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Chapter

Gamma Irradiation Causes
Variation and Stability of
Artemisinin Content in
Artemisia annua Plants

Thongchai Koobkokkruad, Praderm Wanichananan,
Chalermpol Kirdmanee and Wanchai De-Eknambkul

Abstract

Artemisinin is an anti-malarial sesquiterpene lactone isolated from Artemisia
annua L., a traditional Chinese herb of the family Asteraceae. The plant contains
relatively low artemisinin content, ranging from 0.01 to 0.8% of the plant dry
weight, depending on the geographical origin, seasonal, and somatic variations.
Ionizing radiation has been recognized as a powerful technique for plant improve-
ment, especially in crop plants. This technique creates genetic variability in plants,
which can be screened for desirable characteristics. Very little is known about the
effect of gamma irradiation on the potential increase of artemisinin production in
A. annua. In this study, 130 shoot tips excised from the population of in vitro
A. annua plantlets (with an average leaf artemisinin content of 0.18 + 0.09%) were
exposed to 5 Gy ®*°Co gamma irradiation and subsequently transferred to a suitable
medium for in vitro development of plantlets. The resulting 90 stable survived
after four passages appeared to have a wide variation of artemisinin content, rang-
ing from 0.02 to 0.68% of dry weight. All the viable plantlets were then transferred
from the in vitro cultures to ex vitro conditions both in a greenhouse and an open
field. A significant correlation was observed between artemisinin content among
individual pairs of the vitro plantlets and ex vitro mature plants, with the correla-
tion coefficient (R?) values of 0.915 for the greenhouse plants and 0.797 for the
open field plants. Among these, the highest artemisinin-containing plant appeared
to accumulate 0.84% artemisinin of dry weight in the open field, which is almost
five times higher than the original plants. These results suggest that gamma irra-
diation with 5-Gy dose can produce viable variants of A. annua that can maintain
the biosynthetic capability of artemisinin throughout the in vitro-ex vitro transfer
and development of the first generation of mature plants.

Keywords: artemisinin, Artemisia annua L., gamma irradiation, in vitro plantlets,
ex vitro plants
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1. Introduction

Artemisinin is a natural sesquiterpene lactone containing an unusual peroxide
bridge (Figure1) [1]. It is present mainly in the leaves of Artemisia annua L. (family
Asteraceae) by storing in the glandular trichomes, which are tiny specialized hair-
like epidermal cells found on the epidermis of leaves [2]. This traditional Chinese
herb is a wild growing species with relatively low artemisinin content, ranging from
0.01 to over 1% of the plant dry weight, depending on the geographical origin,
seasonal, and somatic variations [3, 4] and density of glandular trichomes in the
leaves and aerial parts [5]. At present, the only commercial source of artemisinin
is by extraction from field-grown leaves and flowering tops of the plant although
many attempts to obtain higher artemisinin yield have been made from using simple
breeding programs to complicated biotechnological approaches (for review, see
[6]). Total synthesis of the compound has been reported [7, 8], but many chemi-
cal steps are required and the yields are low. In vitro cultures of A. annua, such as
cell suspension and callus [9], shoot [10, 11] and hairy root cultures [12-15], have
also been established for studying their potentials of producing artemisinin, but
in vitro culture for artemisinin production has yet to prove commercially feasible.
Therefore, the whole plant of A. annua is still the most economic source of artemis-
inin, and the development of high-producing plants of A. annua seems to be the
main direction to obtain large quantities of relatively cheap artemisinin.

Ionizing radiation has been recognized as a powerful technique for plant
improvement, especially in crop plants [16-18] and medicinal plants (for review,
see [19]). This technique creates genetic variability in plants, which can be screened
for desirable characteristics. So far, very little is known about the effect of gamma
irradiation on the potential of artemisinin biosynthesis in A. annua, which involves
several steps in its pathway [6]. Previously, we have reported a method for estab-
lishing in vitro plantlet variants of A. annua using low-dose gamma irradiation (less
than 10 Gray) [20]. The survived plantlet variants maintained under the in vitro
conditions for more than 6 months appeared to have stable content of artemisinin.
However, it remained unknown whether the changes in artemisinin biosynthesis
in in vitro plantlets would be maintained when the plants are grown ex vitro in a
greenhouse or an open field. This question prompted us to investigate the process of
acclimatization of the plantlets, followed by evaluation of the artemisinin content
in the resulting whole plants.

