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5- Fritillaria imperialis L.
6- Liliaceae
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1- F. hupehensis
2- F. camtschatcensis
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Table 1. ANOVA of Herbal Essential Qils Effect on Vegetative Traits of Fritillaria Flower
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e 8 0.21" 0.01™ 2.02° 0.08°
Treatment
s 36 0.09 0.00 0.55 0.02
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(%)
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** *and ns: significant at 1%, 5% and non significant, respectively
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Table 1- ANOVA of Herbal Essential Oils Effect on Vegetative Traits of Fritillaria Flower

Olazyo (Sl

Mean Square

Sl e 33l 423
5.0.V DF e S Job w5 b
leaf number leaf length Callus diameter
o 8 2.93° 0.19° 0.38°
Treatment
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Error
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** *and ns: significant at 1%, 5% and non significant, respectively
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Figure 1- Effect of Essential Oils on Bulb Number of Fritillaria. The data in each column followed by same letter are not
significantly different by Duncans multiple range test at S % of probability level
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Figure 2 — Effect of Essential Oils on Root Number of Fritillaria. The data in each column followed by same letter are not
significantly different by Duncans multiple range test at S % of probability level
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Figure 3 — Effect of Essential Oils on Root Length of Fritillaria. The data in each column followed by same letter are not
significantly different by Duncans multiple range test at S % of probability level

Voo slacdale 1) Sy oliw opyieS bajlog oo )0 0b LS
Aol polaidlags 4 Jo)S1e) el (o (2 V000 9 9o Plisicss
Lo o ol Laodhy 1 Slie dulio 45 job lon (P JSK)
plime Vo pabable bl Sy Job p LS olus s

B JS8) s ssalie adale g 10 (gl me

S Jsb 530455 1 AUS (b uibasl 5

Sl 5 8l a8 sl s Weals usbyly 4o 51 Jobs ol
Aoy O Jlaisl waw 53 adyy Job @ g Syl p e 2L
Olos o Boald ke dunlio 4y dngi b () Jgdo) sl o sizo
= e O cbale » (WF) Sy LS slaws oy i &8 bl
ly 6yl sime B3] njlos plo b a5 ol otel cwd 4 Jgous ¢l

14 1
12 A
E 10 A
EN-NE b
n
. 7
\\;‘E 6 7 be be
=
4 C
2 § d
0 -1 T T T T $—|
100 150 | 300 10 | 100 | 500 | 1000
Thymol Carvacrol
slow
Treatment

& wald W yg051 51 oWl U fygiuw yo 53 diliie Bgyn b gl paSilie o155 519 Y oLS S g dlawi 1 LS g uilw! Wil -€ IS

ALl o g3 0 Jlois ] w43 (5,10 S Ciglés STl
Figure 4 — Effect of Essential Oils on Leaf Number of Fritillaria. The data in each column followed by same letter are not
significantly different by Duncans multiple range test at S % of probability level
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Figure 5 — Effect of Essential Oils on Leaf Length of Fritillaria. The data in each column followed by same letter are not
significantly different by Duncans multiple range test at S % of probability level
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Figure 6 — Effect of Essential Oils on Callus Diameter of Fritillaria. The data in each column followed by same letter are not
significantly different by Duncans multiple range test at 5 % of probability level
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Table 2- Variance Analysis Hormones Effect on Vegetative Traits of Fritillaria Flower
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** *and ns: significant at 1%, 5% and non significant, respectively
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Table 2. Variance Analysis Hormones Effect on Vegetative Traits of Fritillaria Flower
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Figure 7- Effect of PGRs on Bulb Number of Fritillaria. The data in each column followed by same letter are not significantly
different by Duncans multiple range test at 5 % of probability level
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Figure 8- Effect of PGRs on Bulb Diameter of Fritillaria. The data in each column followed by same letter are not
significantly different by Duncans multiple range test at S % of probability level
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Introduction: Fritillaria imperialis L. is an ornamental and medicinal plant native to mountainous regions of
Iran. This plant genetic resource is in danger of extinction, Because of grazing livestock and pest outbreaks.
Therefore, micro propagation of Fritillaria through in vitro regeneration is essential for conservation and
commercial production. Thymol and Carvacrol are one of the main essential oil compounds in family
Lamiaceae.

