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An in vitro gastrointestinal human digestion model, with and without additional rapeseed oil, was used to
measure the bioaccessibility of the major lipophilic nutrients enriched in chloroplasts: -carotene; lutein;
a-tocopherol; and a-linolenic acid. Chloroplast-rich fraction (CRF) material for this work was prepared
from post-harvest pea vine field residue (pea vine haulm, or PVH), an abundant source of freely available,
underutilised green biomass. PVH was either steam sterilised (100 °C for 4 min) and then juiced (heat-
treated PVH, or HPVH), or was juiced fresh and the juice heated (90 °C for 3 min) (heat-treated juice, or
HJ); the CRF from all biomass treatments was recovered from the juice by centrifugation. The impact of
postharvest heat treatment of the biomass (HPVH), or of heat treatment of the juice (HJ) derived from the
biomass, on the retention and bioaccessibility of the target nutrients was determined. The results showed
that both heat treatments increased the apparent retention of p-carotene, lutein, a-tocopherol, and
a-linolenic acid in the CRF material during digestion. The presence of edible oil during digestion did not
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dramatically affect the retention of these nutrients, but it did increase the bioaccessibility of p-carotene,
lutein, and a-tocopherol from CRF material derived from heated biomass or juice. The presence of oil
also increased the bioaccessibility of p-carotene, but not of lutein, a-tocopherol, or a-linolenic acid, from

rsc.li/food-function fresh CRF material.

central to the process of photosynthesis (conversion of sun-

1. Introduction

[{ec

Green biomass is full of subcellular organelles called chloro-
plasts; their green colour is due to the presence of chlorophyll,
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light energy into chemical energy). Recent work within Food
Sciences at the University of Nottingham has shown that these
organelles are composed of proteins (50-60%) and lipids
(25-35%) and are enriched with a range of lipophilic micronu-
trients and essential trace elements (iron and manganese)."
Chloroplasts liberated from their cellular environment, should
deliver more nutritional impact for the consumer than cell-
bound chloroplasts since their digestion would not be
impeded by the presence of the cell wall.

To be absorbed in the gastrointestinal (GI) tract, nutrients
need to be bioaccessible. Bioaccessibility is the fraction of a
compound which is released from its food matrix within the
GI tract and becomes available for absorption.® In vitro diges-
tion is a popular method of determining bioaccessibility since
it is cheap, rapid and gives a preliminary evaluation before
executing in vivo animal or human studies.” The bioaccessi-
bility of carotenoids, vitamin E and fatty acids from vegetables
and fruit is reported to be relatively low.°® This has been
attributed to several causes, including limited release from
plant tissue’ ' and low solubilisation in gastrointestinal
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fluids.®'* Due to the low solubilisation of lipophilic micronu-
trients in the aqueous phase in the gastrointestinal tract,
movement from a food matrix to micelles/mixed micelles is
necessary prior to uptake by epithelial cell. Some lipophilic
nutrients (carotenoids, for example), are made more bioacces-
sible if there is some oil present in the diet to aid
solubilisation.'*'* Work by Rich and co-workers (2003)"
showed that carotenoids from spinach leaves can move to
micelles either directly or after transfer to an oil phase (oil dro-
plets). The ability of oil to effectively dissolve lipophilic micro-
nutrients and to provide products of digestion such as free
fatty acids that form micelles means that the addition of oil to
the diet can enhance the uptake of lipophilic micronutrients.
Lipid hydrolysis takes place predominantly in the small intes-
tine, but 10% to 25% of lipids can be hydrolysed in the gastric
phase in solid and liquid meals respectively. Recently it has
been shown that lipid digestion, initiated by gastric lipase can
also enhance carotenoid bioaccessibility from plant food
matrices.”” From the results of an in vitro study to test the
ability of digestive lipases to hydrolyse galactolipids, we
demonstrated that fatty acids released by pancreatic enzymes
from liberated spinach chloroplasts are bioaccessible.'® The
bioaccessiblity, and bioavailability, of fatty acids and lipophilic
nutrients from liberated spinach chloroplasts has been shown
in fish,"” but is yet to be established in a human feeding trial.
A tractable step towards this goal is to measure the bioaccessi-
bility of carotenoids and tocopherol (Fig. 1) from liberated
chloroplasts, the so-called ‘chloroplast-rich fraction’ (CRF), in
a human in vitro digestion model.

The UK is the largest producer of green peas for freezing in
Europe. In terms of land area, 35 000 hectares of peas are culti-
vated in the UK.'® We estimate that the mass of postharvest
field residue (called pea vine haulm (PVH) made up of leaves,
pods, stems) in the UK is 373 thousand tonnes per year.
Currently this biomass is either ploughed back into the field
or used to feed livestock. Soil health benefits from the former,
but it is generally accepted that at least half the biomass could
be removed from the field for other purposes. Our laboratory
has demonstrated that the CRF from postharvest pea vine field
residue i.e. pea vine haulm (PVH), has the nutritional creden-
tials to be used as a food supplement or food ingredient.>"®'®
Heat treatment of the biomass is an effective way of knocking
out endogenous enzymes that might cause a deterioration in
the quality of PVH CRF material during storage.'®'® Heat treat-
ment of the juice recovered from the biomass is another way of
preserving the nutrients in the final CRF material/dry
powder.'® CRF material is prepared by centrifuging leaf-juice,
collecting the pellet which is then freeze-dried. Although there
are reports of the positive impact of juicing/homogenising
green biomass on the bioaccessiblity and bioavailability of
leaf-bound lipophilic nutrients,”***'%?> this is the first
bioaccessibility study where chloroplasts have been intention-
ally liberated from cells, concentrated/separated from the bulk
of the aqueous phase, and dried. This current work measures,
both in the presence and absence of edible oil, the bioaccessi-
bility of the major lipophilic nutrients in a chloroplast-rich
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fraction (CRF) derived from fresh juice (FJ), heat-treated pea
vine haulm (HPVH), and heat-treated PVH juice (HJ).

