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Background: Tocotrienols and tocopherols, which are synthesized in plastids of

plant cells with similar functionalities, comprise vitamin E to serve as a potent

lipid-soluble antioxidant in plants. The synthesis of tocopherols involves the

condensation of homogentisic acid (HGA) and phytyl diphosphate (PDP) under

the catalysis of homogentisate phytyltransferase (HPT). Tocotrienol synthesis is

initiated by the condensation of HGA and geranylgeranyl diphosphate (GGDP)

mediated by homogentisate geranylgeranyl transferase (HGGT). As one of the

most important oil crops, canola seed is regarded as an ideal plant to efficiently

improve the production of vitamin E tocochromanols through genetic

engineering approaches. However, only a modest increase in tocopherol

content has been achieved in canola seed to date.

Methods: In this study, we transformed barley HGGT (HvHGGT) into canola to

improve total tocochromanol content in canola seeds.

Results and discussion: The results showed that the total tocochromanol content

in the transgenic canola seeds could bemaximally increased by fourfold relative to

that in wild-type canola seeds. Notably, no negative impact on important

agronomic traits was observed in transgenic canola plants, indicating great

application potential of the HvHGGT gene in enhancing tocochromanol content

in canola in the future. Moreover, the oil extracted from the transgenic canola

seeds exhibited significantly enhanced oxidative stability under high temperature in

addition to the increase in total tocochromanol content, demonstrating multiple

desirable properties of HvHGGT.

KEYWORDS

vitamin E, tocopherol, tocotrienol, HvHGGT, oxidative stability, canola
frontiersin.org01

https://www.frontiersin.org/articles/10.3389/fpls.2023.1247781/full
https://www.frontiersin.org/articles/10.3389/fpls.2023.1247781/full
https://www.frontiersin.org/articles/10.3389/fpls.2023.1247781/full
https://www.frontiersin.org/articles/10.3389/fpls.2023.1247781/full
https://www.frontiersin.org/journals/plant-science
https://www.frontiersin.org
http://crossmark.crossref.org/dialog/?doi=10.3389/fpls.2023.1247781&domain=pdf&date_stamp=2023-09-18
mailto:zhchy@mail.hzau.edu.cn
https://doi.org/10.3389/fpls.2023.1247781
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/plant-science#editorial-board
https://www.frontiersin.org/journals/plant-science#editorial-board
https://doi.org/10.3389/fpls.2023.1247781
https://www.frontiersin.org/journals/plant-science


Deng et al. 10.3389/fpls.2023.1247781
Introduction

Oilseed rape (Brassica napus L.) is one of the most important oil

crops worldwide. Currently, the seeds of most oilseed rape cultivars

are of low erucic acid and glucosinolate contents, providing high-

quality edible oil (canola oil) for human consumption, which

contains approximately 55%–65% oleic acid (C18:1) (Zhao et al.,

2019). In oilseed rape breeding, further enhancement of C18:1

content in seeds is an important goal because oleic acid possesses

higher oxidization stability upon high-temperature frying than

other unsaturated fatty acids enriched in oilseed rape seeds such

as linoleic acid and linolenic acid (Romano et al., 2021). Another

important breeding goal of oilseed rape is to genetically enhance the

antioxidants in seeds, as previous studies have indicated that

vegetable oils supplemented with extra antioxidants (such as

tocopherol, phytosterol, butyl hydroxytoluol, ascorbic acid 6-

palmitate, and some phytosterol fractions) have significant

improvement of oxidative stability (Kamal-Eldin, 2006; Warner,

2007; Tabee et al., 2008).

Tocotrienols and tocopherols constitute vitamin E to serve as a

potent lipid-soluble antioxidant in plants. They contain a polar

chromanol head group derived from the shikimate pathway that

binds to a structurally different hydrocarbon tail derived from a C20

isoprenoid. Tocopherols, which are widely present in leaves and

seed embryos of plants (Cahoon et al., 2003; Horvath et al., 2006a;

Horvath et al., 2006b; Falk and Munné-Bosch, 2010), are linked to a

saturated hydrocarbon tail of phytyldiphosphate. Tocotrienols,

which are the major form of vitamin E in the seed endosperm of

most monocot species and some dicots such as Apiaceae (Horvath

et al., 2006b; Falk and Munné-Bosch, 2010), are combined with a

unsaturated hydrocarbon tail of geranylgeranyldiphosphate with

three trans double bands. Within each class of vitamin E, four forms

(a, b, g, and d) of tocopherols occur in plants, which differ in the

number and position of methyl residues on the chromanol head

group. a-Tocopherol, which contains three methyl groups on the

chromanol ring and is widely present in the leaves and seed

embryos of all plants, is considered to have the greatest

nutritional value among different vitamin E forms because it is

the most readily absorbed and retained in human and other

mammalian cells (Kamal-Eldin and Appelqvist, 1996). In

addition, g- and d-tocopherols, which are abundant in seed

embryos containing two methyl groups on the chromanol ring

but at different positions, have the greatest contribution to the

oxidative stability of vegetable oils when exposed to prolonged

higher temperature (Wagner and Elmadfa, 2000; Wagner et al.,

2001; Warner et al., 2002), which is particularly important for the

performance of vegetable oils in food processing and bio-based

lubricants (Durrett et al., 2008).

Tocopherols and tocotrienols are synthesized in plastids of

plant cells. The condensation of HGA from the shikimate

pathway and phytyldiphosphate is a key step for the synthesis of

tocopherols (Figure 1), which is catalyzed by homogentisate

phytyltransferase (HPT) (Collakova and DellaPenna, 2001;

Schledz et al., 2001; Savidge et al., 2002). The synthesis of

tocotrienols differs from that of tocopherols only in the use of

GGDP, rather than PDP, as the isoprenoid substrate for the initial
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condensation reaction. Previously, we have shown that this reaction

is catalyzed by an enzyme designated as homogentisate

geranylgeranyl transferase (HGGT) in monocot endosperm

related to HPT, but has distinct substrate specificity with GGDP

and PDP (Cahoon et al., 2003; Yang et al., 2011b). With the

exception of HGGT for tocotrienol and HPT for tocopherol

biosynthesis, the two biosynthetic pathways of tocochromanols

share the same enzymatic system in the plastid.

