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Original research paper

JOBUBAILE HA CEME O IMIIEPKA TOBUEHA BO IN VITRO
KYJITYPA O AHTEPA

Konesa-I'ynesa Jlunjana* u TpajkoBa ®@unanka’

Kparok m3Bagok

Llen Ha oBue ucTpaxkyBama Oellle Jja ce MOCTUTHe e(PeKTUBHA in
Vitro TEXHOJIOTHja 3a TMpOydyyBamke Ha XaIUIOWHM U JUXaIJIOUuHU
pacTeHMja-pereHepaHTy; WHAYKIUja Ha emMOpuoreHe3a BO KyJATypa Ha
aHTepU Ofi MUIEpKa in Vitro; pa3Boj HA eMOPHUOUNIUTE BO PEreHEPaHTH,
KakO WU yCIellHa ajanTagdja ¥ akjJIuMaTu3aldja Ha JoOMeHuTe
pereHepaHT! Off CTEPUJIHM BO OpaHXepucku ycinoBu. MHpaynmpana e
comMaTrcka emOpuoreHe3a BO KyJATypu Ha aHTepu Kaj JBaHaeceT
TEHOTHIIOBH, Of] AEBETHAECET PA3JUYHU HUCIUTYBAaHW TIEHOTUIIOBU Ha
nunepka.

I[lo ycmemnara akinuMaTu3alyja Ha pEreHEpaHTHTE  BO
OPaHXKEPUCKH YCIOBH KOJEKIMOHUPAH € CEMEHCKU MaTepHjal Off YeTUPHU
TeHOTUIIOBU Ha MWIEPKa W Toa: iupad, kypiioscka kaiiuja CP, 3aaitien
meoan CP u ghexeposzon. KONEKIMOHUPAHUOT CEMEHCKH MaTepHjal
MpeTcTaByBa OJJIMYHA MOXKHOCT 3a BKJIyYyBamke€ Ha WCTHOT BO
CEJIEKIIMOHUTE MpOIeCH Ha MHIepKaTa, Kako ¥ 6a3a 3a MOHATAMOIIHU
LIUTOrEHETCKHU U APYTH UCTPaKyBaba Ha MOJIEKYJIAPHO HUBO.

Knyunu 360poBu: anopozenesa, in virto, anitepu, iuitepka (Capsicum
annuum L.)

SEED PRODUCTION FROM PEPPER OBTAINED IN IN VITRO
ANTHER CULTURE

Koleva-Gudeva Liljana and Trajkova Fidanka

* THCTATYT 32 jysKHU 3eMjofiesicku Kyntypu - Ctpymuna, 'Toue Jemues" 6.6.,
2 400 Crpymuna, Makengonuja
* Institute of Southern Crops-Strumica, Goce Delcev b.b., 2 400 Strumica, Macedonia
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Abstract

The aim of these examinations was establishment of effective in vitro
technology for study of haploid and diploid plant regenerants; induction of
embryogenesis in pepper anther culture; development of the embryos into
regenerants as well as successful adaptation and acclimatization of regenerants
from sterile to greenhouse conditions. Induction of somatic embryogenesis in
anther culture in 12 from 19 exanimate genotypes of pepper was achieved.

After successful acclimatisation of the regenerants under greenhouse
conditions seed material from four pepper genotypes was collected: Piran,
Kurtovska Kapija Sr, Zlaten Medal Sr and Féher6zon. The collected seed
material is excellent possibility for further breeding processes, cytogenetics and
other molecular level research.

Key words: androgenesis, in vitro, anthers, pepper (Capsicum annuum L.)

1. Bogen

Co3paBamkbeTO Ha XaIJIOUAW U CIIOHTAHU AMXAIJIOUMAU BO KyJITypa
Ha aHTepu € J0O0pO pa3BHEH M KOPUCEH METOJ BO pacTUTENIHaTa
reHeThKa, Kako M BO cejeKlyjaTa Ha pacreHujara. [IpBaTta xammoupgHa
nunepkKa BO KyJTypa Ha aHTepu e gobmeHa Bo 1973 rog ogq Wang et al.
XamnoupHata MopdoreHe3a Ha BujoBd o popot Capsicum e
ncrpaxyBaHa ofi George u Narayanaswamy (1973) u Kuo et al. (1973), nako
MPOAYKIMjaTa Ha XaIlJIOMAHN NHANBUAYY OMIa MHOTY HHCKA.