2. Materials and methods

2.1. Materials

Pea (Pisum sativum L.) vine haulm, composed of a mixture of
vines, stems, leaves, peas, and pods, was kindly provided by
the Green Pea Company (Yorkshire, United Kingdom). The
biomass was collected from the side of the field during the
pea harvest (July 2017) and immediately brought to our labora-
tory facilities in Leicestershire, UK to be processed. Rapeseed
oil and spinach leaves were purchased from Tesco, UK.

1-51

2.2. Chemicals

All solvents were HPLC grade and purchased from Fisher Scientific
(Loughborough, UK). Standards (B-carotene and a-tocopherol) were
HPLC grade and purchased from Sigma Aldrich (Merck, Darmstadt,
Germany), except lutein which was purchased from PanReac
AppliChem (Darmstadt, Germany). Enzymes, including o-amylase
from human saliva type XIII-A, 300-1500 U mg™" protein (A1031),
pepsin from porcine gastric mucosa (P6887), pancreatin from
porcine pancreas (8XUSP; P7545), and porcine bile extract (B8631),
were purchased from Sigma Aldrich (Merck, Darmstadt, Germany).
Other chemicals used were of analytical grade.

2.3. Post-harvest treatment of pea vine haulm (PVH) and
preparation of juice

The fresh biomass was washed with tap water to remove any soil
or stones, before removing excess water in an industrial salad
spinner (Sammic ES-200, UK). The haulm was split into two
batches. One batch (13 kg) was packed into vacuum sealed bags
for steam treatment (section 2.3.1). The other batch (5 kg) was
juiced immediately, using a twin gear juicer (Angel 7500, Korea)
to separate the fibrous pulp from the nutrient-rich juice. This
juice was filtered through a 75 pm stainless steel mesh sieve and
then processed further to make the CRF material (section 2.5).

2.3.1 Heat treatment of PVH (HPVH). The PVH was packed
into vacuum sealed, clear, perforated bags (500 g of pea vine per
bag). These bags were placed in the rack of a Retort (Lagarde
RP362, Malataverne, France). The chamber was sealed, vented,
and heated for 5 minutes 30 seconds to reach 100 °C and 1 bar,
then held for 4 minutes before cooling and depressurising for
5 minutes 45 seconds. The bags were then rapidly cooled in an
ice-water bath. The steam-treated PVH (HPVH) was immediately
juiced using a twin-gear juicer (Angel 7500, Korea) and pro-
cessed further to make the CRF material (section 2.5).

2.3.2 Heat treatment of juice extracted from pea vine
haulm (HJ). Pea vine juice (HJ) (500 mL), in a capped amber
Duran bottle, was heated in a water bath with a magnetic
stirrer (800 rpm). The temperature was increased from room
temperature (20 °C) to 90 °C over 20 minutes, held for
3 minutes, then cooled rapidly in an ice-water bath to room
temperature. The CRF material was then prepared (section
2.5).

This journal is © The Royal Society of Chemistry 2022
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Fig. 1 Chemical structures of essential lipophilic nutrients (A) conversion of 3-carotene (provitamin A) to retinol (vitamin A) (B) chemical structures

of lutein and a-tocopherol.

2.4. Treatment of spinach leaves

Spinach leaves (3 kg) were juiced using a twin-gear juicer
(Angel 7500, Korea); the juice was filtered through a 75 pm
stainless steel mesh sieve and processed further to make the
CRF material (section 2.5).

2.5. Isolation of the chloroplast-rich fraction (CRF)

The CRF material was prepared using a method from Torcello-
Gomez et al. (2019),”> who proved that the CRF contains intact
chloroplasts after the processing using microscopic technique.
The juice samples prepared from section 2.3, 2.3.1, 2.3.2 and
2.4 were centrifuged twice at 17700 RCF or 10000 rpm

This journal is © The Royal Society of Chemistry 2022

(Beckman Coulter JS-21M centrifuge with JA-10 rotor, US) for
10 minutes at 4 °C. The pellets containing the CRF were
pooled, weighed and frozen at —80 °C before being freeze-
dried (Edwards Freeze Dryer Super Modulyo, UK) for 3-5 days.
Freeze-dried CRFs of fresh juice (F]), heated PVH (HPVH),
heated juice of PVH (H]J), and spinach were then ground in a
pestle and mortar and stored in a vacuum-sealed foil pouch at
—20 °C.

2.6. Peroxidase (POD) enzyme activity assay

General enzyme activity was measured using a peroxidase
(POD) enzyme assay adapted from Gokmen et al (2005).*

Food Funct., 2022,13, 5365-5380 | 5367
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Samples of juice were diluted 1 in 10 with deionised water to
be added to an assay mix of 500 pL of each hydrogen peroxide
and guaiacol in a total volume of 100 mL deionised water. The
rate of colour change induced by enzyme activity was
measured using a spectrophotometer (UV-Vis spectrophoto-
meter, Genesys 10S, US) set at 420 nm. Readings were taken
every 2 seconds over a 90-second period, after 100 pL diluted
juice was added to 2.9 mL assay mix. The gradient of the
increased absorbance for 90 seconds was a measure of POD
enzyme activity, any reduction in POD activity after heat treat-
ment was an indication of a reduction of enzyme activity in
general.