HsC

Figure 1.
The structure of artemisinin [1].
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2. Application of the gamma irradiation technique for potential
increase of artemisinin accumulation in A. annua

2.1 Effects of gamma irradiation on the morphology and survival
of A. annua plantlets

In this study, mature seeds of A. annua were first surface sterilized and germi-
nated on the MS medium, supplemented with 3% sucrose and solidified with 0.8%
agar. The cultures were incubated for 2 months at 25°C with an exposure to 16 h
light (ca. 3000 lux) and 8 h dark cycle. The obtained plantlets were then subcul-
tured for five times before their shoot tips were excised and treated with gamma
radiation. Practically, 1000 shoot tips (ca. 5 mm) excised from the in vitro plantlets
were placed onto the same MS medium and irradiated with gamma rays generated
by Cobalt-60 at the dose rate of 8.56 Gy min™" (using the facilities at the Office of
Atomic Energy for Peace (OAEP), Bangkok, Thailand). With this dose rate, the
amount of irradiation energy absorbed by the shoot tips from 1 to 10 Gray (Gy)
was conducted using the irradiation times from 7 to 70 s. After the irradiation, the
exposed shoots were transferred to the fresh hormone-free MS medium. The shoots
with subsequent active growth were subcultured every six weeks for four times
on the same hormone-free MS medium. All the cultures were grown under the
same conditions. After the forth passage, each vigorous shoot was cultured on the
hormone-free MS medium in a 230-ml glass bottle. After culturing for six weeks,
survival percentage and regrowth ability were recorded.

Figure 2 shows the morphology of A. annua plantlets derived from shoot tips
gamma irradiated with a low dose range from 1 to 10 Gy. The plantlets depicted
are representative of populations irradiated with the indicated gamma ray doses
that survived four subsequent passages over a period of more than 6 months. The
lowest dose of 3 Gy appeared to promote the growth of the plantlets, whereas doses
above 5 Gy led to significant growth and morphological abnormalities. As shown in
Figure 2, the 8-Gy dose gave rise to plantlets with pale green, fully expanded leaves,
and the 10-Gy dose resulted in dwarf plantlets with no root differentiation.

In terms of survival rate, the results showed that there was a continual reduc-
tion in the survival percentage of the in vitro plantlets with increase in gamma

0G
(control)

Figure 2.
Effects of low dose of gamma irvadiation on the morphology of A. annua plantlets.
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Figure 3.
The effect of various doses of gamma irvadiation on the survival of in vitro plantlets of A. annua.

irradiation dosage from 1 to 10 Gy (Figure 3). The lethal dose of gamma rays

that causes 50% survival reduction (LDsy) was 8 Gy. Again, the doses lower than
this LDsy value showed essentially normal morphology of the survived plantlets,
whereas the higher doses seemed to cause significant abnormalities as shown by
dwarf plantlets with pale leaves (Figure 2). This LDs, value was obtained from the
in vitro plantlets survived for at least 6 months (four subsequent subcultures) after
the irradiation. It is, therefore, likely that they are genetically stable variants.

2.2 Effects of gamma irradiation on artemisinin accumulation in A. annua
in vitro plantlets

To perform a rapid analysis of artemisinin in a large population of the irradi-
ated plantlets, we used our own developed simple and sensitive TLC-densitometric
method for artemisinin analysis which was reported previously [21]. Practically,
fresh leaves obtained from various in vitro plantlets were collected, dried at
60°C, and ground to fine powder in a grinder. Each powder sample (100 mg) was
extracted under reflux in 10 ml hexane (70°C) for 1 h. The extract was then filtered,
and a 10 pl aliquot was spotted onto a pre-coated silica gel TLC plate. Up to 15
samples could be applied onto each plate which was developed using the solvent
system of hexane:ethyl acetate:acetone, 16:1:1. The plate was dried and exposed for
2 h with saturated ammonia vapor (in a closed TLC tank) for complete derivatiza-
tion of artemisinin. The TLC plate was then taken from the tank, air dried, and
observed in a light box under the wavelength of 366 nm which could be seen varia-
tion of artemisinin band intensity among various extract samples (Figure 4A). The
plate was then scanned by a TLC densitometer under the wavelength of 320 nm to
obtain corresponding TLC-densitometric chromatograms. The area under arte-
misinin peak of each sample was then converted to artemisinin content based on a
calibration curve that showed linearity from 0.06 to 12 pg ml™" of artemisinin.

Using this TLC-based technique, the surviving plantlets (obtained after 8 Gy
treatment and four subsequent subcultures) were analyzed for their ability to
accumulate artemisinin. The results showed a wide variation of artemisinin
content, ranging from 0.03 to 0.70% dry weight (Figure 5). The control plantlets
derived from the shoot tips not exposed to gamma rays showed their artemisinin
levels of as low as 0.18 + 0.09% of dry weight. In terms of content distribution,
almost 80% of the irradiated plantlets showed artemisinin content less than 0.3%,
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Figure 4.