Due to the wider occurrence of tocopherols than tocotrienols in

the nature as described above, considerable research has been

targeted at increasing the tocopherol form of vitamin E in plants.

For example, overexpression of HPT has been applied to enhance

tocopherol content in plants, which has typically resulted in only

modest increases in vitamin E content, particularly in oilseed crops

such as soybean and canola (Karunanandaa et al., 2005). Some

other research attempted to upregulate the expression of

hydroxyphenylpyruvatedioxygenase (HPPD), which catalyzes the

final step of HGA synthesis, to increase the availability of this

substrate for tocopherol biosynthesis (Jefford and Cadby, 1981;

Lindstedt and Rundgren, 1982). However, this approach only

resulted in little to moderate increases in total tocopherols in a

variety of plant species (Falk et al., 2003; Karunanandaa et al., 2005;

Tsegaye et al., 2002). Therefore, co-overexpression of multiple rate-

limiting genes in the pathway were applied to further improve the

total tocopherol content in a variety of crop plants. Although the co-

expression of HPT and TMT resulted in a sixfold increase in total

tocopherol content in lettuce leaves (Li et al., 2011), the highest

record reported so far in canola seeds is a 2.4-fold increase by co-

overexpression of triple genes including HPPD, HPT, and TC

(Raclaru et al., 2006). Additionally, co-overexpression of the

yeast/bacterium prephenate dehydrogenase and Arabidopsis

HPPD and HPT in a variety of plants resulted in a 15-fold

increase in total vitamin E content in the leaves of different

transgenic plants, but the majority of them are in the form of
FIGURE 1

A vitamin E metabolic pathway in plant. HPPD,
hydroxyphenylpyruvatedioxygenase; HGGT, homogentisate
geranylgeranyl transferase; HPT, homogentisate phytyltransferase;
HGA, homogentisic acid; VTE1, tocopherol/tocotrienol cyclase; VTE3,
2-methyl-6 phytyl/geranylgeranyl-benzoquinol methyltransferase; g-
TMT/VTE4, g-tocopherol/tocotrienol methyltransferase.
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tocotrienols (Karunanandaa et al., 2005). It has been reported that

this increase in tocotrienol content is mediated by HPT as proved in

Arabidopsis (Zhang et al., 2013). By contrast, the expression of

HvHGGT in Arabidopsis leaves and maize embryos resulted in 6- to

10-fold increases in total vitamin E tocochromanols, primarily in

the form of tocotrienols (Cahoon et al., 2003). Moreover, HGA has

been proven to be a limiting substrate in the synthetic pathway of

tocotrienols under the catalysis of HvHGGT in Arabidopsis seeds,

which could result in a 7.9-fold increase in total tocochromanols

relative to wild-type seeds (Zhang et al., 2013). More interestingly, a

recent report indicated that overexpression of a rate-limiting gene

HvHGGT in soybean seeds led to8- to10-fold increases in total vitamin

E tocochromanols, primarily in the form of tocotrienols (Konda et al.,

2020). However, hetero-expression of rice HGGT in soybean seeds

only achieved a limited increase in total tocochromanol content due to

slight de novo accumulation of tocotrienols (Kim et al., 2010). Overall,

genetic engineering aiming at increasing tocotrienols through the

overexpression of HvHGGT is more successful than the

biofortification of tocopherols.

In this study, we determined to what extent seed-specific

overexpression of single HvHGGT gene could enhance the total

tocochromanol content in canola seeds and whether an increase in

total tocochromanol content could further improve the oxidative

stability of canola oil, a typically more stable vegetable oil with

abundant frying-resistant oleic acid. Moreover, we also examined

the main agronomic traits of the transgenic canola plants to reveal

their potential to be applied to edible oil industry in the future.
Materials and methods

Plant materials and growth conditions

Brassica napus plants were planted in the green house and

isolated nursery field (Huazhong Agricultural University, Wuhan,

China). The field trial and green house did not require any specific

permits, as the nursery was set up for this type of studies.
Plasmid construction and Brassica napus
transformation

The binary plant vector Napin-HGGT was used for seed-specific

overexpression of barley HGGT (HvHGGT) gene in B. napus, which

was described in details in a previous report (Zhang et al., 2013). This

vector contained an open reading frame of HvHGGT driven by a

strong seed-specific promoter for the B. napus napin gene.

Hypocotyl explants of B. napus winter inbred line JIA572 were

transformed by Agrobacterium tumefaciens strain GV3101 in this

study. The seeds were surface sterilized with 75% ethanol for 1 min

and rinsed once with sterile distilled water. Then, the seeds were

sterilized using 0.1% HgCl2 with 0.1% Tween 20 for 15 min and then

rinsed three times with sterile distilled water. Hypocotyls were grown

in a control environment (darkness, 24 h, 24°C) for 5 d. Then, the

hypocotyls were cut into 8–10-mm fragments under aseptic
Frontiers in Plant Science 03
conditions. The collected A. tumefaciens (OD = 0.6–0.8) was re-