2.7. Static in vitro digestion

The digestibility of nutrients in vitro was determined using the
method of Minekus et al. (2014),* with slight modifications
(see ESI Fig. 11). The CRF (0.5 g) was dissolved in 4.5 mL or
4.0 mL of ultra-pure water when rapeseed oil (0.5 g) was absent
or added respectively. Rapeseed oil was chosen for the study
because it has been reported to give the highest bioaccessibil-
ity of lipophilic nutrients (p-carotene) from vegetables when
compared with oil from soybean, safflower seed, olive fruit,
sesame seed, palm fruit, beef tallow and lard.'> The rapeseed
oil and was homogenised with the solution and then mixed
with 4 mL of simulated salivary fluid (SSF) electrolyte stock
solution. Human salivary a-amylase solution (75 U mL™;
0.5 mL) was added, followed by CaCl,-2H,0 (0.3 M; 25 pL) and
ultra-pure water (0.475 mkL). This mixture was thoroughly
mixed and shaken (150 rpm) for 2 minutes at 37 °C and then
simulated gastric fluid (SGF) electrolyte stock solution (8 mL)
was added to the digestion mixture. Gastric lipase, rec-
ommended in the latest iteration of the INFOGEST model,’
was not used at the time we performed these experiments;
however, we have shown that the main lipids present in CRF,
galactolipids, are not substrates for gastric lipase and their
digestion only starts under intestinal conditions.” Pepsin from
porcine gastric mucosa (1 mL; 2000 U mL™") and CaCl,-2H,0
(0.3 M; 5 pL) were then added to achieve 2000 U mL™" pepsin
in the final gastric digestion mixture. The pH was then
reduced to 3 using 2 N HCI and the volume was made up to
20 mL with ultra-pure water. The samples were then shaken
(150 rpm) for 2 hours at 37 °C. Next, the digesta from the
gastric phase (20 mL) was mixed with simulated intestinal
fluid (SIF) electrolyte stock solution (11 mL), pancreatin solu-
tion (5 mL made up in SIF electrolyte stock solution to reach
100 U mL™" of trypsin activity), and bile extract (2.5 mL at
10 mM bile salts) and CaCl,-2H,0 (0.3 M; 40 pL). The pH was
then increased to 7 using 1 N NaOH and the volume made up
to 40 mL with ultra-pure water. The intestinal digestion
mixture was again incubated in the shaker (150 rpm) for
2 hours at 37 °C. The digestion sample was acidified with
8 mL of 1 N HCI to stop the enzymatic reaction. To assess the
bioaccessibility of lipophilic nutrients (carotenoids, vitamin E
and fatty acids), 10 mL of the intestinal digestion mixture was
fractioned by centrifugation at 5000 rpm or 4863 RCF
(Beckman Coulter JS-21M centrifuge with JA-10 rotor, US) for
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10 minutes at 4 °C for 1 hour and the resulting supernatant
was filtered through 0.2 pm polytetrafluoroethylene (PTFE)
filter membrane to obtain the micellar phase. Then lipids were
extracted from both the non-centrifuged sample (digesta) and
the micellar phase (section 2.8). The percentages (%) of nutri-
ent retention after digestion, bioaccessibility, and nutrient in
CREF available for uptake were calculated using eqn (1)—(3):

%Nutrient retention = [(Cigesta)/(Cinitia)] x 100 (1)

%Bioaccessibility(micellar solubilisation)
= [(Cmicellar)/(cdigesta)} X 100

(2)

%Nutrient in CRF available for uptake
= [(Cmicellar)/(cinitial)] X 100

(3)

Chicellar 1S the concentration of the nutrient in the micellar
fraction, Cgigesta iS the concentration of the nutrient in the
complete digestion mixture before centrifugation, and Cipitial
is the concentration of the nutrient in CRF before digestion.

2.8. Lipid extraction

Lipid extraction was performed using the method of Folch
et al. (1957).>" The micellar phase or total digesta (5 mL) were
mixed with a 2:1 v/v mixture of chloroform and methanol
(5 mL) and vortexed for 1 minute. Sodium chloride solution
(150 mM; 2 mL) was then added to the mixture which was vor-
texed again (1 minute) and centrifuged (using Thermo
Electron Corporation, Jouan CR3i multifunction, US) at 3000
rpm or 1750 RCF for 10 minutes at 4 °C, after which it had
separated into two phases (aqueous and organic) and an inter-
phase. The lower clear organic phase, which contained lipids,
was transferred into another tube. The remaining two phases
were then extracted and centrifuged again according to the
same methods. The lower organic phase was collected and
pooled with the previous one. The lipid extract was filtered
through a 0.45 um PTFE filter membrane and then dried
under a flow of nitrogen gas. The dried lipid extracts were
weighed to calculate the total lipid content and subsequently
used for the analysis of p-carotene, lutein, a-tocopherol, and
a-linolenic acid.

2.9. Protein analysis

The protein content was determined using Pierce™ BCA
protein assay kit (Thermo Fisher Scientific). 2% of Sodium
dodecyl sulfate (SDS) solution (1 mL) was added to 0.1 g of
dried sample. The sample was then heated at 60 °C in the
water bath for 30 min and vortexed for 1 minute. After that the
sample was centrifuged (using ROTINA 380R) at 4000 rpm or
3112 RCF for 10 minutes and further diluted 1/100 with 2%
SDS solution. A standard working reagent (2 mL) was added to
100 pL of each sample and standard solutions and further
incubated at 37 °C for 30 minutes. The standard working
reagent was prepared by using 50 parts of reagent A and 1 part
of reagent B (supplied in the assay kit). The absorbance was
measured at 562 nm using an UV-Vis spectrophotometer
(Thermo Scientific, Genesys 10S, US) blanked with reverse

This journal is © The Royal Society of Chemistry 2022
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osmosis (RO) water. The concentration was determined using
linear equation produced from a range of bovine serum
albumin (BSA) standards.