(A) Typical TLC-patterns of some A. annua crude extracts prepared from the population of gamma-
irvadiated plantlets. Variation of artemisinin band intensity among the samples can be observed under 360 nm
after exposed with ammonia at 100°C for 2 h. (B) TLC-densitometric chromatograms obtained by scanning at
320 nm of some samples of the TLC plate shown in (A).
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Figure 5.
Variation of artemisinin content in various plantlets of A. annua that their shoot tips had been exposed to a
dose of 8 Gy of gamma rays.

and approximately 5% of the population showed higher than 0.5% of dry weight
(Figure 5 inset). Thus, it was clear that there were variations in the potential of
artemisinin biosynthesis among the irradiated plantlet population.

It should be noted that more than 50% of the plantlet population accumulates
artemisinin in the content higher than the original untreated plants (0.18 + 0.09% of
dry weight). This is probably due to the use of low-artemisinin containing plants as
a starting material, which allow higher artemisinin-containing variants be obtained
more easily upon the irradiation. The observed quantitative and some extent of quali-
tative variations indicate that the secondary metabolism in the irradiated plantlets of
A. annua is affected considerably by the treatment of the low-dose gamma irradiation.
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2.3 Correlation between artemisinin accumulation and enzyme activity
of amorpha-4,11-diene synthase in irradiated plantlets

The observed variation of artemisinin accumulation in the irradiated plantlets
raised a question on the possible site genes of mutation, especially of the genes
involved in the biosynthetic pathway of artemisinin. Since amorpha-4,11-diene
synthase (ADS) has been known as one of the key enzymes of the pathway in
A. annua [22], it was selected as a target for studying the relationship between
its enzyme activity and artemisinin accumulation. In this study, a crude enzyme
extract of each plantlet sample was prepared by quick freezing the fresh leaves (5 g)
in liquid nitrogen and ground in a pre-cooled mortar. The resulting fine powder
was added with 15 ml cold extraction buffer containing 5 mM 3-(N-morpholino)
propanesulfonic acid (Mops) buffer, pH 7.0, 10% (v/v) glycerol, 1 mM ascorbic
acid, 10 mM MgCl,, and 2 mM dithiothreitol (DTT). After 15 min of stirring, the
suspension was passed through four layers of cheesecloth, and the filtrate was cen-
trifuged 100,000 x g at 4°C. The supernatant was then desalted by passing through
a PD-10 column. The filtrate was used as crude enzyme extract and kept at —80°C
before being used for determining the enzyme activity of ADS.

The enzyme activity of ADS was then determined by modifying the radio-
isotopic method described previously [22]. The reaction mixture contained
[1-°H(N)] farnesyl diphosphate (100,000 dpm), 5 mM Mops buffer, pH 7.0,
10% ((v/v) glycerol, 10 mM ascorbic acid, 10 mM MgCl,, 2 mM DTT, and 10 mM
Na,MoQ, in a total volume of 70 pl. After 30 min of incubation at 30°C, the
reaction mixture was extracted with 1 ml hexane, taking the hexane layer to
evaporate followed by spotting onto a TLC plate (aluminum sheet, silica gel
60 F254, 0.25 mm thickness). The resulting TLC plate was then developed in a
solvent system of hexane:ethylacetate:acetic acid (25:7:1) and was scanned to
obtain radio-chromatograms by a TLC-radioscanner. The area under amorpha-
4,11-diene peak of each radio-chromatogram was then used for calculating the
synthase activity. Figure 6 shows typical TLC-radiochromatograms of the reac-
tion mixtures catalyzed by enzyme preparations obtained from some irradiated
plantlets. It can be seen that the radioactive peaks of amorpha-4,11-diene (Rf
value of 0.55) could be clearly detected with different peak sizes from different
samples, suggesting that the TLC-radio assay worked well for determining the
enzyme activity of ADS.

Subsequently, 18 plantlet samples with different artemisinin contents were
assayed for their ADS activity. Again, it was found that the selected samples
showed high variation in the enzyme activity, ranging from 0.02 to 0.18 pkat
mg ' protein. When the results of the enzyme activity and artemisinin content
were plotted together (Figure 7), it was found that the 18 plantlets showed their
poor value of the correlation coefficient at R = 0.300 (Figure 7A). However,
by excluding only two outliners with extremely high ADS activities, the cor-
relation coefficient appeared to be much better, with R = 0.717 (Figure 7B).
Among these, 11 of the 16 samples showed quite high value of the correlation
coefficient, R = 0.922 (Figure 7C). This suggested that the gamma irradiation
did affect the gene of ADS, and thus the biosynthetic capability of artemisinin
in the mutant plants.