suspended with dilution medium (MS (Sigma-Aldrich, St. Louis,

MO, USA), 30.0 g/L sucrose, and100 mm/L acetosyringone). The

explants infected by the dilution medium with bacteria for 15–20

min were transferred into the callus induction medium (MS, 30.0 g/L

sucrose, 18.0 g/L mannitol, 1 mg/L 2,4-D, 0.3 mg/L KT, 30 mm/L STS,

300.0 mg/L timentin, 25.0mg/L kanamycin, and 6.0 g/L agar) for 20 d

of cultivation in a control environment (light, 15 h, 24°C; dark, 9 h, 24°

C). Subsequently, the calluswas cultivated on adifferentiationmedium

(MS, 10.0 g/L glucose, 0.25 g/L xylose, 0.6 g/L MES, 2.0 mg/L ZT, 0.1

mg/L IAA, 300.0 mg/L timentin, 25.0 mg/L kanamycin, and 6.0 g/L

agar), and cultured for 20 duntil productionof buds. Subsequently, the

buds were moved to the rooting medium (MS, 10.0 g/L glucose, and

10.0 g/L agar) for 2–4 weeks of cultivation.
PCR and Southern blot analysis

Genomic DNA was extracted from leaf tissues by using the

cetyltrimethylammonium bromide (CTAB) method as previously described

(Fanetal.,2010).PCRreactionwascarriedoutaccordingtostandardprotocols

(Molecular Cloning). The primers used for different PCR reactions were the

gene-specific primers (5′-TGAGGAAATCAGGGGAGATG-3′ and 5′-
GAAAGCCAACTGGACCAAGA-3 ′) , the NPTI/II (5 ′-
GTGCCCTGAATGAACTGC-3′ and 5′-CAATATCACGGGTAGCCA-
3′), and the BnActinF/R (5′-AGCTGGAGACGGCTAAGAG-3′ and 5′-
GTTGGAAAGTGCTGAGGGA-3′). PCR for all putative independent

transformants was used to confirm the success of gene transformation. The

primers used for different PCR reactions were gene-specific NPTI/II and the

BnActinF/R.

Copy number analysis of transgenic plants was performed by

Southern blot using the Npt gene as the probe. Approximately 30 mg
genomic DNA of each sample was digested with restriction

endonuclease EcoRI (Fermentas, Burlington, ON, Canada),

fragmented on 0.7% agarose gel, and transferred to nylon

membranes. Hybridization was performed using 32P-labeled

partial cDNA fragments of Npt gene as the probe. The standard

protocols of labeled probes followed the manufacturer’s instructions

(Promega, Madison, WI, USA). Prehybridization and hybridization

were performed under 65°C stringent conditions (Yang et al., 2011a;

Zhang et al., 2015).
Expression analysis of transgenic plants

Total RNA was extracted from different tissues including leaves,

flowers, seedcases, and seeds by using the Trizol reagent (leaves and

flowers) (Invitrogen, Gaithersburg, MD, USA) and TRIplant

reagent (seedcases and seeds) (Bioteke, Beijing, China). For RT-

PCR, the first-strand cDNA was synthesized from 1.5 mg total RNA

using the TransScript One-Step gDNA Removal and cDNA

Synthesis SuperMix kit (TransGen, China). The standard

protocols followed the manufacturer’s instructions. The primers

used for semi-quantitative PCR reaction are gene-specific primers

and the BnActinF/R.
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Vitamin E isolation and HPLC analysis

Vitamin E was extracted with methanol and toluene dichloride.

Approximately 15 mg of mature seeds was grinded with 500 ml
mixture of methanol and toluene dichloride (9: 1 v/v) in 10-ml glass

tubes, followed by the addition of 1.5-ml mixture involved above.

The glass tubes with grinded seeds and the mixture were placed on a

swing bed for more than 1 h. The mixture with grinded seeds was

centrifuged for 10 min. Then, the supernatant was taken by suction

for high-performance liquid chromatography (HPLC) analysis.
Evaluation of agronomic traits and fatty
acid composition

The T1 generation transgenic lines and wild type were planted

in 2011–2012 in the security field. The field experiment was carried

out following a random complete block design with three

replications for transgenic lines and six replications for wild type.

Each line was planted in two rows with 10–12 plants per row, a

distance of 21 cm between two plants within a row, and 30 cm

between two rows. All materials were grown in the experimental

farm of Huazhong Agriculture University, Wuhan, China.

The agronomic traitsweremeasured forfive to sevenplantsof each

replication per line. The 1,000-seed weight (TSW), plant height (PH),

main infloresence length (MIL), primary effective branch number

(PBN), silique length (SL), and seeds per silique number (SSN) were

evaluated. In addition, the fatty acid composition was analyzed by

near-infrared reflectance spectroscopy (NIR).
Oil stability analysis

Approximately 40 g of seeds from the parent and transgenic

progeny lines was grinded into fine powders in a blender and

extracted by heptane for 2 h, respectively, and then centrifuged at

1,000×g for 15 min to purify the heptane-dissolved oil from the

powders of seed oil extraction residue. After drying under N2 gas,

approximately 10 ml of each kind of classified oil was obtained and

then sealed under N2 and kept at −20°C for long-term storage and

further analysis. The oxidative stability index (OSI) of the extracted

oils was measured following a previously described method (Yang

et al., 2013). Due to the limitation of seed amount, two independent

samples were measured for each type of oil.
Results

Generation and molecular characterization
of canola plants transformed with HvHGGT

Totally, 45 putative independent transformants were generated

through A. tumefaciens-mediated transformation. Southern

hybridization studies were performed on the transgenic plants,

which were raised from 15 randomly selected PCR-positive (T0
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generation) transformants along with non-transformed plants.