IIpBHOT penpogyKTHBEH METOX 3a NPOAYKIMja HA XaIUIOMAU Of
nunepka e passueH Bo 1981 oxg Dumas de Valux et al., a ucrpaxxysamara
3a aHlporeHes3ara Ha NUIepKa OWIe WMHTEH3MBHM M KOH KpajoT Ha
ABAECETTUOT BEK, HO JTOOMEHUTE PEr€HEPAHTH IJIaBHO OMIIe MEIIaBUHA Off
xartouay u gumuionau pacrenuja (Kaparakis, 1999). Bo monatamomsuTe
HACTpaxKyBalkbha KOPUCTEHH CE€ pa3HHM CTpec-TPETMaHW, CO ILeJd fa ce
3rojieMH coMaTcKaTa eMOpuoreHesa, Off €iHa CTpaHa, W fia ce 3rOoJeMHU
NpoAyKIMjaTa Ha Xamiaouau, o apyra crpaHa (Mityko et al., 1993,1995,
1999). Cera, aHgporesesara BoO in Vvitro ycioBH, 60asupasna Ha 30 ToguiIHo
HACTpaxKyBame, INpEeTCTaByBa e(EeKTUBEH METOJ 3a WHAyKIWja Ha
xamtony (Koleva-Gudeva, L. et al., 2007)

Bo kynTypa Ha aHTepH KOM COfip>KaT MUKPOCIIOPU BO CTaJUyM Ha
mpBaTa MmojieHoBa fenba (n=x), ako YCHEIIHO Ce WHAyIupa cOMaTcKa
eMOpuoreHesa, ce JoOMBa XaIJIOUJHU WU JUXAIJIOUHU pereHepaHTu
(Konea-T'ynesa, J1., 2003).
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2. Marepujan u MeToJ Ha padoTa

Kako marepujan 3a mHAyKIMja Ha aHApPOreHe3a BO KyJTypa Ha
aHTEepH ce KOPHUCTEHHM He3peluTe MyNKH Off MHUIEepKa, KOU COppKaT
aHTEpU CO MHUKPOCIOPU BO CTAJUyM Ha MpBaTa MOJEHOBa fenda Wiu
HenocpefHo npep Aendara. McnutyBamaTa ce U3BEIEHU CO JIE€BETHAECET
pasnuyHu reHotunoBu Ha mnunepka (Ta6Gema 1). Crepunmsanmjata Ha
NYNKATE ce OfBWBAIlle HA CIEAHMOT HAuYWH: HAJOPBO NYIKHUTE Ce
MpoMMBaaT BO BOJOBOJHA BOJAA; IOTOA CJed MPOMUBAHKE BO
aecTunrpana Bopa; noroa 15 cekynau Bo 70% C,HsOH; mna 10 muHyTH BO
5% Ca(ClO), co 2-3 kanku Tween 20, u Ha Kpaj NyNKUTE ce MPOMUBAAT
HEKOJIKYNaTH BO CTEpUIIHA BOJIA.

IMoroa, m3onupanum aHTepu of 3 Nymku Oea TOCTABEHU BO
MEeTPUEBU CaJIOBU CO MPEYHUK Off S ¢cm U TOa CO KOHKaBHATa CTpaHa Jia ro
ponupaaT UHAYKTUBHHOT MeguyM. Cragmymor Ha penbata Ha
MHKpocriopaTa Oelie ofpeayBaH MHUKPOCKOINCKM cO o000jyBame Ha
aHTEpUTE HEKOJKY MHHYTH CO aleTOo-KapMuH, a MOoToa ucrure Oea
Mukpockonupanu. Toa oOuuyHO € pa3za Ha 1BeTHaTa NymKa Kora
MOJDKMHATA Ha LBETHUTE M BEHEYHUTE JIMBUMHA € €JHakKBa M Kora
CII00OJHMOT Kpaj Ha aHTepaTa II0YHyBa fia ce 000jyBa 6Jiefj0 BUOJIETOBO.
Ha n3onupanuTe aHTepH ce KanHyBa Off alleTO-KapPMHUHOT U 1O HEKOJIKY
MUHYTHU UCTHUTE CE€ MalepupaaT Ha MUKPOCKOIICKO MPEIMETHO CTAKJIO U
ce HaOJbylyBaa BO KOj CTaiIlyM € MUKpOCIopara.