2.4 Variations in artemisinin content in plantlets irradiated with the 5-Gy dose

As mentioned earlier (Section 2.1), the doses above 5 Gy led to significant
growth and morphological abnormalities, with the 8-Gy dose giving rise to
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Figure 6.

Typical TLC-radiochromatograms obtained from a radio-based enzyme assay of ADS of some irradiated
plantlet samples (indicated by the sample number) of A. annua. The reaction mixture of each ADS
engyme-assay sample was extracted with hexane followed by separation and detection of ADS product by a
TLC-radioscanner.

pale-green and fully expanded leave plantlets, and the 10-Gy dose showing dwarf
and no differentiate root plantlets with no root differentiation. Therefore, the
5-Gy dose was chosen for mass irradiation of shoot tips to obtain a population of
A. annua plantlet variants to characterize the stability of changes in artemisinin
biosynthesis in mature plants.

The results showed that among 130 shoot tips irradiated with a 5-Gy dose, 90
plantlets (69% survival) were obtained using established in vitro culture condi-
tions. These plantlets were then evaluated for their ability of artemisinin accumula-
tion. The results revealed again wide variation in artemisinin content, ranging from
0.02 to 0.68% dry weight (Figure 8). Among these plantlets, 6 individuals had an
artemisinin content greater than 0.5% dry weight, 39 plantlets had an artemisinin
content in the range of 0.21-0.50%, and 45 plantlets had an artemisinin content
below 0.02%. As control plantlets derived from shoot tips not exposed to gamma
rays exhibited an average artemisinin content of 0.18 + 0.09%, treatment with the
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Figure7.

Relationship between artemisinin content and ADS activity of various plantlets cultured in vitro. (A) The
content-activity plot among 18 plantlet samples shows a poor value of the correlation coefficient (R) of 0.300,
(B) the plot among 16 samples shows a moderate value of the correlation coefficient, R = 0.717 (P = 0.001), and
(C) the plot among 11 samples shows a good value of the corvelation coefficient, R = 0.922 (P = 0.001).

5-Gy dose resulted in an artemisinin content above that of the control for approxi-
mately half of the irradiated plantlets (Figure 8).

2.5 Ex vitro acclimatization of A. annua irradiated plantlets

In this study, actively growing shoot tips (length, ca. 5 mm) were excised
from in vitro plantlets and stripped of their leaves. The resulting shoot tips
(with 130 tips) were then inserted vertically 2 mm in depth into the MS medium
containing 3% sucrose and 0.8% agar. Induction of variation in A. annua
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Figure 8.
Variations in artemisinin content in A. annua plantlets derived from shoot tips irradiated with 5 Gy
of gamma rays.

plantlets using gamma irradiation (5 Gy) was then performed as described
above (Section 2.1) and was transferred to the hormone-free MS medium for
plantlet development. From each developed plantlet, selected shoots with two
buds were excised, so that the upper bud would be regenerated to from shoots,
and the lower bud regenerated to form roots. After four subculture passages,
the leaves from healthy plantlets were harvested for artemisinin determina-
tion, and the shoots were used for a second round of plant regeneration. After
6 weeks, the in vitro plantlets were cleaned to remove the agar medium and
were transferred into acclimatization conditions in 230-ml glass bottles. Each
bottle contained 50 ml vermiculite and 50 ml MS medium without sucrose.
The transferred plantlets were maintained at 25°C, with a photoperiod of 16 h
of light at 40 pmol/m” s photosynthetic photon flux density provided by cool-
white fluorescence lamps. After 8 weeks, a piece of membrane filter with a
pore size of 0.5 um was placed over a hole (area, 0.8 cm”) in each plastic cap to
increase air exchange in the culture vessel [23]. When the shoot of each plantlet
grew sufficiently to fill the container, the plastic cap was loosened for one week
and removed a week later to allow the shoot to continue growing out of the top
of the bottle. The surviving plants (60 out of 90 plants) were then transferred
from the vermiculite-based bottles to 10-cm pots containing sterile soil to grow
for an additional 15 days under the same temperature and light conditions.
Among the resulting 40 plants survived from the process of acclimatization, a
group of 20 plants was transferred to a greenhouse at Chulalongkorn University,
Bangkok, Thailand, and another group of 20 plants was transferred to an open
tield (30-38°C day air temperature and 20-29°C night air temperature) in
Kanchanaburi Province, Thailand. These ex vitro plants were grown for a period
of 6 months to reach maturity. At this point, leaves from the surviving plants
(13 from the greenhouse group and 10 from the open field group) were har-
vested by random cuts of three different branches from each plant and prepared
for determination of artemisinin content.