2.10. Mineral analysis

The freeze dried CRF from spinach and PVH were transferred
into Pyrex test tubes (16 x 100 mm) and weighed (5-10 mg). The
trace metal grade nitric acid Primar Plus (Fisher Chemicals)
spiked with indium internal standard was added to the tubes
(2 mL per tube). The samples were then digested in dry block
heater (DigiPREP MS, SCP Science; QMX Laboratories, Essex, UK)
at 115 °C for 4 hours. Once the samples cooled down, 1 mL of
hydrogen peroxide (Primar, for trace metal analysis, Fisher
Chemicals) was added to the tubes and samples were digested in
dry block heater for additional 4 hours at 115 °C. The digested
samples were diluted to 20 mL with 18.2 MQ cm Milli-Q Direct
water (Merck Millipore). Elemental analysis was performed with
an inductively coupled plasma-mass spectrometry (ICP-MS),
PerkinElmer NexION 2000 equipped with Elemental Scientific
Inc. autosampler, in the collision mode (He). Twenty-two
elements (Li, B, Na, Mg, P, S, K, Ca, Cr, Mn, Fe, Co, Ni, Cu, Zn,
As, Se, Rb, Sr, Mo, Cd and Pb) were monitored. Liquid reference
material composed of pooled samples of the digested CRF
powders was prepared before the beginning of sample run and
was used throughout the whole samples run. It was run after
every ninth sample to correct for variation within ICP-MS analysis
run.” The calibration standards (with indium internal standard
and blanks) were prepared from single element standards
(Inorganic Ventures; Essex Scientific Laboratory Supplies Ltd,
Essex, UK) solutions. Sample concentrations were calculated
using external calibration method within the instrument soft-
ware. The ash contents of PVH CRF and spinach CRF were deter-
mined from the total amount of minerals presented in samples.

2.11. Estimation of carbohydrate content

The percentage of carbohydrate content of freeze-dried CRF
was estimated by difference of the other macronutrient and
total minerals (ash) using eqn (4).

Carbohydrate (%) = 100 — lipid — protein

— total mineral (ash) (4)

2.12. Chlorophyll analysis

The pigment content was analysed using an UV-Vis spectro-
photometer (Thermo Scientific, Genesys 10S, US). The lipid
extract was diluted with acetone to be a factor of 1:100 for
PVH CRF and a factor 1:500 for spinach CRF. The sample
solution was measured at two different wavelengths; 662 nm
(chlorophyll @) and 645 nm (chlorophyll ). Chlorophyll con-
centration (ug mL™') was calculated using eqn (5)~(7) by
Lichtenthaler and Buschmann (2001).%°
Chlorophyll a:

Chlorophyll a (ug mL™1) = (11.24 X Agep) — (2.04 X Agss) (5)

Chlorophyll b:

This journal is © The Royal Society of Chemistry 2022
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Chlorophyll b (pg mL ™) = (20.13 X Agss) — (4.19 X Ags2) (6)
Total chlorophylls:

Total chlorophylls (pg mL™') = chlorophyll a + chlorophyll b
7)

2.13. f-Carotene and lutein analyses

The amount of p-carotene and lutein were analysed using
high-performance liquid chromatography (HPLC) with photo
diode array (PDA) detection (Agilent 1100, Germany) using the
method described in Wattanakul et al (2021).'® The dried
lipid extract was dissolved with acetone (containing 0.1% buty-
lated hydroxytoluene (BHT)) (1 mL) and filtered through a
0.45 pm PTFE filter membrane into amber HPLC vials. The
mobile phase consisted of acetonitrile, methanol, ethyl acetate
containing 0.05% triethylamine (TEA) at a flow rate of 0.5 mL
min~". At the start of the run the proportions of the solvents
were 95:5:0, which changed to 60:20:20 after 25 minutes;
the latter proportions were maintained until the end of the
run. Re-equilibration took 15 minutes. Samples were injected
at 10 pL of volume through a guard column and separated on
a Waters, Nova-Pak C18 analytical column (4 pm, 3.9 x
200 mm) with the column temperature set at 22 °C. f-Carotene
and lutein were detected at a wavelength of 454 nm. The
p-carotene and lutein contents were determined using linear
equations from standard curves.

2.14. «a-Tocopherol analysis

a-Tocopherol content was analysed using HPLC (Agilent 1100,
Germany) with fluorescence detector (Jasco FP-920, Japan)
using a method of Wattanakul et al. (2021).'® The dried lipid
extract was dissolved with methanol (containing 0.1% BHT)
(1 mL) and filtered through 0.45 pm PTFE filter membrane
into amber HPLC vials. A gradient system of two solvents, A
(acetonitrile : methanol : isopropanol : 1% acetic acid solution
45:45:5:5, v/v/v/v) and B (acetonitrile: methanol:
isopropanol, 25:70:5 v/v/v), was employed. The flow rate of
the mobile phase was set at 0.8 mL min~" starting with 100%
of solvent A for 6 minutes. Then the mobile phase changed lin-
early to become 100% of solvent B over the following
10 minutes. This system was held for 12 minutes before being
returned to the initial conditions with a total run time of
36 minutes. Samples were injected at a volume of 10 pL
through a guard column and separated on a Zorbax RX, C8
analytical column (5 pm, 4.6 x 250 mm) with the column
temperature set at 20 °C. a-Tocopherol was detected at the
wavelength of 298 nm for excitation and 328 nm for fluo-
rescence emission. The a-tocopherol content was determined
using a linear equation from the standards curve.

