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Optimization of induction of hairy roots in Perilla
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Abstract

Perilla (Perilla ferutescens L. Britton) is a medicinal plant that treats corona disease. The aim of the
present study is to optimize the induction of hairy roots in the medicinal plant Perilla using
Agrobacterium rhizogenes. The present experiment was conducted as a factorial in the form of a
completely randomized design with three replications. The investigated factors included explant with four
levels (hypocotyl, cotyledon, leaf, and stem internode) and bacterial strain with two levels (ATCC-15834
and A4). The results indicated that the interaction effect of the studied factors on the traits of day to
induction of hairy roots, percentage of hairy root induction, and fresh and dry weight of hairy roots after
two months was significant. The emergence of hairy roots in the treatment combination of cotyledon
explant inoculated with ATCC18534 was faster than in other studied treatment combinations. The highest
percentage of hairy root induction and emergence, fresh and dry weight was obtained in the treatment
combination of ATCC15834 strain and cotyledon explant and it was significantly higher than other
treatment combinations. The transgenic nature of the hairy roots was confirmed by tracking a part of the
rolB gene using the PCR reaction, while the corresponding band was not amplified for the natural and
non-transgenic roots. In general, the results of the present study showed that the induction of hairy roots
in Perilla was affected by explant and bacterial strain, and these results are an important prerequisite for
hairy root culture experiments with the aim of producing secondary metabolites.

Keywords: Agrobacterium rhizogenes, Transformed, Perilla, Hairy root.
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Table 1. Mean Comparison of the treatment combinations resulting from the interaction of bacterial strain and explant type on
the measured traits

Treatment Combinations Day to Percentage of Fresh weight of Dry weight of
(Bacteria Strains * Explants) induction of hairy root hairy roots (gr) hairy roots (gr)
hairy roots induction
ATCC15834 * Cotyledon 7.33+£0.57d 0.66 £ 0.07 a 3.38+£0.82a 22+066a
ATCC15834 * Hypocotyl 14+1b 0.2+0.07 a 1.12+0.18e¢ 0.7+0.13 cd
ATCC15834 * Leaf 8.66+057cd 041+007a 252+047b 15+0.34b
ATCC15834 * Stem Internode  9.33+0.57cd 0.29+0.14a 1.11+0.13e¢ 0.65+0.07d
A4 * Cotyledon 12.33+152b 0.29+0.07a 1.27 +0.16 de 0.75+0.11 cd
A4 * Hypocotyl 16.33+2.08a 0.37+0.12a 1.88+0.32¢ 1.1+0.2bc
A4 * Leaf 10+1.01c 0.25+0.12a 1.11+0.19e¢ 0.66 +£0.13d
A4 * Stem Internode 1433+1.15ab 0.33+0.14a 1.67+0.35cd 0.96 +0.17 cd

b o doy0 O paw ;o LSD (yge3T b jlo ime Siglis 0925 pas eaims (lid cyginw o 50 S i By Ko JBlos
Columns with at least one common letter are not significant at 0.05 probability levels by LSD test.

andlas 3550 Dlao gl (6 SL @ g q.l;éucjlaﬂa); @ ged gy S om0 el e Sl el Sl e Kl =Y g
Table 2. The mean square obtained from the variance analysis of the sliced explant effect at different levels of the bacterial

strain for the measured traits.

Source of Degree of Day to Percentage of ~ Fresh weightof Dry weight of
Variance Freedom induction of hairy root hairy roots hairy roots
hairy roots induction
ATCC15834 3 25.22 ** 0.11** 3.72** 1.61**
A4 3 22.08** 0.008™ 0.37* 0.12*

Aoy ) 0 Jk&blchﬁ)})‘)&:ﬂg}l}fﬁf%ﬁﬁsb%j

#* NS
B

ns, * and ** non-significant, significant at 0.05 and 0.01 probability levels, respectively.
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Fig 1. Stages of growth and development of hairy roots in the treatment combination of Cotyledon*ATCC15834 in Perilla.
Hairy roots in solid MS medium (a and b), The development of hairy roots after one month of transferring them to Erlenmeyer
flask containing liquid MS/2 medium in the incubator shaker (c), Growth and development of hairy roots after 2 months of
transferring them to Erlenmeyer flask containing liquid MS/2 medium inside the incubator shaker (d).
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Table 3. The mean comparison obtained from the sliced explant effect at different levels of the bacterial strain for the
measured traits.

Bacterial Strain Explants Day to induction Percentage of Fresh weight of Dry weight of
of hairy roots hairy root hairy hairy
induction

Cotyledon 7.33+0.51¢c 0.66 +0.064 a 3.38+£0.73a 22+059a

Hypocotyl 14.0+0.89a 0.20+0.208 ¢ 1.12 +0.16¢c 0.7+0.12c

ATCC15384 Leaf 8.66 £0.51 b 0.41 +£0.064 b 252+0.42b 15+£0.3b
Stem Internode 9.33£0.51b 0.29 £0.13 bc 1.11+£0.12¢c 0.65+0.07 ¢

Cotyledon 12.33+1.36¢ 0.29 £0.06 a 1.27+£0.14b 0.75+0.1 bc

Al Hypocotyl 16.33+1.86a 0.37+£0.11a 1.88+0.29a 11+0.18a
Leaf 10.0+0.89d 0.25+0.11a 1.11+£0.17b 0.66+£0.11 ¢
Stem Internode 14.33+1.03b 0.33+0.12a 167+0.31la 0.96 £ 0.16 ab

Aol e Ao 3 0 Chd)b LSD (,\}Aﬂb‘)lad'.u Sl s ple sdas OLLS O st 53 S e b > &JEL\;—
Columns with at least one common letter are not significant at 0.05 probability levels by LSD test.
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Fig 2. PCR analysis of rolB gene (780 bp) of hairy roots in
Perilla. Band 1 is related to water, bands (2 and 3) are related to
two samples of induced hairy roots, bands 4 and 5 are related to
normal roots (negative control), band 6 is related to bacterial
plasmid (positive control), band L is related to Ladder 100 bp.

53 35 TOl a0l Ole 3 &S Ll cpl 5 O Kiass
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rolB o5 .(Soleimani et al., 2012; Dhakulkar et al., 2005)
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