The development from the step of in vitro irradiated plantlets to ex vitro
A. annua plants during the acclimatization process is shown in Figure 9. In general,
both plant height and number of leaves increased continuously for plants grown in
agar-MS (Figure 9a) and vermiculite-MS media (Figure 9b and c). In pots contain-
ing sterile soil, the plant height increased rapidly over 4 weeks, with the development
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Figure 9.

Development of A. annua plants from in vitro plantlets to ex vitro plants. Six-week-old plantlets (a) were
transferved to acclimatization conditions in 16-oz glass bottles containing 50 ml vermiculite and 50 ml MS
medium without sucrose. After 8 weeks, (b) a piece of membrane filter (pore sige: 0.5 um) was placed over

a hole (0.8 cm?) in each plastic cap to increase air exchange within the culture vessel. When the shoot of each
plantlet completely filled the bottle, the plastic cap was loosened for one week and removed a week later to
allow the shoot to grow above the top of the bottle (c). The surviving plants weve then transferved from the
vermiculite-based bottles to four-inch pots containing stervile soil for an additional 15 days of growth (d) prior
to transfer to the greenhouse or an open field (135 days for (e) and 150 days for (f)).

of leaves similar to that of normal mature A. annua plants (Figure 9d—f). With
respect to percent survival, the acclimatization protocol resulted in survival of 60 of
the total 90 plantlets, corresponding to a survival rate of 66.7%.

2.6 One-to-one correlation of artemisinin content between in vitro plantlets
and ex vitro plants

Quantitative analysis revealed that the 13 surviving plants from the in vitro-
ex vitro transfer to the greenhouse had their artemisinin content ranging from
0.12 to 0.42% dry weight. This range was slightly narrower than that of the
in vitro plantlets, which exhibited artemisinin contents ranging from 0.06 to
0.66%. Interestingly, comparison of in vitro plantlets and ex vitro plants grown
in the greenhouse on a one-to-one basis revealed that there was a significant
individual correlation between the artemisinin content of paired in vitro plant-
lets and ex vitro plants grown in the greenhouse, with a very good correlation
coefficient (R?) value of 0.915 (Figure 10a). For plants transferred to the open
field, the 10 in vitro-ex vitro pairs exhibited artemisinin contents for in vitro
plantlets ranging from 0.25 to 0.69% and for ex vitro plants ranging from 0.31
to 0.84% (Figure 10b). A one-to-one comparison of the artemisinin content of
plants grown in the open field with their corresponding plantlets also revealed a
good R value of 0.797 (Figure 10b).

10



Gamma Irvadiation Causes Variation and Stability of Artemisinin Content in Artemisia annua...
DOI: http://dx.doi.org/10.5772/intechopen.82385

14 - A

=
(=]

y =0512x +0.117 o
R?=0.915" O in vitro plantlet
p<0.01 )

B ex vitro plant

o
®

1.2 A

content (%DW) Green House
ol
o

2

1.0 4§ 044 o
e o
E 02

(o]

£ 0.8 -

& < 00 . |
o 0 0.2 0.4 0.6 0.8
E Artemisinin content (%DW) Tissue Culture
£ 06 -

g
&

-
< 04

0.2 1
1l
0.0 -
non- 92 5 29 86 104 89 44 65 185 149 125 299 218
irradiated X
Plant line number

B
1.4 15 10 -
E y =0.933x + 0.042
Rz =0.797* in vi
g 081 p<oor ° Oin v:(ro plantlet
1.2 -§ W ex vitroplant
o % 08
= £
f% 1.0 1§ 041
E 0.8 ]
5  [2oo . . . !
': 0.0 0.2 0.4 0.6 0.8
é 0.6 - Artemisinin content (%DW) Tissue Culture
=
< 04
0.2
ﬂ
0.0 -
non- 44 53 173 308 149 304 182 311 218 248

irradiated X
Plant line number

Figure 10.

One-to-one correlation of artemisinin content between in vitro gamma-irvadiated plantlets and the ex vitro
plants grown in a greenhouse showing a very good corvelation coefficient value (R?) of 0.915 (A, inset) and in
an open field showing a velatively good R* value of 0.797 (B, inset).