2.15. a-Linolenic acid analysis

The amount of a-linolenic acid was analysed using gas chrom-
atography coupled to mass spectrometry detection (GC-MS)
(Thermo Scientific, DSQ) using the method described in
Wattanakul et al. (2021)."® A dried lipid extract was dissolved
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in chloroform (1 mL). Methylpentadecanoate (100 pL) was
added as an internal standard and trimethyl-
sulfoniumhydroxide (TMSH) (200 puL) was added to convert the
fatty acids and fatty acyl groups to fatty acid methyl esters. The
lipid extract was then left for at least 10 minutes to ensure
completed conversion before filtering the mixture (1 mL)
through 0.45 pm PTFE filter membrane into amber vials. The
sample (10 pL) was injected into a Phenomenex Zebron
ZB-FFAP (30 m x 0.25 mm) column using a vaporising injector
with a split flow of 50 mL min~". The oven temperature was
maintained at 120 °C for 1 minute and then increased to
250 °C at a rate of 5 °C min~' and held for 2 minutes.
a-Linolenic acid was detected using a mass spectrometer and
identified using retention times and comparison of molecular
masses to a mass spectrum library of FAME standards.

2.16. Microscopic imaging

The chloroplast morphology was observed by light microscope
with polarised lens and dark field (Leitz, Diaplan Microscope,
Germany) and EVOS microscope with 40x magnification (EVOS
FL Imaging System, Advanced Microscopy Group).

2.17. Statistical analysis

All experiments were performed in triplicate, and the data ana-
lysed using IBM SPSS statistics 27. Analysis of variance
(ANOVA) was carried out according to the Tukey post hoc
approach; statistical significance was set at p < 0.05. The data
were expressed as mean + standard deviation. Differences of
means at p < 0.05 were considered significant.

3. Results and discussion
3.1. Composition of CRF materials before in vitro digestion

Three separate CRF materials were produced from pea vine
haulm (PVH): fresh/unheated PVH juice (F]); heated PVH
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(HPVH); and heated juice (HJ). Spinach CRF prepared from
fresh juice was used as reference material: it is commonly
studied in our group and it has a relatively high nutrient com-
position.” Spinach is also a standard material for plant biol-
ogists and research on photosynthesis derived compounds.”’
The proximate and selected lipid micronutrient compositions
of these materials were measured (Table 1). Overall, the total
lipid content (a good measure of chloroplasts in green
biomass) in the three CRF materials was in the same order of
magnitude, with fluctuations explained by the varying levels of
proteins and carbohydrate in the three CRF materials. Most of
the samples, including the spinach leaf CRF reference sample,
show a protein: lipid ratio of 2:1; however, the CRF from H]J
has a ratio of 2.8 : 1. It is not clear why this should be; perhaps
some cytoplasmic proteins dropped out of solution due to
heat-induced denaturation and were then recovered in the CRF
pellet upon centrifugation. The carbohydrate content of the
CRF in no-heat-treated material was significantly higher (p <
0.05) (1 to 2-fold) than the carbohydrate content of the heat-
treated materials. The observation of Maltese crosses using a
polarised microscopy indicated the presence of native starch
in the no-heat treated CRF sample (FJ). Heat treatment of the
PVH directly (HPVH) or of the juice (HJ), resulted in the loss of
native starch structure (Fig. 2B and C). HJ appears to have the
fewest native starch grains suggesting that the juice experi-
enced even greater thermal impact than the HPVH material,
this is reflected in the heating protocols (section 2.3.1 and
2.3.2) and echoed by the reduction in peroxidase activity
results (see later). It appears from these observations that the
heat treatment of biomass or juice caused gelatinisation of
starch and that much of the gelatinised starch material
remains in the supernatant during the preparation of CRF.
The presence of starch effectively dilutes the other nutrients so
this must be taken into account when comparing the concen-
tration of nutrients in the CRF materials. One way of doing
this is to express the nutrient/pigment concentration values in

Table 1 Nutrient composition of chloroplast-rich fractions (CRFs) from pea vine haulm (PVH) before digestion

PVH CRF
Nutrient FJ HPVH HJ Spinach CRF
Protein mg g~' CRF, DW 293.27 +10.11¢ 354.33 + 10.36° 448.32 +3.29° 483.64 + 6.66°
Lipid mg g~ CRF, DW 150.82 + 3.78" 173.34 + 31.23" 160.13 + 9.87" 239.92 + 13.12%
Protein to lipid ratio w/w 1.94 2.04 2.80 2.01
Carbohydrate mg g~ CRF, DW 525.73 + 0.14° 391.11 + 1.27° 289.80 + 0.62° 215.12 + 1.76¢
Ash mg g~' CRF, DW 30.18 = 0.14¢ 81.22 +1.27° 101.75 + 0.62° 61.32 + 1.76°
Total chlorophyll mg g~ CRF, DW 15.99 + 1.33° 10.73 = 0.73° 10.44 + 0.44° 46.16 + 1.56°
mg g~" lipid 106.01 + 8.79" 61.92 + 4.4° 65.21 + 2.85° 192.40 + 6.49°
p-Carotene mg g~ CRF, DW 0.99 + 0.06™ 0.74 + 0.08° 1.21 +0.07° 5.29 + 0.33
mg g~ lipid 6.53 +0.42° 4.29 +0.45° 7.55 + 0.45° 22.07 + 1.36°
Lutein mg g~ CRF, DW 4.81 +0.29* 3.34 +0.39° 4.62 + 0.34° 3.90 + 0.39*"
mg g~ lipid 31.88 + 1.89° 19.30 + 2.28" 28.83 +2.09° 16.25 + 1.64°
a-Tocopherol mg g~ CRF, DW 0.29 + 0.02° 0.29 + 0.02° 0.45 + 0.04 0.52 + 0.04
mg g~ lipid 1.94 +0.14" 1.65 + 0.14° 2.82 + 0.24° 2.17 +0.19°