Almost all plants showed multiple hybridization bands with the

NPTII probe, suggesting multi-copy insertion (Supplementary

Figure S1). To further confirm the tissue-specific expression

pattern of the transgene, a semi-quantitative RT-PCR analysis

was carried out with RNA extracted from four different tissues

including leaves, flowers, siliques, and developing seeds from two

transgenic lines and wild-type plants. As expected, the transcription

of transgenic HGGT was only detectable in developing

seeds (Figure 2).
Profiling of tocochromanols in T1 seeds

Subsequently, self-pollinated seeds from 16 T1 generation

transgenic plants were employed for the profiling of tocochromanols

by using HPLC. All the 16 transgenic plants showed increases in

tocochromanols relative to the wild type, as 1,798.5 mg/g
tocochromanols was detected in transgenic dry seeds from line 46,

while only 346.9 mg/g tocochromanols was detected in wild-type dry

seeds. The increases in the content of tocochromanols in transgenic

lines ranged from 47.5% (164.8 mg/g) to 418.4% (1,451.6 mg/g)
compared with that in wild type, with an average increase of 212.8%

(738.1 mg/g) (Figure 3A). Moreover, a significant amount of

tocochromanols in the form of tocotrienol was generated in

transgenic seeds, which was hardly detected in wild-type seeds. In

terms of tocotrienol content, it ranged from 93.0 mg/g dry seeds (line
39) to1,285.3mg/gdry seeds (line 46),withanaverageof 655.3mg/gdry
seeds for all transgenic lines (Figure 3A).Thisfinding is consistentwith

our previous results obtained inArabidopsis seeds (Zhang et al., 2013),

suggesting that Arabidopsis and canola may be highly similar in

vitamin E biosynthetic metabolism. In addition, all transgenic events

resulted in slight to modest increases in the total tocopherol content

compared with the wild-type seeds. Generally, the seeds with a higher

content of tocotrienols accumulated relatively higher levels of

tocopherols. This result is consistent with the previous finding in the

transformation with the same HvHGGT gene from barley,

demonstrating that HvHGGT can incorporate substrate PDP for

tocopherol biosynthesis as reported by Yang et al. (2013)

in Arabidopsis.
Composition and total content of
tocochromanols in T2 seeds

To reveal the hereditary stability of HvHGGT transgene through

generations, the total tocochromanol content in the seeds of 10 T2
FIGURE 2

Semi-quantitative RT-PCR analysis of leaves, flowers, seedcases, and
seeds from wild-type and transgenic plants.
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generation transgenic lines was determined by HPLC. The results

showed that T2 generation seeds had almost the same level of total

tocochromanols (Figure 3B) as corresponding T1 generation seeds

(Figure 3). However, highly divergent total amounts of

tocochromanols were observed among three measurements of each

T1 generation transgenic line, suggesting complex segregation of

multiple copies of HvHGGT transgene in different seeds of T2

generation. As for the composition of tocochromanols, a-tocotrienol
was undetectable in all transgenic events and wild-type seeds, whereas a

small portion of d-tocopherol was observed in almost all transgenic

events but not in wild-type seeds. These results implied that the

HvHGGT activity may contribute to the production of d-tocopherol
in transgenic seeds. Moreover, except for a small portion of d-
tocotrienol, the remaining tocotrienols were dominated by g-
tocotrienol in all transgenic seeds (Figure 4). The a-tocopherol to g-
tocopherol ratio ranged from 0.25 to 0.75 in transgenic seeds and was

0.48 in wild-type seeds, indicating significantly different efficiency of

VTE4 activity in converting g-tocopherol and g-tocotrienol into a-
tocopherol and a-tocotrienol, respectively.
Frontiers in Plant Science 05
Oxidative stability of canola oil with
enhanced tocochromanol content
under high temperature

Tocochromanols such as d- and g-tocochromanols have been

reported to confer strong oxidative stability to vegetable oil under

high temperature (Wagner et al., 2001). To determine the oxidative

stability of the fresh oil with enhanced total tocochromanol content

from canola seeds overexpressing HvHGGT, T2 seeds from line 46

with the highest content of total tocochromanols and line 61 with

the lowest content of total tocochromanols were used for oil

extraction. Due to the limited amount of seeds, 3 ml fresh canola

oil from each line with two replicates was applied for the test of

oxidative stability with the apparatus of Rancimat under 110°C. The

oxidative stability was represented by the induction period, with a

higher value of induction period indicating stronger stability of the

tested samples. As shown in Figure 5, compared with the oil

extracted from wild-type seeds, the oil extracted from the seeds of

lines 46 and 61 had 29% and 22.6% increases in induction period,
B

A

FIGURE 3

Total tocopherol and tocotrienol content of T1 (A) and T2 (B) generations canola transgenic events and wild type. The significance tests are calculated
using the Student’s-t test. * , ** and *** indicate significance levels between the transgenic lines and the wild type of different traits at p<0.05, p<0.01
and . p<0.001 Values are shown in means ± standard error.
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respectively (Figure 5), demonstrating that enhancement of

tocochromanol content can improve the oxidative stability of oil

under extreme heating stress.

Impact of seed-specific expression of
HvHGGT on important agronomic traits

As demonstrated above, seed-specific overexpression of

HvHGGT resulted in the highest increase in total tocochromanol
Frontiers in Plant Science 06
content in seeds and stronger oxidative stability of oil. Moreover, it

is highly necessary to further investigate how HvHGGT

overexpression in canola seeds affects other important agronomic

traits such as plant height, branch number per plant, seed number

per pod, weight of thousand seeds, and traits of seed quality such as

the composition and content of fatty acids because it is not worth to

improve one agronomic trait at the expense of other important

traits. The results obtained from field experiment indicated that

HvHGGT overexpression has no significant negative impact on the

above agronomic traits (Table 1). Moreover, there were no

significant changes in fatty acid composition and content in the

transgenic seeds compared with those of wild-type seeds, except for

significantly high oil content in transgenic line 34 and 41 than the

wild type (Table 2). Collectively, all these findings demonstrate

great application potential of HvHGGT to the seed production of

canola to enhance the total content of tocochromanols in the future.
Discussion

In the present study, previously identified HvHGGT was

employed for genetic transformation of canola (B. napus) to

improve the total tocochromanol content in seeds. As expected,

the total tocochromanol content was increased by an average of 2.1-

and 3.4-fold in T1 and T2 generation transgenic canola seeds

compared with that in untransformed seeds. Notably, this is one

of the most successful studies to significantly improve the content of
B

A

FIGURE 4

Vitamin E tocochromanols content of canola transgenic events and wild type. (A) d-Tocotrienol and g-tocotrienol content of T2 canola transgenic
events and wild type. (B) d-Tocopherol, a-tocopherol, and g- tocopherol content of wild-type and T2 canola transgenic events. The significance
tests are calculated using the Student’s-t test. * , ** and *** indicate significance levels between the transgenic lines and the wild type of different
traits at p<0.05, p<0.01 and . p<0.001 Values are shown in means ± standard error.
FIGURE 5