3. Discussion

A. annua tissues appear to be sensitive to gamma rays, as a low-dose range
(1-10 Gy) of radiation can generate viable plant variants. Within this range, varia-
tions in both plant growth and artemisinin content were observed in the resulting
population of in vitro plantlets. Doses greater than or equal to 8 Gy, previously
reported as the 50% lethal dose (LDs() [20], clearly caused growth inhibition and
leaf abnormalities in the plantlets, while the lower dose of 3 Gy resulted in growth
promotion. The 5-Gy dose, on the other hand, has no significant effect on the
plantlet morphology. Previous reports have indicated that low doses of gamma
irradiation affect seed germination and seeding growth [24-27]. In red pepper
(Capsicum annuum), three irradiated groups exposed to 2, 4, and 8 Gy exhibited
enhanced seedling development [24]. In Arabidopsis, ultrastructural changes in cel-
lular organelles have been observed after gamma irradiation, and seedlings treated
with 0-5 Gy developed normally, while vertical growth in plants exposed to 50 Gy
was significantly inhibited [27].
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In terms of formation of secondary products, little information is available
regarding the use of gamma irradiation for yield improvement. To our knowledge,
the only related report characterized the effect of low-dose gamma irradiation
(2-16 Gy) on the increased production of shikonin derivatives in callus cultures of
Lithospermum erythrorhizon [28]. In agreement with these results, we also found
a significant effect on artemisinin content caused by a similar low-dose range of
gamma irradiation. However, in the present study, we observed these effects in
mature plants, rather than in disorganized tissues. Our results show that treatment
with either 8 Gy [19] or 5 Gy can create a population of plantlets with a high range
of artemisinin contents. Due to the minimal associated morphological effects, the
5-Gy dose was chosen to produce A. annua variants that were presumably affected
primarily at the biochemical and physiological levels.

The specific genes affected by the low-dose gamma radiation were observed to
be at least on the gene of ADS of the biosynthetic pathway of artemisinin in
A. annua plantlets. More than half of the variant population appeared to have a
high correlation coefficient value (R = 0.922) between artemisinin content and ADS
enzyme activity. The reason why ADS gene is particularly sensitive to the irradiation
is still not clear. However, it might be that the low doses of 5-8 Gy of the gamma
irradiation are just mild enough to affect this ADS gene. In principle, some lesions
of ADS gene caused by the irradiation are likely to be repaired through the action
of intracellular DNA repair process, while ADS gene of some other samples might
remain unpaired or misrepaired, giving rise to permanent changes in the affected
ADS gene. This would lead to a cellular response including a wide range of the
enzymatic systems, as observed in this case with the variable ADS enzyme activities
in A. annua. In the literature, there has been a report supporting our results. That
is the case of low-dose irradiated callus cultures of Lithospermum erythrorhizon in
which the enzyme activity of p-hydroxybenzoic acid geranyltransferase involving
in the shikonin biosynthesis is boosted after the gamma irradiation [28]. Thus, it
was suggested that the creation of plant variation through gamma irradiation has
significant effect on ADS gene which is likely to be related to the enhancement of
the artemisinin content in A. annua.

For the ex vitro acclimatization of the plants, we have previously characterized
the conditions and supporting material important for photoautotrophic growth of
Eucalyptus camaldulensis plantlets, both in vitro and ex vitro [23]. Adoption of this
protocol resulted in a survival rate of 67% for A. annua plants after the in vitro-ex
vitro transfer and a survival rate of 38% after 6 months of ex vitro growth to obtain
mature plants. Clearly, the stresses generated in weakened irradiated plants dur-
ing the process of acclimation lead to significant mortality. However, whether the
mortality is more prevalent among in vitro individuals with low or high artemisinin
content remains unclear.

For the 23 surviving mature plants, we observed an individual correlation
in artemisinin content between the in vitro plantlets and the ex vitro mature
plants. This one-to-one correlation was strongly positive for plants grown in the
greenhouse, with R? = 0.915, and relatively positive for field-grown plants, with
R” = 0.797. These results suggest that the capability for artemisinin biosynthesis in
each in vitro plantlet is maintained throughout the in vitro-ex vitro transfer and the
subsequent development into a mature plant. With respect to the greenhouse plants,
although the correlation coefficient value was quite high, the high-yield plants did
exhibit a reduction in artemisinin content. This observation is likely due to the high
biomass weight per leaf for high-content leaves, which clearly appear thicker than
low-content leaves found in greenhouse conditions.

The differences in biomass associated with artemisinin content are not so
obvious among the established in vitro plantlets, resulting in a decrease in the
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degree of the one-to-one correlation observed strictly for high-yield plants. For
the field-grown plants, the relatively positive value of the correlation coefficient
(R? = 0.797) may be due to two outliers present among the 10 samples (nos. 308
and 311) that deviate from the rest of the population. A pairwise comparison of
the remainder of the samples would result in a higher R? value, which is reflective
of a good correlation in artemisinin content between the in vitro plantlets and

ex vitro field-grown plants. In addition, the lower correlation could also be
attributed to the less controlled conditions of the open field compared with those
of the greenhouse.

To be certain that changes in artemisinin biosynthesis in the ex vitro plants are
genetically stable, it is necessary to test the next generation. However, many of the
established mature plants could not produce seeds. Therefore, stability tests assess-
ing the next generation through seed germination are not possible. Alternatively,
this analysis can be performed through a second round of in vitro-ex vitro transfer.
No attempt was made to use this method in the present study due to the high mor-
tality associated with this long process that would have resulted in an insufficient
number of pairs of plants for a one-to-one analysis.