HcTtpaxkyBawaTa 3a  aHAPOTEHETCKMOT  MOTEHIMjal  Ha
UCTIATYBAHUTE COPTH MUIEPKa ce U3BEIeyBaHU CIIOpeNl METOROT Ha Dumas
de Valux et al., 1981. Cnopen METOIOT Ha OBOj aBTOP, HAjIPBO aHTEPUTE
ce KyatuBupaat Ha mMeguymotr CP + 0,01 mg/l KIN + 0,01 mg/l 2,4D, co
nHKyOanuja Ha TeMHO 8 feHa u Ha +35+2°C, cnepnuTe 4 AeHa BO KiuMma
koMopa Ha +25+2°C co ¢otonepuonauzam 12 h cetsno / 12 h temuo, a
1oToa UCTUTE ce TNpeHecyBaaT Ha MeauymMoT R; + 0,01 mg/l KIN nHa
+2542°C, co poTonepuoguzam 12 yaca cBetsio u 12 gyaca TEMHO.

AknuMaTu3anyjaTa Ha JOOMEHWTE XaIlJIOW[M Cce OJ[BUBAIIIe
eTarHo, HajIPBO BO KJIMMa KOMOpa Kajie pereHepanTuTe 6ea 3aceaHu BO
CTepHWJIHA MeIlIaBUHA Ha mepiut : TpeceT : nmecok (1:1:1) (Cnuka 1b), a
MOTOA BO OPAHXKEPHUCKH YCIOBH MOKPHUEHH CO aKPWJIHO IUIATHO 3apajiu
CIpevyBame Ha CTPAHOOIIOHOCT Of] APYTUTE T€HOTUIIOBH.

3. Pe3syaratu n nuckycuja
INunepkure ce HENMPEABUAJIUBU KYyJITYpU BO YCIOBU in Vitro W
nopagu Toa, pe3yaTaTUTe KOW ce JoOMBaaT cO KyJITypa Ha KJIETKU U
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TKHBAa C€ YMEpEeHHW, a KyJTypaTa Ha aHTEpu IO C¢ M3rjefa fAeka e
€IMHCTBEH MCKIIYYOK Off oBa mpasmiio (Mityko u Fari, 1997).

Bp3 ocHOoBa Ha foOueHHWTE pe3ylnTaTH MOXE ja ce Kaxe Jeka,
CUTE UCNHUTYBAHU COPTH HE ce CHOCOOHU 3a (hopMUpame Ha XalIOUIHU
emOpuonpu. Ilo mHaykTuBHHMOT mnepuopy Ha CP Mmeguym on 12 pfeHa,
antepute Oea mnpedpiayBann Ha R; wmemuym. Ha oBoj Meguym
eMOpUOUUTE YIITE HAa CAaMHUOT MOYETOK MOKaXyBaaT TOTHIIOTEHTHOCT,
HampefayBaaT BO CBOjOT pacT U pa3Boj U (popMupaaT U3JaHOK.

dopMUpaHUOT HM3AAHOK IO MPOJOJIKYBa CBOjOT pa3BoOj Ha V;
MeauyM, Kaje 6e3 MpHUCYycTBO Ha (PUTOXOPMOHU ce oopMmyBaaT MIaau
pacreHmja Ha xaminowpHa tmnepka (Cnuka la). BkopenyBameTo
HacTaHyBa, UCTO Taka, Ha V3 MEANyM, a JOOpPO BKOPEHETHUTE U3[aHOIM ce
npedpilyBaaT BO CTEpUJIHA MEIIaBMHA HA MECOK : MEPJUT : TEpeceT BO
coomHoc 1 : 1 : 1 u ce moproTBeH:n 3a BooOWMUaeHaTa ajanTanuja u
aKJIMMaTH3allija Ha HECTEPUITHY YCIOBH.

On cute ucnutyBaHu 17 TeHOTUNOBM Ha murepka, 12 mumaar
CIOCOOHOCT 3a (hopMHpame Ha AUPEKTHU coMaTcku eMOpuongu. Camo
JYTHTE TEHOTHUIOBHU (CO MCKJIYUYOK Ha poitiyHO, Kypiioscka kaiuja TU u
Kypitioscka kaitiuja MK), HeMaaT aHApPOTE€HETCKa CIIOCOOHOCT T.€. BO
KyJTypa Ha autepu He popMupaat xarmounnu uzganonu (TaGemna 2).
Cemencku MaTepujan Oellie JOOMEH caMO Off YeTUPHU T€HOTUIIOBH U TOA:
kypiioscka kaiiuja CP, 3naitien meoan CP, tiupan u gpexeposon (Tabena
3, Cnuka 1 c- f).