Oxidative stability index analysis of oil from canola events.
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secondary metabolites by genetic engineering with a single gene in

major crops. In contrast, the best reported performance was an

approximately 2.4-fold increase in total tocopherol content in the

seeds of transgenic canola with co-overexpression of multiple key

genes in the pathway (Raclaru et al., 2006). Furthermore, it is

supposed that the total tocopherol content can be further improved

in canola seeds by combining the overexpression of HvHGGT and

downregulation of HGA production, since homogentisate

availability was found to be a limiting factor of HvHGGT-

mediated tocochromanol production in Arabidopsis seeds (Zhang

et al., 2013). In addition, the total vitamin E tocochromanols

concentrations were ~10-fold higher than those detected in seeds

from the non-transformed lines in soybean (Konda et al., 2020).

However, to our knowledge, a significant enhancement of total

tocochromanol content in Arabidopsis seeds would significantly

reduce the seed longevity at room temperature (unpublished data).

Therefore, considering that the functionality of tocotrienols is very

similar to or stronger than that of tocopherols (Theriault et al.,

1999; Sen et al., 2006; Aggarwal et al., 2010), the two- to fourfold

increase in total tocochromanol content achieved in transgenic

seeds relative to that of wild-type seeds in this study may be the

most promising option for a better balance with other important

agronomic traits. Our results showed that the change in total
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tocochromanol content in the seeds has no negative impact on

the growth and yield of transgenic plants compared with the

untransformed control plants, as verified by their highly similar

performance in field traits, fatty acid composition, and total oil

content. Collectively, all these results indicate a great potential of

the HvHGGT gene to be applied for the efficient production of total

tocochromanols in canola in the future. However, for future

commercial production, transgenic plants with single insertion of

HvHGGT are strongly required, and a marker-free technology

instead of selection marker gene linking to the target gene is

also needed.

The oxidative stability of vegetable oils is primarily determined

by their vitamin E content and composition and by their degree of

fatty acid unsaturation. As a demonstration of the importance of

vitamin E, removal of tocopherols from vegetable oils has been

shown to greatly reduce the oxidative performance of oils in frying

application (Huang et al., 1995). Conversely, supplementation with

tocopherols, particular those in the d and g forms, can improve the

shelf-life and high-temperature oxidative stability of vegetable oils

(Huang et al., 1995; Wagner et al., 2001; Isnardy et al., 2003). As is

known, canola oil is desirable for its long shelf life and high stability

under high temperature during deep frying, particularly due to its

high content of oleic acid (C18:1) (Warner and Knowlton, 1997;
TABLE 1 Agronomic traits in canola transgenic events and wild type.

N TSW (g) PH (cm) MIL (cm) PBN SL (cm) SSN

T-34 19 3.76 ± 0.21 171.96 ± 3.78 59.40 ± 1.57 5.95 ± 0.62 4.40 ± 0.15 12.84 ± 1.28

T-35 17 3.27 ± 0.35 168.97 ± 6.28 56.35 ± 5.71 6.41 ± 0.17 4.34 ± 0.17 11.18 ± 0.38*

T-41 20 3.52 ± 0.21 166.31 ± 5.52 54.97 ± 3.70 6.93 ± 0.72 4.63 ± 0.20 13.39 ± 1.22

T-44 18 3.66 ± 0.14 167.20 ± 2.19 59.11 ± 1.29 5.32 ± 0.45 4.63 ± 0.15 13.44 ± 0.48

T-46 15 3.57 ± 0.42 165.85 ± 1.54 56.49 ± 2.10 5.34 ± 0.29 4.47 ± 0.13 11.95 ± 0.74

T-61 15 3.76 ± 0.21 161.94 ± 4.61 55.53 ± 2.78 5.33 ± 0.21 4.12 ± 0.18* 10.34 ± 0.17**

T-62 12 3.50 ± 0.24 150.56 ± 5.05* 55.42 ± 0.96** 6.47 ± 0.37 4.45 ± 0.01* 10.29 ± 1.12*

Wt 33 3.78 ± 0.10 163.24 ± 2.27 61.46 ± 1.23 5.89 ± 0.39 4.70 ± 0.10 13.59 ± 0.75
TSW, 1000-seed weight; PH, plant height; MIL, main infloresence; PBN, primary effective branch number; SL, silique length; SSN, seeds per silique number. The significance tests are calculated
using the Student’s-t test. * and ** indicate significance levels between the transgenic lines and the wild type of different traits at p<0.05 and p<0.01. Values are shown in means ± standard error.
TABLE 2 Fatty acid composition (%) of seed lipids in canola transgenic events and wild type.