4. Conclusion

Based on these results, we conclude that the technique of gamma irradiation
can produce viable variants of A. annua that are capable of maintaining changes
in gene expression associated with the artemisinin biosynthetic pathway (such as
ADS) throughout the in vitro-ex vitro transfer process and, at minimum, through
the first generation of mature plant development. Relatively low doses of gamma
irradiation (ca. 3-8 Gy) can be effective for yield enhancement of artemisinin
in A. annua. A mechanistic understanding of the increased biosynthesis of arte-
misinin in response to gamma irradiation is important for the development of a
production-scale operation.

Acknowledgements

This work was supported by Chulalongkorn University’s Ratchadaphiseksomphot
Endowment Fund (to Natural Biotechnology Research Unit) and Thailand
National Center for Genetic Engineering and Biotechnology, National Science and
Technology Development Agency (NASDA).
Conflict of interest statement

The authors declare that the research was conducted in the absence of any

commercial or financial relationships that could be construed as a potential
conflict of interest.

13



Use of Gamma Radiation Techniques in Peaceful Applications

Author details

Thongchai Koobkokkruad'?, Praderm Wanichananan?, Chalermpol Kirdmanee®
and Wanchai De-Eknamkul**

1 Biomedicinal Chemistry Program, Department of Biochemistry, Faculty of
Pharmaceutical Sciences, Chulalongkorn University, Bangkok, Thailand

2 Plant Physio-Biochemistry Laboratory, National Center for Genetic Engineering
and Biotechnology, National Science and Technology Development Agency,
Pathum Thani, Thailand

3 Nano-Cosmeceutical Laboratory, National Nanotechnology Center, National
Science and Technology Development Agency, Thailand Science Park,

Pathum Thani, Thailand

4 Natural Product Biotechnology Research Unit, Department of Pharmacognosy
and Pharmaceutical Botany, Faculty of Pharmaceutical Sciences, Chulalongkorn

University, Bangkok, Thailand

*Address all correspondence to: dwanchai@chula.ac.th

IntechOpen

© 2019 The Author(s). Licensee IntechOpen. This chapter is distributed under the terms
of the Creative Commons Attribution License (http://creativecommons.org/licenses/
by/3.0), which permits unrestricted use, distribution, and reproduction in any medium,

provided the original work is properly cited.

14



Gamma Irvadiation Causes Variation and Stability of Artemisinin Content in Artemisia annua...

DOI: http://dx.doi.org/10.5772/intechopen.82385
References

[1] Liu JM et al. Structure and reaction
of gqinghaosu [in Chinese]. Acta Chimica
Sinica. 1979;37:129-143

[2] Duke MV, Paul RN, Elsohly HN,
Sturtz G, Duke SO. Localization of
artemisinin and artemisitene in foliar
tissues of glanded and glandless
biotypes of Artemisia annua L.
International Journal of Plant Sciences.

1994;155:365-372

[3] Wallaart TE, Pras N, Quax WJ.
Seasonal variations of artemisinin and
its biosynthetic precursors in tetraploid
Artemisia annua plants compared

with the wild-type. Planta Medica.
1999;65:723-728

[4] Ferreira JFS, Simon JE, Janick J.
Developmental studies of Artemisia annua:
Flowering and artemisinin production

under greenhouse and field conditions.
Planta Medica. 1995;61:167-170

[5] Kjeer A, Grevsen K, Jensen M. Effect
of external stress on density and size

of glandular trichomes in full-grown
Artemisia annua, the source of anti-
malarial artemisinin. AoB Plants.
2012;2012:pls018. DOI: 10.1093/aobpla/
pls018

[6] Ikram NKBK, Simonsen HT. A
review of biotechnological artemisinin
production in plants. Frontiers in Plant
Science. 2017;8:1966. DOI: 10.3389/
tpls.2017.01966

[7]1 Schimid G, Hofheinz W. Total
synthesis of qinghaosu. Journal of
the American Chemical Society.
1983;105:624-625

[8] Avery MA, Chong WKM, Jennings
WC. Stereoselective total synthesis

of (+)-artemisinin, the antimalarial
constituent of Artemisia annua

L. Journal of the American Chemical
Society. 1992;114:974-979

15

[9] Paniego NB, Giulietti AM. Artemisia
annua L.: Dedifferentiated and
differentiated cultures. Plant

Cell, Tissue and Organ Culture.