CREF: chloroplast-rich fraction; DW: dry weight; FJ: fresh juice; HPVH: heated PVH; HJ: heated juice; data were presented as a mean + SD of 3
separated samples and analysed using post hoc analysis of variance (ANOVA) and according to a Tukey test with statistical significance at p <

0.0.5,a > b.
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Fig. 2 Physical characteristics of different freeze-dried CRF from PVH, including CRF from fresh juice (FJ), CRF obtained after heated PVH before
juicing (HPVH) and CRF prepared after heated PVH juice (HJ); (A) physical characteristic of freeze-dried CRF (B) light microscope polarised image
with dark field; (C) close-up view of the Maltese cross. Maltese crosses can be observed in the non-heat treated CRF sample, which indicates the

presence of native starch.

terms of mass per unit mass of total lipid, as we can assume
that most of the lipid extracted from CRF originate from the
chloroplast membranes. This normalised measure enables a
comparison of the nutrient concentrations across the CRF
materials. Expressing concentration values relative to total
lipid mass reveals that heat treatment reduces the chlorophyll
content of PVH CRF (Table 1 and Fig. 2A); about 40% of the
chlorophyll was lost during the heat treatment of the biomass
or juice, probably because of the loss of magnesium bound in
the chlorophyll and due to some chlorophyll changing to
pheophytin and other derivatives, such as chlorophyllide and
pheophorbide.*® Experiments were carried out in the dark, so
it is unlikely that singlet oxygen was generated. It is worth
bearing in mind that if any singlet oxygen were produced then
thermal inactivation of enzymes that have antioxidant activity
may explain some of the loss of chlorophyll.>**° The concen-
tration of the carotenoids, f-carotene and lutein, was relatively
consistent between the FJ and HJ samples, but pre-heating the
biomass (HPVH) appears to cause a loss in these micronutri-
ents (34% and 40% losses respectively). Heated juice caused a
higher loss of peroxidase (POD) enzyme activity (data shown in
ESI Table 11) than heated biomass (100% compared with 66%

This journal is © The Royal Society of Chemistry 2022

loss of POD), therefore it may be that it also knocks out
enzymes that catalyse the breakdown of carotenoids. The
highest value for a-tocopherol is found in the CRF material
from heated juice; perhaps this was also explained in part by
heat-induced disabling of tocopherol oxidase that can break-
down tocopherol.*’ Any losses of nutrients in these CRF
materials may be explained by endogenous enzyme activity or
by heat-induced breakdown; any commercial heat treatment
would have to optimise conditions to minimise carotenoid
degradation and to maximise enzyme inactivation. These
figures taken overall indicate that all CRF preparations contain
measurable amounts of p-carotene, lutein, and a-tocopherol.

3.2. Bioaccessibility of lipophilic nutrients from CRFs
derived from FJ, HPVH and HJ

The microscope images (ESI Fig. 21) were taken to show the
impact of in vitro digestion on the different treatments of PVH
CRF at each digestion phase. Images of the materials sampled
at the end of oral phase indicates that the CRF generated from
the fresh juice contains larger more opaque aggregates com-
pared with the other CRF preparations. In all cases there is a
gradual reduction in the size of aggregates during in vitro
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digestion. The bioaccessibility of micronutrients from these
three CRF powders was measured by using an in vitro digestion
model. Initially, water (4.5 mL) was added to CRF powder
(0.5 g); in all three cases, the water penetrated the powder to
some extent, but complete dispersion of the particulate
material did not occur (ESI Fig. 31). Over the digestion period,
residual CRF material can be seen sticking on the wall of the
glass bottle; this material was re-suspended into the incu-
bation mixture at the start of each new phase (oral, gastric or
intestinal) by inverting the bottles, but some of the particulate
material remained stuck to the glass indicating incomplete
dispersion in some cases (ESI Fig. 31). It could be deduced
that the dispersion of the CRF material in the digestion
mixture was enhanced if the PVH or its juice was heat treated,
or if rapeseed oil was added to the incubation mixture (see ESI
Fig. 31). Perhaps the presence of native starch in the no-heat
treated CRF material impaired particulate dispersion, and this
phenomenon could be overcome in the presence of oil.
Bioaccessibility is a measure of the release of nutrients from a
matrix; it is therefore necessary to establish loss of nutrients
during incubation as this can affect the measurement of bioac-
cessibility (see 3.2.2-3.2.4).

3.2.1. Isomerisation of f-carotene before and after CRF
digestion. A small peak of cis-f-carotene in the HPLC chroma-
togram was present in the heat-treated samples (HPVH and
H]) before in vitro digestion (ESI Fig. 4F). This result was con-
sistent with Chandler & Schwartz (1988), who reported that
thermal processing can cause the isomerisation of p-carotene
from trans to cis-isomer (ESI Fig. 51).>* After in vitro digestion,
there was an increasing amount of cis-B-carotene (9-cis and 13-
cis forms) in both non-heat (FJ) and heat-treated samples
(HPVH and HJ), compared with before digestion (ESI Fig. 47).
The isomerisation of trans to cis-p-carotene in PVH CRF there-
fore also occurred during in vitro digestion. cis-p-Carotene is
reported to be easier to micellarise than all-trans-p-carotene
during simulated digestion; both isomers are transferred
across the brush-border surface of the enterocyte from mixed
micelles and absorbed in humans by passive diffusion.*
Measurement of fB-carotene in this work was the sum of the
all-trans and the cis isoforms.