4. 3akay4ok

Cnopen knacudukanujara Ha Mityko wu  Fari (1997), 3a
aHJPOTreHETCKUOT MOTEHIMjall OipeyBaH CIOpef] MPOIEHTOT Ha aHTEPH
KoM (hopMupaaT eMOpUONN, TUTTIOBUTE HA MUINIEPKa Cce AesaT Ha:

- o ciab aHAPOTreHEeTCKH MOTEeHIH]ja - 10 5% eMOPHOTreHeTCKH aHTePH;

- co mpoceyeH noreHyujal - 5-10% eMOpHOreHeTCKH aHTepHu;

- co foOap noreHyyjai- 15 - 30% eMOpUOreHeTCKU aHTEePH U

- CO OJNIMYEH aHAporeHeTcKu noTeHuujan - Hajg 30% emMOpuoreHeTCKu
aHTEepH.

PesynratuTe opf oBHMEe HUCTpaxKyBama MOKaxkaa JeKa COMAaTCKH
eMGpuounu ce popmupaa Ha CP MeuyM cO TONOJ TeMIepaTypeH CTpec
(+35°C), mTO € BO COINIacHOCT CO UCTpakyBamara Ha De Valux et al.
(1981). Opn cure 17 ucnuTyBaHu TeHOTHUIIOBH, 12 mokaxkaa crocoOHOCT 3a
dopmupame Ha eMOPUOUIN, U TOA:

- 2 FeHOTUTIOBY CO MHOTY J00ap aHAPOTeHETCKY MOTEHIU]a:
¢exeposon W wiypa;
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- 4 reHoTHUNA CO 700Ap aHAPOTEHETCKH MOTEHIH]all:
ipuitasuit F1, 3aaitien meoan CP, kaaugoprucko uyoo n majopu
- 6 e HOTUTNIOBY O cy1ab aHPOTeHEeTCKY MOTEHIU]all:
iupaw, OoomaiiosuoHa 6aaza, 3aaitien meoan WT, kypitioscka
xaiiuja MK, kypitoscka kaiiuja BG ¥ caaitixo ayita,
- 7 TEHOTUIIOBY HEMAAT aHPOTE€HETCKU MTOTEHIUja:
¢eghepona, poitiyno, eezena ayitia, 60HOOHa, cuspuja, Kypiioscka
xaiiuja TU n kypitioscka xaiiuja MK
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Tabena 1. Jlucra Ha pa3auyHM TEHOTWUNOBM HA MHUNEPKAa KOPHUCTEHU
HCTPaXXyBamHETO
Table 1. List of different pepper genotypes used in the examination

BO

bp. | liudpa | I'enoTun nunepka IToTek10 Ha NPON3BOJCTBOTO
Nr. | Code Pepper genotypes Origin of production
1 MK1 uupau Makepnonuja
Piran Macedonia
2 MK2 Kypitioécka xaiiuja BG Byrapuja
Kurtovska Kapija BG Bulgaria
3 MK3 Kypiosecka kaiiuja TR Typuuja
Kurtovska Kapija TR Tureky
4 MK4 3aaitien meoaa T Makeponnja - lltun
Zlaten Medal St Macedonia - Stip
5 MKS5 Kypiuoscka kaiiuja MK Makenonuja Crpymuna 2002
Kurtovska kapija MK Macedonia Strumica 2002
6 MK6 b6onb0Ha Makepnonnja - Ctpymuna
Bonbona Macedonia - Strumica
7 1 cAaitiko ayiia Makepnonuja
Slatko Luta Macedonia
8 3 ayilia 6e3eHa Makepnonuja
Luta Vezana Macedonia
9 4 cuspuja Makenonuja
Sivrija Macedonia
10 |5 gegepona Makenonunja
Feferona Macedonia
1 |7 3naitien medan CP Maxkeponuja - Ctpymuna
Zlaten Medal Sr Macedonia - Strumica
12 | 8 kypiuoscka kaiiuja CP Makenonuja - Crpymuna 2000
Kurtovska Kapija Sr Macedonia Strumica 2002
13 |19 KaAupopHUcKo 4yoo Cpb6uja
Calirofrnia Wonder Serbia
14 |15 ¢hexepo3on Yurapuja
Féherdzon Hungary
15 |16 POULYHO Makenonuja
Rotund Macedonia
16 1H upuitiasuiu F1 Yurapuja
Pritavit F1 Hungary
17 | 2H oomaitiosudHa baaza YHrapuja
Tomato shaped sweet Hungary
18 | 3H wypa Yurapuja
Tura Hungary
19 | 4H majopu Yurapuja
Majori Hungary
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Tabena 2. Mapgykiyja Ha XarIoOuiHA eMOPHUOUY Off aHTEPH Ha NHUIEpKa