Material and Methods: Fritillaria imperialis L. bulbs in dormancy stage obtained from mountainous
regions of Lorestan in Iran and were placed in cold room at +4 °C for 4-6 weeks. Then, Bulbs were surface-
sterilized with 70% ethanol for 45 s followed by immersion in 5% (v/v) NaOCI solution for 20 min with gentle
agitation, and then rinsed three times in sterile double distilled water. Present study was conducted in two
separate experiments. In first experiment, effect of different concentration of Thymol and Carvacrol and in
second experiment, different concentration of NAA and BA on in vitro characteristics of Fritillaria was
evaluated. Explants (1x 1 cm) prepared from the lower third of scales with basal plate and were placed in MS
basal medium supplemented with different concentrations of Thymol (50, 100, 150 and 300 ppm), Carvacrol (10,
100, 500 and 100 ppm), BA (1, 2 and 4 mg/l) and NAA (1, 2 and 4 mg/1).All cultures were incubated in a growth
chamber at 24+2°C, and a photosynthetic photon flux of 40-60 pmol m-2 s—1 was provided by cool white
fluorescent lamps with a 16-h photoperiod. This experiment wascarried out in completely randomized designs
with fivereplications.

Results and Discussion: Analysis of variance showed that Thymol and Carvacrol were not effective on
number of new bulblets but had significant effects on bulb diameter, number and length or roots, number and
length leaves and callus induction and diameter of callus obtained from scales (P< 0.05). The highest rate (3
bulblets) of bulblets formation was obtained fromMS medium supplemented with 50 ppm Thymol that showed
significantly difference from other treatments. Medium containing 10 ppm Carvacrol gave the highest Bulblet
formation (2.5 bulblets) between Carvacrol treatments. Investigation of rooting was done by assessment of the
number and length of roots. Mean comparison of the effect of cultivar type on root number showed that the
largest number of roots per explant was obtained fromMS medium containing 50 ppm Thymol. Lowest number
of roots observed in mediums supplemented with 300 ppm Thymol and 100 ppm Carvacrol. The best medium
for increasing the root length per explant (10.90 cm) was MS medium supplemented with 100 ppm Carvacrol,
while the least increasing in root length per explant observed fromculture mediums contained 300 ppm Thymol
and 100 ppm Carvacrol. Also, the largest number of leave formation obtained fromculture medium
supplemented with 50 ppm Thymol that significantly higher than other treatments. Statistical analysis (ANOVA)
of the data showed that high frequency callus induction and formation occurred in MS mediums contained 50,
100 and 150 ppm Thymol and 10 ppm Carvacrol and culture mediums supplemented with 300 ppm Thymol and
1000 ppm Carvacrol showed least callus induction. In contrast, largest callus diameter observed in culture
mediums supplemented with 300 ppm Thymol and 500, 100 ppm Carvacrol.

Statistical analysis of results showed that different concentrations of BA and NAA had significant effects on
bulblets number and bulblets diameter (P<0.05). High frequency of bulblets formation obtained fromMS
mediums containing 2 mg/l and least bulblets formed in culture medium supplemented with 4 mg/l BA. Stimart
and Ascher (1978) observed highest number of bulblets formation in culture of LiliumlongiflorumL. Scales on
LS medium supplemented with 0.3 mg/l NAA that correlated with our study. Also, Pierik and Steegmans (1975)
explained that auxins versus Gibberellins increased number of bulb formation in Hyacinthus orientalis. Analysis
of variance showed that effects of BA and NAA only was significant in root and leaf number and no significant
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in root and leaf length. The highest and lowest number of roots observed in MS mediums supplemented with 2
mg/l NAA and 4 mg/l BA, respectively. Pierik (1998) demonstrated that Cytokinins in low concentrations
induced cell division but in high concentrations inhibited root formation. Nuth (1998) concluded that in
LiliumLongiflorum medium containing NAA significantly increased root formation than PGRs free medium.
Statistical analysis of results showed that different concentrations of BA and NAA had significant effects on
callus induction and formation in Fritillariaimperialis L. (P<0.05). High rate of callus formation was obtained
fromMS mediums supplemented with 2 and 4 mg/l NAA and 2 mg/l BA.

Conclusion: Thymol and Carvacrol as additives to tissue culture medium can improve some parameters of
Fritillariaimperialis L. in vitro propagation like bulblet diameter, roots and leaves number and size. In this
context, Thymol showed better responses than Carvacrol and 50 ppm concentration of Thymol was more
effective. Such plant compounds needs to be more considered in tissue culture mediums. Also we concluded that
Auxins in comparison to Cytokinins was more effective in propagation of Fritillariaimperialis L. through in
vitrobulblet formation.
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