C16:0 C18:0 C18:1 C18:2 C18:3 C20:1 C22:1 Oil content

T-34 5.20 ± 0.08 2.67 ± 0.29 63.32 ± 2.15 20.48 ± 1.82 6.84 ± 0.45 0.62 ± 0.04 0.87 ± 0.05 37.37 ± 0.10*

T-35 4.82 ± 0.13 2.97 ± 0.17 68.11 ± 0.16 17.63 ± 0.25 4.99 ± 0.12 0.57 ± 0.03 0.90 ± 0.02 34.84 ± 0.29

T-41 5.10 ± 0.17 2.99 ± 0.26 63.95 ± 0.95 19.66 ± 0.82 6.84 ± 0.52 0.63 ± 0.03 0.84 ± 0.00 36.91 ± 0.32*

T-44 4.91 ± 0.04 2.59 ± 0.14 65.82 ± 1.07 19.01 ± 0.88 6.24 ± 0.31 0.58 ± 0.05 0.84 ± 0.02 35.94 ± 0.28

T-46 5.23 ± 0.35 2.57 ± 0.17 60.10 ± 1.30** 23.37 ± 1.14* 7.25 ± 0.71 0.61 ± 0.09 0.87 ± 0.07 33.68 ± 0.05

T-61 5.88 ± 0.45 2.52 ± 0.19 64.27 ± 2.33 19.97 ± 1.99 5.91 ± 0.17 0.56 ± 0.05 0.89 ± 0.02 34.83 ± 0.04

T-62 5.25 ± 0.21 2.64 ± 0.11 68.93 ± 1.11 16.63 ± 0.92 5.10 ± 0.28 0.62 ± 0.02 0.84 ± 0.01 34.87 ± 0.33

Wt 5.46 ± 0.30 2.58 ± 0.11 66.86 ± 1.38 18.20 ± 1.05 5.48 ± 0.52 0.56 ± 0.06 0.85 ± 0.02 34.96 ± 0.77
The significance tests are calculated using the Student’s-t test. * and ** indicate significance levels between the transgenic lines and the wild type of different fatty acid composition at p<0.05 and
p<0.01. Values are shown in means ± standard error.
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Matthäus, 2006). Surprisingly, further increasing the total

tocochromanol content in transgenic canola seeds could confer

stronger oxidative stability to the extracted oil, as indicated by the

extended induction period. This enhancement in oxidative stability

can be mainly attributed to the additional increase in

tocochromanols, particularly in the form of tocotrienol.

The conclusion of the present study is further confirmed by the

result that there was no obvious difference in fatty acid profile between

transgenic and wild-type seeds. In addition to delaying oil oxidation

during food processing, tocotrienols and tocopherols, particularly in

the d- and g-form, are also essential and active nutrients in humandiet.

However, this study showed that HvHGGT overexpression only

resulted in limited increases in the amount of a-tocopherol and an

undetectable amount of a-tocotrienol in transgenic canola seeds. To

meet the demand for a-tocotrienol, in addition to HGGT, g-TMT is

also required to efficiently convert the dominant form of g-tocotrienol
into a-tocotrienol based on many reported successful examples (Van

Eenennaam et al., 2003; Yusuf and Sarin, 2007; Li et al., 2011).
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Falk, J., and Munné-Bosch, S. (2010). TocochrOmanol functions in plants:
antioxidation and beyond. J. Exp. B 61, 1549–1566. doi: 10.1093/jxb/erq030

Fan, C., Cai, G., Qin, J., Li, Q., Yang, M., Wu, J., et al. (2010). Mapping of quantitative
trait loci and development of allele-specific markers for seed weight in Brassica napus.
Theor. Appl. Genet. 121 (7), 1289–1301. doi: 10.1007/s00122-010-1388-4
Horvath, G., Wessjohann, L., Bigirimana, J., Jansen, M., Guisez, Y., Caubergs, R.,
et al. (2006a). Differential distribution of tocopherols and tocotrienols in
photosynthetic and non-photosynthetic tissues. Phytochemistry 67, 1185–1195.
doi: 10.1016/j.phytochem.2006.04.004

Horvath, G., Wessjohann, L., Bigirimana, J., Monica, H., Jansen, M., Guisez, Y., et al.
(2006b). Accumulation of tocopherols and tocotrienols during seed development of
grape (Vitis vinifera L. cv. Albert Lavallée). Plant Physiol. Bioch 44, 724–731.
doi: 10.1016/j.plaphy.2006.10.010

Huang, S.-W., Frankel, E. N., and German, J. B. (1995). Effects of individual
tocopherols and tocopherol mixtures on the oxidative stability of corn oil
triglycerides. J. Agr Food Chem. 43, 2345–2350. doi: 10.1021/jf00057a006

Isnardy, B., Wagner, K.-H., and Elmadfa, I. (2003). Effects of a-, g-, and d-
tocopherols on the autoxidation of purified rapeseed oil triacylglycerols in a system
containing low oxygen. J. Agr Food Chem. 51, 7775–7780. doi: 10.1021/jf0348525

Jefford, C. W., and Cadby, P. A. (1981). Evaluation of models for the mechanism of
action of 4-hydroxyphenylpyruvate dioxygenase. Cell Mol. Life Sci. 37, 1134–1137.
doi: 10.1007/BF01989880

Kamal-Eldin, A. (2006). Effect of fatty acids and tocopherols on the oxidative stability of
vegetable oils. Eur. J. Lipid Sci. Technol. 108 (12), 1051–1061. doi: 10.1002/ejlt.200600090

Kamal-Eldin, A., and Appelqvist, L.-Å. (1996). The chemistry and antioxidant
properties of tocopherols and tocotrienols. Lipids 31, 671–701. doi: 10.1007/
BF02522884
frontiersin.org

https://www.frontiersin.org/articles/10.3389/fpls.2023.1247781/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fpls.2023.1247781/full#supplementary-material
https://doi.org/10.1016/j.bcp.2010.07.043
https://doi.org/10.1038/nbt853
https://doi.org/10.1104/pp.010421
https://doi.org/10.1111/j.1365-313X.2008.03442.x
https://doi.org/10.1111/j.1365-313X.2008.03442.x
https://doi.org/10.1016/S0014-5793(03)00166-2
https://doi.org/10.1093/jxb/erq030
https://doi.org/10.1007/s00122-010-1388-4
https://doi.org/10.1016/j.phytochem.2006.04.004
https://doi.org/10.1016/j.plaphy.2006.10.010
https://doi.org/10.1021/jf00057a006
https://doi.org/10.1021/jf0348525
https://doi.org/10.1007/BF01989880
https://doi.org/10.1002/ejlt.200600090
https://doi.org/10.1007/BF02522884
https://doi.org/10.1007/BF02522884
https://doi.org/10.3389/fpls.2023.1247781
https://www.frontiersin.org/journals/plant-science
https://www.frontiersin.org