Table 2. Haploid embryo induction from pepper anthers

bp. na EmM0puorenercku e ]651)- ::a EM0puorenerckn
I'enoTunosu nunepka aHTepH antepn (%) 1\;0‘1))1/1 o NOTEeHIHja
Pepper genotypes Nr. of Embriogenetic ;a £ anl’)r epH Embryogenetic

anthers anthers (%) ¥+ 01 EMDIYoS response

per 100 anthers

¢hexepozon MsHory go6ap
Féherozon 500 1739 36.91 Very good
iypa 300 17.05 17.05 Mrory pobap
Tura : : Very good
upuiiasuiu F1 ToGap
Pritavit F1 330 9.23 9.39 Good
3aaitien meoan CP Jobap
Zlaten medal Sr 343 6.83 1029 Good
KaaughopHucko 4yoo ToGap
California Wonder 151 6.16 5.66 Good
majopu Jlo6ap
Majori 330 5.83 6.73 Good
uupan Cnab
Piran 412 5.03 34.05 Poor
domaitiosuoHa 6.aaza Cnab
Tomato shaped sweet 360 4.17 4.54 Poor
3aaitien meoan 1T Cna6
Zlaten medal St 362 3.64 14.35 Poor
kypitoscka kaituja CP Cnab
Kurtovska kapija Sr 242 314 10.91 Poor
Kypitioscka xaiiuja BG Cnab
Kurtovska kapija BG 310 29 50.55 Poor
caaitiko ayiia Cnab
Slatko luta 140 243 333 Poor
¢eghepona Hewma
Feferona 237 . . No
POUyHO Hema
Rotund 220 ) ) No
8e3eHa ayiia Hewma
Vezena luta 221 . . No
60oHb6OHA Hewma
Bonbona 270 . . No
cuspuja Hewma
Sivrija 254 . . No
xypitoscka kaiiuja TU 236 ) ) Hema
Kurtovska kapija TU No
Kypitioscka xaiiuja MK 122 Hema
Kurtovska kapija MK ) ) No
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Tabena 3. CeMeHcKH MaTepujall coOOpaH Off YeTUPH F'€HOTUIIOBU Ha NMUIepKa
TOOWEHH BO in vitro KyATypa Off aHTepH

Table 3. Seed material collected from four pepper genotypes obtained in in vitro anther
cultute

bpoj na Bkynen 0poj na
. . CeMKH 10
I'enorunosu nunepka | bpoj Ha pacrenuja non CeMKH
Pepper genotypes Nrumber of plants Nr. of seeds Total number of
. seeds

per fruit
xypitioscka xaituja CP 9 31.33 282
Kurtovska kapija Sr
3aaitien medan CP 4 72.50 290
Zlaten medal Sr
uupan 8 26.87 215
Piran
¢exeposon 11 38.54 424
Féher6zon
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KURTOVSKA

ZLATEN :
- B KAPIJA

PIRAN

Cmuka 1. a. Pa3Boj Ha eMOprounjiTe BO pereHEpaHTH MOCTaBeHN HA V3 MeanyM b.
AknuMaTH3angja Ha pPETeHEepaHTHTe BO KIUMa KOMOpa CO KOHTPOJUpPAHH
ycnoBu c.- f. LlemocHo pa3BueHHM pacTeHWja Off pa3jUvyHU TEHOTHUIIOBU Ha
nurepKa foOueHN CO aHApOreHe3a BO OpaHXKepHja.

Figure 1. a. development of the embryos into regenerants on V3 medium. b.
Acclimatization of the regenerants in clime chamber under controlled conditions c.- f.
Fully developed plants of different pepper genotypes created via androgenesis under
greenhouse conditions.