3.2.2. Nutrient retention. In this work, nutrient retention
is defined as the proportion of nutrients in the whole digesta
(at the end of the digestion process) compared with the initial
nutrient concentration in the CRF. It reflects the stability of
lipophilic nutrients. To make this measurement it is assumed
that all lipids are extractable from the total digesta milieux.
From Fig. 3 one can see that our internal marker for chloro-
plast lipid (a-linolenic acid), which we assume is not affected
by the incubation conditions, appears to be lost during diges-
tion: 40% is apparently lost from the CRF derived from FJ, and
20% is apparently lost from the CRF derived from heat treated
samples (HPVH and HJ). It has already been noted that the
CRF materials vary in their degree of dispersibility; from quali-
tative observations it appears that CRF from fresh juice was
the least well dispersed (ESI Fig. 3t). The robust physical
nature of CRF material appears to be reduced after heat treat-

5372 | Food Funct, 2022, 13, 5365-5380

View Article Online

Food & Function

ment of the biomass or juice. This may explain in part the
‘apparent’ improved retention of f-carotene, lutein, and
a-tocopherol in HPVH and HJ CRF materials; it is possible that
the less robust, more easily dispersed CRF materials from heat
treated biomass or juice, simply release their lipids more
readily during extraction, or that representative sampling of
the digesta was impaired by the larger, less well-dispersed CRF
particles derived from fresh, unheated juice.

The presence of oil during digestion appears to improve the
retention of p-carotene and a-tocopherol, but lutein is not
affected. Another possible explanation is that oil helps to dis-
solve the most lipophilic of the analytes (B-carotene and
a-tocopherol) from the particulate CRF material, making these
nutrients more easily extractable using the Folch method.**
This reflects our proposition that the physical nature of the
CRF material affects how readily the lipids are extracted from
the total digesta. Work in our group has shown that our lipid
extraction protocol is effective at extracting all the lipids from
the dry CRF parent material, but there appears to be more
work to be done to refine the protocol to obtain quantitative
amounts of lipid from CRF dispersed in an aqueous medium.
Indeed, some of the retention data may be explained by
various factors. Our study suggests that heat treatment of
biomass or juice improves the retention of p-carotene, lutein,
and a-tocopherol during simulated human digestion of CRF
material (Fig. 3A-C). This may be in part due to heat-induced
disabling of the enzymes that cause the degradation of caro-
tenoids and vitamin E.**?° In addition, thermal treatment
might cause more efficient release of carotenoids from the
CRF matrix and/or induce disruption of carotenoid-protein
complexes.>® The presence of oil in PVH CRF digestion
appeared to increase the retention of p-carotene compared
with the absence of oil. One can assume that rapeseed oil
hydrolysis during in vitro digestion generates lipolysis pro-
ducts, which contribute to the micellar solubilisation and pro-
tection of f-carotene under intestinal conditions.**®

3.2.3. Nutrient bioaccessibilty (micellar solubilisation).
“Bioacessibility” or “micellar solubilisation” are defined as the
percentage of nutrient present in the whole digesta that is dis-
persed in solution, and thus. Presumably micellarised and
available for intestinal absorption. Notwithstanding the likely
role of the physical nature of the CRF material in rendering
lipophilic nutrients more of less accessible for extraction from
the digesta phase, it is clear from the bioaccessibility results
(Fig. 4) that not all the extractable lipid nutrients end up in the
micellar phase. This suggests that a proportion of these lipo-
philic nutrients is hindered from moving into the micellar
phase; this will be due to mass transfer constraints and/or
because some of these nutrients are caught up in non-micellar
entities such as vesicles or undigested lipid droplets, and/or
are still attached to the CRF matrix in some fashion.
Bioaccessibility data in this study (Fig. 4) therefore still carries
useful information despite the incomplete recovery of lipophi-
lic nutrients from the digesta phase. It does not mirror the
profile of the ‘retention’ data (Fig. 3), indicating that there are
molecule-specific drivers for micellarisation.

This journal is © The Royal Society of Chemistry 2022
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Fig. 3 Effect of heat treatment and the presence of oil on nutrient retention after in vitro digestion in CRF from PVH (A) B-carotene retention (B)
lutein (C) a-tocopherol (D) a-linolenic acid; FJ: fresh juice; HPVH: heated PVH; HJ: heated juice; data were presented as a mean + SD of 3 separated
in vitro digestion and analysed using post hoc analysis of variance (ANOVA) and according to a Tukey test with statistical significance at p < 0.0.5, a >
b.

