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Optimization of hairy root induction in the medicinal
plant Bilhar (Dorema aucheri) using Agrobacterium
rhizogenes for the production of secondary metabolites
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Abstract

Dorema aucheri, commonly known as Bilhar, is a perennial medicinal plant
belonging to the Apiaceae family, known for its diverse and significant
medicinal properties. The aim of this study is to investigate the induction of
hairy roots in the medicinal plant Bilhar using Agrobacterium rhizogenes to
optimize the production of secondary metabolites in in vitro conditions. This
experiment was conducted factorially within a completely randomized
design with three replications. The factors examined included explant type at
three levels (hypocotyl, stem, and leaf) and bacterial strain at two levels
(ATCC-15834 and A4). The results indicated that the interaction of the
investigated factors significantly affected the traits of hairy root induction
percentage, as well as the fresh and dry weights of the hairy roots after two
months. The highest percentage of hairy root induction, along with the
greatest fresh and dry weight, was achieved with the combination of the
ATCC-15834 strain and hypocotyl explants, which was significantly higher
than other treatment combinations. The transgenic nature of the hairy roots
was confirmed by tracing a part of the rolB gene using PCR, while no
corresponding band was amplified for natural (non-transgenic) roots.
Overall, the findings of this study suggest that hairy root induction in Bilhar
is influenced by both explant type and bacterial strain, and these results are
an important prerequisite for experiments related to hairy root culture aimed
at producing medicinal metabolites.

Keywords: Agrobacterium rhizogenes, Bilhar, Hairy roots, Secondary
metabolites.
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Figure 2. PCR analysis of the bp780 fragment of the ro/B gene. Bands 1, 2, and 3 correspond to three samples from induced root hairs,
bands 4 and 5 correspond to water and normal root (negative control), band 6 corresponds to the bacterial plasmid (positive control), and
band L corresponds to the bp100 ladder.
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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

Treatment Combinations Pertcr::l:lttsage of  Fresh weight of Dry weight of
(Bacteria Strains*Explants) lill?(il?’c:i(:)(:lt hairy roots hairy roots
ATCC-15834*Hypocotyl 0.68 a 2.77a 1.38a
ATCC-15834*Stem 0/47 b 1.33b 0.79b
ATCC-15834*Leaf 025¢ 0.85¢ 0.30¢
A4*Hypocotyl 039a I.1l1a 0.65a
A4*Stem 0.21b 091b 0.40b
A4*Leaf 0.27b 1.05b 0.49b

Al e A3 0 b 3 LSD O350 b Sls me ol 35 pre o lins OLE st a 53 S ik G SO Bl
Columns with at least one common letter are not significant at 0.05 probability levels by LSD test
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Figure 2. Stages of growth and development of hairy roots in the ATCC-15834 Hypocotyl combination in the medicinal plant Bilahr: hairy
roots in solid MS medium (a, b, and c), development of hairy roots after 3 days of transfer to Erlenmeyer flasks containing MS/2 liquid

medium in an incubator shaker (d), growth and development of hairy roots after 2 months of transfer to Erlenmeyer flasks containing MS/2
liquid medium in an incubator shaker (e and f).
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Table 2. Analysis of variance table for the effect of bacterial strain and type of explant on the percentage of hairy root induction

Sources of change Degree of freedom Variance F
Bacterial strain 1 0.139 0.003145™
Explant 2 0.296 0.0007891"
Bacterial strain* explant 2 0.133 0.011394*
Test error 12 0.128 -

£ # NS
B

AoV 50 bzt s ) ls s ls gme b s
ns, * and ** non-significant, significant at 5 and 1 probability levels, respectively.
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Table 3. Analysis of variance table for the effect of bacterial strain and type of explant on the fresh weight of hairy root

Sources of change Degree of freedom Variance F
Bacterial strain 1 3.197 8.94¢-06 "
Explant 2 2.091 1.08e-05 ™"
Bacterial strain* explant 2 1.185 0.000161 **
Test error 12 0.058 -
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ns, * and ** non-significant, significant at 5 and 1 probability levels, respectively.
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Table 4. The mean comparison obtained from the sliced explant effect at different levels of the bacterial strain for the measured traits.

Bacterial Strain Explants Percentage of hairy  Fresh weight Dry weight of

root induction of hairy hairy

Hypocotyl 0.68 a 2.77 a 1.38a

Stem 0/47 b 1.33b 0.79b

ATCC-15834 Leaf 0.25¢ 0.85¢c 0.30 ¢
Hypocotyl 0.39a I.11a 0.65a

A4 Stem 021c 091c 0.40c
Leaf 0.27b 1.05b 0.49b

Al e Ao ys 0 cla.ﬂ)zLSD Oe3T b ol me oslis g pde odias OLE Qs 53 S ide B SO Jil

Columns with at least one common letter are not significant at 0.05 probability levels by LSD test
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Table 5. Analysis of variance table for the effect of bacterial strain and type of explant on the dry weight of hairy roots.

Sources of change Degree of freedom Variance F
Bacterial strain 1 1.5609 0.000510 **
Explant 2 1.2459 0.000334 ™
Bacterial strain* explant 2 0.6297 0.004998 **
Test error 12 0.0684 -

Ao }on!Ck“):Jls&MUbJ‘Mﬁé%;@*

£ # NS
B

ns, * and ** non-significant, significant at 5 and 1 probability levels, respectively.
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