raw. In our investigations, the Shmuk in-
dex ranges from 2.03 in the variety P-79-94,
2.10 in NS-72, 2.15 in P-23 to 2.71 variety
P-66-9/7.

Donev and Zlatev (1974), pointed out that
the soluble sugars and proteins ratio is used
as an objective criterion for estimation of to-
bacco quality. According to them, good qual-
ity tobaccos are those with Shmuk index 2
and over 2. Therefrom, it can be stated that
the investigated varieties of Prilep tobacco
are characterized by a very good quality.

CONCLUSION

Based on the results obtained from research
on the chemical properties of the subject va-
rieties, we made the following conclusions:
The content of total nitrogen is within the
limits of oriental tobaccos from type Prilep.
In all varieties, the total nitrogen is below
3%, which will positively reflect in the to-
bacco smoking material.

Nicotine content is from 0.87 for P-66-9/7,
to 0.94% of P-23. Although the content of
nicotine is a variety feature, it depends on
soil and climatic conditions in the region of
production.

The average protein content is within the
limits of oriental tobacco. The same ranges
from 6.63 in P-66-9/7, to 6.98% in NS-72,

which is a sign of quality tobacco raw.
Soluble sugars are also in the optimal range.
Their proportion of protein is a versatile,
which indicates on good quality tobacco.
The average values of minerals are mov-
ing from 14.29 in P-66-9 / 7, to 16.66% in
P-23. In the other two varieties the average
content of minerals is at 15.78 NS-72, or
16.49% in the variety P-79-94.

Shmuk quality index has a positive value
(greater than one), for all tested varieties
from the type Prilep.

Studies on the chemical composition of the
varieties have shown that it is a high quality
oriental tobacco raw which is likely to have
good tasting features.
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Title-in capital letters, boldfaced, 12-point font size, aligned to the center;

Full name and surname of the first author-capital initial letter, other letters small, font size 12,
centered;

Name of the institution-for multiple authors from different institutions, each author’s surname
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detailsand should summarize the most important results. Abstracts should not include citations
toreferences.Font size 10, centered.

Keywords-up to Sessential words, in English and Macedonian.
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each of them and with 10 pt.font.

The title of graphical presentation should be in 10 pt font, all graphical presentations, (includ-
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text. Minimum resolution for images is 200 -300 dots per inch.
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Campbell 2000). Each citation must correspond to the Reference list at the end of the paper.
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