1994;36:163-168

[10] Chun-Zhao K, Chen G, Yu-Chun
W. Fan: Comparison of various
bioreactors on growth and artemisinin
biosynthesis of Artemisia annua L.

shoot cultures. Process Biochemistry.
2003;39:45-49

[11] Ferreira JFS, Janick J. Roots as an
enhancing factor for the production

of artemisinin in shoot cultures of
Artemisia annua. Plant Cell, Tissue and
Organ Culture. 1996;44:211-217

[12] Putalun W, Luealon W,
De-Eknamkul W, Tanaka H,
Shoyama Y. Improvement of
artemisinin production by chitosan
in hairy root cultures of Artemisia

annua L. Biotechnology Letters.
2007;29:1143-1146

[13] Weathers PJ], DeJesus-Gonzales L,
Kim Y], Souret FF, Towler F. Alteration
of biomass and artemisinin production
in Artemisia annua hiary roots by media

sterilization method and sugars. Plant
Cell Reports. 2004;23:414-418

[14] Smith TC, Weathers PJ, Cheetham
RD. Effects of gibberellic acid on
hairy root cultures of Artemisia annua:
Growth and artemisinin production.
In Vitro Cellular & Developmental

Biology: Plant. 1997;33:75-79

[15] Jaziri M, Shimomura K, Yoshimatsu
K, Fauconnier M. Establishment of
normal and transformed root cultures
of Artemisia annua L. for artemisinin
production. Journal of Plant Physiology.
1995;145:175-177

[16] Al-Safadi B, Ayyoubi Z, Jawdat
D. The effect of gamma irradiation on
potato microtuber production in vitro.



Use of Gamma Radiation Techniques in Peaceful Applications

Plant Cell, Tissue and Organ Culture.
2000;61:183-187

[17] Sen CB. Enhancement of
regeneration potential and variability
by gamma-irradiation in cultured cells

of Scilla indica. Biologia Plantarum.
2001;44:189-193

[18] Dong SK, In SL, Cheol SJ, Sang JL,
Hi SS, Young IL, et al. AEC resistant
rice mutants induced by gamma-ray
irradiation may include both elevated
lysine production and increased activity

of stress related enzymes. Plant Science.
2004;167:305-316

[19] Vardhan PV, Shukla LI. Gamma
irradiation of medicinally important
plants and the enhancement of
secondary metabolite production.
International Journal of Radiation

Biology. 2017;93:967-979

[20] Koobkokkruad T, Chochai A,
Kerdmanee C, De-Eknamkul W. Effects
of low-dose gamma irradiation on
artemisinin content and amorpha-4,11-
diene synthase activity in Artemisia
annua L. International Journal of
Radiation Biology. 2008;84:878-884

[21] Koobkokkruad T, Chochai A,
Kerdmanee C, De-Eknamkul W.
TLC-densitometric analysis of
artemisinin for rapid screening of
high producing plantlets of Artemisia
annua. Phytochemical Analysis.
2007;18:229-234

[22] Bouwmeester H], Wallaart TE,
Janssen MHA, Loo BV, Jansen BJM,
Posthumus MA, et al. Amorpha-
4,11-diene synthase catalyses the
first probable step in artemisinin
biosynthesis. Phytochemistry.
1999;52:843-854

[23] Kirdmanee C, Kitiya Y, Kozai T.
Effects of CO, enrichment and
supporting material in-vitro on
photoautotrophic growth of eucalyptus
plantlets in-vitro and ex-vitro. In Vitro

16

Cellular & Developmental Biology:
Plant. 1995;31:144-149

[24] Kim DS, Lee IS, Jang CS, Lee §],
Song HS, Lee YI, et al. AEC resistant
rice mutants induced by gamma-ray
irradiation may include both elevated
lysine production and increased activity

of stress related enzymes. Plant Science.
2004;167:305-316

[25] Kim JH, Baek MH, Chung

BY, Wi SG, Kim JS. Alterations in

the photosynthetic pigments and
antioxidant machineries of red pepper
(Capsicum annuum L.) seedlings from

gamma-irradiated seeds. Journal of
Plant Biology. 2004;47:314-321

[26] Kova E, Keresztes A. Effect of
gamma and UV-B/C radiation on plant
cells. Micron. 2002;33:199-210

[27] Wi SG, Chung BY, Kim JH,

Baek MH, Yang DH, Lee JW, et al.
Ultrastructural changes of cell
organelles in Arabidopsis stems after
gamma irradiation. Journal of Plant

Biology. 2005;48:195-200

[28] Chung BY, Lee Y-B, Baeck M-H, Kim
J-H, Wi SG, Kim J-S. Effects of low-
dose gamma-irradiation on production
of shikonin derivatives in callus
cultures of Lithospermum erythrorhizon
S. Radiation Physics and Chemistry.
2006;75:1018-1023