Deng et al. 10.3389/fpls.2023.1247781
Karunanandaa, B., Qi, Q., Hao, M., Baszis, S. R., Jensen, P. K., Wong, Y.-H. H., et al.
(2005). Metabolically engineered oilseed crops with enhanced seed tocopherol. Metab.
Eng. 7, 384–400. doi: 10.1016/j.ymben.2005.05.005

Kim, Y. H., Lee, Y. Y., Kim, Y. H., Choi, M. S., Jeong, K. H., Lee, S. K., et al. (2010).
Antioxidant activity and inhibition of lipid peroxidation in germinating seeds of
transgenic soybean expressing OsHGGT. J. Agr Food Chem. 59, 584–591.
doi: 10.1021/jf104012z

Konda, A. R., Nazarenus, T. J., Nguyen, H., Yang, J., Gelli, M., Swenson, S., et al.
(2020). Metabolic engineering of soybean seeds for enhanced vitamin E
tocochrOmanol content and effects on oil antioxidant properties in polyunsaturated
fatty acid-rich germplasm. Metab. Eng. 57, 63–73. doi: 10.1016/j.ymben.2019.10.005

Li, Y., Wang, G., Hou, R., Zhou, Y., Gong, R., Sun, X., et al. (2011). Engineering
tocopherol biosynthetic pathway in lettuce. Biol. Plant 55, 453–460. doi: 10.1007/
s10535-011-0110-y

Lindstedt, S., and Rundgren, M. (1982). Blue color, metal content, and substrate
binding in 4-hydroxyphenylpyruvate dioxygenase from Pseudomonas sp. strain P. J.
874. J. Biol. Chem. 257, 11922–11931. doi: 10.1016/S0021-9258(18)33654-8

Matthäus, B. (2006). Utilization of high-oleic rapeseed oil for deep-fat frying of
French fries compared to other commonly used edible oils. Eur. J. Lipid Sci. Tech 108,
200–211. doi: 10.1002/ejlt.200500249

Raclaru, M., Gruber, J., Kumar, R., Sadre, R., hs, W., Zarhloul, M., et al. (2006).
Increase of the tocochrOmanol content in transgenic Brassica napus seeds by
overexpression of key enzymes involved in prenylquinone biosynthesis. Mol. Breed.
18, 93–107. doi: 10.1007/s11032-006-9014-5

Romano, R., Filosa, G., Pizzolongo, F., Durazzo, A., Lucarini, M., Severino, P., et al.
(2021). Oxidative stability of high oleic sunflower oil during deep-frying process of
purple potato Purple Majesty.Heliyon 7 (3), e06294. doi: 10.1016/j.heliyon.2021.e06294

Savidge, B., Weiss, J. D., Wong, Y.-H. H., Lassner, M. W., Mitsky, T. A., Shewmaker,
C. K., et al. (2002). Isolation and characterization of homogentisate phytyltransferase
genes from synechocystis sp. PCC 6803 and arabidopsis. Plant Physiol. 129, 321–332.
doi: 10.1104/pp.010747

Schledz, M., Seidler, A., Beyer, P., and Neuhaus, G. (2001). A novel phytyltransferase
from Synechocystis sp. PCC 6803 involved in tocopherol biosynthesis. FEBS Lett. 499,
15–20. doi: 10.1016/S0014-5793(01)02508-X

Sen, C. K., Khanna, S., and Roy, S. (2006). Tocotrienols: Vitamin E beyond
tocopherols. Life Sci. 78, 2088–2098. doi: 10.1016/j.lfs.2005.12.001

Tabee, E., Azadmard-Damirchi, S., Jägerstad, M., and Dutta, P. C. (2008). Effects of
a-tocopherol on oxidative stability and phytosterol oxidation during heating in some
regular and high-oleic vegetable oils. J. Am. Oil Chem. Soc. 85 (9), 857–867.
doi: 10.1007/s11746-008-1274-2

Theriault,A.,Chao, J.-T.,Wang,Q.,Gapor,A., andAdeli,K. (1999).Tocotrienol: a reviewof
its therapeutic potential. Clin. Biochem. 32, 309–319. doi: 10.1016/S0009-9120(99)00027-2

Tsegaye, Y., Shintani, D. K., and DellaPenna, D. (2002). Overexpression of the
enzyme p-hydroxyphenolpyruvate dioxygenase in Arabidopsis and its relation to
Frontiers in Plant Science 09
tocopherol biosynthesis. Plant Physiol. Bioch 40, 913–920. doi: 10.1016/S0981-9428
(02)01461-4

Van Eenennaam, A. L., Lincoln, K., Durrett, T. P., Valentin, H. E., Shewmaker, C. K.,
Thorne, G. M., et al. (2003). Engineering vitamin E content: from arabidopsis mutant to
soy oil. Plant Cell 15, 3007–3019. doi: 10.1105/tpc.015875

Wagner, K. H., and Elmadfa, I. (2000). Effects of tocopherols and their mixtures
on the oxidative stability of olive oil and linseed oil under heating. Eur. J. Lipid Sci.
Tech 102, 624–629. doi: 10.1002/1438-9312(200010)102:10<624: :AID-
EJLT624>3.0.CO;2-I

Wagner, K. H., Wotruba, F., and Elmadfa, I. (2001). Antioxidative potential of
tocotrienols and tocopherols in coconut fat at different oxidation temperatures. Eur. J.
Lipid Sci. Tech 103, 746–751. doi: 10.1002/1438-9312(200111)103:11<746::AID-
EJLT746>3.0.CO;2-P

Warner, K. (2007). Increasing gamma-and delta-tocopherols in oils improves
oxidative stability. Lipid Technol. 19 (10), 229–231. doi: 10.1002/lite.200700077

Warner, K., and Knowlton, S. (1997). Frying quality and oxidative stability of high-
oleic corn oils. J. Amer Oil Chem. Soc. 74, 1317–1322. doi: 10.1007/s11746-997-0063-7

Warner, K., Neff, W. E., and Eller, F. J. (2002). Enhancing quality and oxidative
stability of aged fried food with g-tocopherol. J. Agr Food Chem. 51, 623–627.
doi: 10.1021/jf020937e

Yang, W., Cahoon, R. E., Hunter, S. C., Zhang, C., Han, J., Borgschulte, T., et al.
(2011b). Vitamin E biosynthesis: functional characterization of the monocot
homogentisate geranylgeranyl transferase. Plant J. 65, 206–217. doi: 10.1111/j.1365-
313X.2010.04417.x

Yang, M., Huang, F., Liu, C., Zheng, C., Zhou, Q., and Wang, H. (2013). Influence of
microwave treatment of rapeseed on minor components content and oxidative stability
of oil. Food Bioprocess Technol. 6 (11), 3206–3216. doi: 10.1007/s11947-012-0987-2

Yang, M., Yang, Q., Fu, T., and Zhou, Y. (2011a). Overexpression of the Brassica
napus BnLAS gene in Arabidopsis affects plant development and increases drought
tolerance. Plant Cell Rep. 30 (3), 373–388. doi: 10.1007/s00299-010-0940-7

Yusuf, M. A., and Sarin, N. (2007). Antioxidant value addition in human diets:
genetic transformation of Brassica juncea with g-TMT gene for increased a-tocopherol
content. Transgenic Res. 16, 109–113. doi: 10.1007/s11248-006-9028-0

Zhang, C., Cahoon, R. E., Hunter, S. C., Chen, M., Han, J., and Cahoon, E. B. (2013).
Genetic and biochemical basis for alternative routes of tocotrienol biosynthesis for
enhanced vitamin E antioxidant production. Plant J. 73 (4), 628–639. doi: 10.1111/
tpj.12067

Zhang, Y., Huai, D., Yang, Q., Cheng, Y., Ma, M., Kliebenstein, D. J., et al. (2015).
Overexpression of three glucosinolate biosynthesis genes in Brassica napus identifies
enhanced resistance to Sclerotinia sclerotiorum and Botrytis cinerea. PloS One 10 (10),
e0140491. doi: 10.1371/journal.pone.0140491

Zhao, Q., Wu, J., Cai, G., Yang, Q., Shahid, M., Fan, C., et al. (2019). A novel
quantitative trait locus on chromosome A9 controlling oleic acid content in Brassica
napus. Plant Biotech. J. 17 (12), 2313–2324. doi: 10.1111/pbi.13142
frontiersin.org

https://doi.org/10.1016/j.ymben.2005.05.005
https://doi.org/10.1021/jf104012z
https://doi.org/10.1016/j.ymben.2019.10.005
https://doi.org/10.1007/s10535-011-0110-y
https://doi.org/10.1007/s10535-011-0110-y
https://doi.org/10.1016/S0021-9258(18)33654-8
https://doi.org/10.1002/ejlt.200500249
https://doi.org/10.1007/s11032-006-9014-5
https://doi.org/10.1016/j.heliyon.2021.e06294
https://doi.org/10.1104/pp.010747
https://doi.org/10.1016/S0014-5793(01)02508-X
https://doi.org/10.1016/j.lfs.2005.12.001
https://doi.org/10.1007/s11746-008-1274-2
https://doi.org/10.1016/S0009-9120(99)00027-2
https://doi.org/10.1016/S0981-9428(02)01461-4
https://doi.org/10.1016/S0981-9428(02)01461-4
https://doi.org/10.1105/tpc.015875
https://doi.org/10.1002/1438-9312(200010)102:10%3C624::AID-EJLT624%3E3.0.CO;2-I
https://doi.org/10.1002/1438-9312(200010)102:10%3C624::AID-EJLT624%3E3.0.CO;2-I
https://doi.org/10.1002/1438-9312(200111)103:11%3C746::AID-EJLT746%3E3.0.CO;2-P
https://doi.org/10.1002/1438-9312(200111)103:11%3C746::AID-EJLT746%3E3.0.CO;2-P
https://doi.org/10.1002/lite.200700077
https://doi.org/10.1007/s11746-997-0063-7
https://doi.org/10.1021/jf020937e
https://doi.org/10.1111/j.1365-313X.2010.04417.x
https://doi.org/10.1111/j.1365-313X.2010.04417.x
https://doi.org/10.1007/s11947-012-0987-2
https://doi.org/10.1007/s00299-010-0940-7
https://doi.org/10.1007/s11248-006-9028-0
https://doi.org/10.1111/tpj.12067
https://doi.org/10.1111/tpj.12067
https://doi.org/10.1371/journal.pone.0140491
https://doi.org/10.1111/pbi.13142
https://doi.org/10.3389/fpls.2023.1247781
https://www.frontiersin.org/journals/plant-science
https://www.frontiersin.org

	Genetic improvement of tocotrienol content enhances the oxidative stability of canola oil
	Introduction
	Materials and methods
	Plant materials and growth conditions
	Plasmid construction and Brassica napus transformation
	PCR and Southern blot analysis
	Expression analysis of transgenic plants
	Vitamin E isolation and HPLC analysis
	Evaluation of agronomic traits and fatty acid composition
	Oil stability analysis

	Results
	Generation and molecular characterization of canola plants transformed with HvHGGT
	Profiling of tocochromanols in T1 seeds
	Composition and total content of tocochromanols in T2 seeds
	Oxidative stability of canola oil with enhanced tocochromanol content under high temperature
	Impact of seed-specific expression of HvHGGT on important agronomic traits

	Discussion
	Data availability statement
	Author contributions
	Funding
	Supplementary material
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