Galactolipids from thylakoid membranes appear to be there is no data for a-linolenic acid retention or bioaccessibil-
digested as approximately 60% of a-linolenic acid (our internal ity in the presence of oil. Our study of the hydrolysis of galacto-
marker for chloroplast lipid) moves from the digesta phase lipids from CRF material in an in vitro simulation of human
into the micellar phase in all three CRF materials (Fig. 4D); digestion indicated that a very high percentage of fatty acyl
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Fig. 4 Effect of heat treatment and the presence of oil on nutrient bioaccessibility (micellar solubilisation) after in vitro digestion in CRF from PVH
(A) p-carotene bioaccessibility (B) lutein (C) a-tocopherol (D) a-linolenic acid; FJ: fresh juice; HPVH: heated PVH; HJ: heated juice; data were pre-
sented as a mean + SD of 3 separated in vitro digestion and analysed using post hoc analysis of variance (ANOVA) and according to a Tukey test with
statistical significance at p < 0.0.5, a > b.

groups (up to 70%) is released as FFAs during CRF material has not been heat treated."® Conversely heat treatment of PVH
preparation (presumably by endogenous galactolipase protects the integrity of galactolipids to a great extent since
enzymes present in the green biomass) if the PVH biomass only 25% of fatty acyl groups are converted into FFAs.
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Although we did not measure FFAs directly in the present
work, we assume that CRF from FJ is high in FFAs (including
the abundant o-linolenic acid), whereas CRF from HPVH or HJ
will have a significantly lower amount of FFA prior to diges-
tion. The bioaccessibility data for o-linolenic acid (Fig. 4D)
therefore suggests that FFAs move easily into the micellar
phase (indeed free fatty acids are key constituents of micelles)
from the F] CRF material, and that the PPE (porcine pancreatic
extract) used in this work is able to hydrolyse galactolipids to
some extent, which is consistent with our previous findings"®
and the fact that some galactolipase activity has been identi-
fied in PPE.?” The latter deduction is based on the assumption
that galactolipids do not move into the micellar phase intact,
but rather are hydrolysed first, liberating FFAs and lysogalacto-
lipids that are inclined to form mixed micelles with bile salts.
It is also possible that, instead of being directly hydrolysed
within thylakoid membranes, intact galactolipids form vesicles
and mixed micelles that are dispersed in the aqueous phase,
prior to being hydrolysed.*® The apparent bioaccessibility of
B-carotene was highest when oil was included during digestion
and when CRF material was derived from heat-treated
materials (Fig. 4A). The lipolysis of oils and fats generate FFAs
and monoglycerides that partition to mixed micelles that
assist in the solubilisation of carotenoids during the transfer
of gastric chyme to the duodenum.'*'**%*° This process in
which both the initial lipid and its digestion products are
important for solubilisation is similar to what is observed with
lipid-based formulations (LBF) for the oral delivery of poorly
water-soluble drugs.”® Although not pertinent to this in vitro
study, it is interesting to note that FFAs, in vivo act as stimu-
lants of both pancreatic and biliary secretions, thus facilitating
lipolysis and micellar solubilisation by bile salts.*
Furthermore, hydrophobic carotenoids (i.e. p-carotene) have a
higher propensity to be localised in the bulk oil phase, and
require the production of lipolysis products interacting with
water in order to be transferred to the micelles.*" Most lutein
bioaccesssiblity values (Fig. 4B) are around 40% which reflects
the best of the p-carotene data (Fig. 4A). There appears to be
greater release of lutein than p-carotene from CRF from fresh
juice (40% and 8% respectively); interestingly heating appears
to slightly reduce the release of lutein in the absence of oil.
Adding oil increases lutein bioaccessibility, but only from CRF
derived from heated biomass or juice, processes that, unlike
B-carotene, appear not to impact lutein bioaccessibility
(Fig. 4B). As discussed earlier, heat treatment can improve the
bioaccessibility of carotenoids through disrupting the caroten-
oid-protein complex in chloroplasts. Thermal treatments (i.e.
boiling, steaming, and grilling) have been reported to enhance
the bioaccessibility of lutein in spinach and courgette.”'**?
Our results may appear inconsistent with those studies, as it
seems that thermal treatment, did not improve the bioaccessi-
bility of lutein in PVH and HJ CRF (Fig. 4B). Thermal treat-
ment is credited with promoting cell wall weakening (reducing
a bioencapsulation barrier) as well as increasing the release
of carotenoids from complexes; given that our material is
effectively chloroplasts liberated from their cells, there is no

This journal is © The Royal Society of Chemistry 2022

View Article Online

Paper

cell wall barrier to overcome, so it is perhaps not surprising
that heating our biomass or juice does not have such a dra-
matic effect on lutein results. In several studies lutein
appears to move more easily from a food matrix to micelles
compared with carotenes.”'*?"*** This is in part due to its
more polar nature, but it also suggests it is less tightly held
in the light harvesting antenna complex in thylakoid mem-
branes than p-carotene is in the reaction centre complex.**
The fact that f-carotene micellization is increased on heat
treatment of biomass or juice (Fig. 4A) suggests that heat
has disentangled, at least to a degree, the reaction centre
complex. The % bioaccessibility of a-tocopherol from CRF
material (Fig. 4C), like that of f-carotene, does seem to
increase on heating and is further enhanced by the addition
of oil. It appears that heating PVH prior to juicing promotes
the release on digestion of p-carotene and a-tocopherol.
Studies on the bioavailability of various pharmaceutical for-
mulations of vitamin E have shown that the plasma concen-
tration of vitamin E can be increased following the oral
administration of vitamin E in the form of a self-emulsifying
preparation compared with a bulk oil formulation.”> In
addition, it has been reported that the amount of vitamin E
solubilised within the micelle phase depends on carrier type
of oil and molecular form of vitamin E. Yang & McClements
(2013) discovered that the bioaccessibility of vitamin E was
around 17% when medium-chain triglyceride (TAG) was used
as the carrier oil type, but around 39% when long-chain TAG
was used.*®

3.2.4. Nutrient available for uptake. ‘Nutrient available for
uptake’ is a measure of the percentage of nutrient available for
absorption by the body. It takes into account the stability of
the nutrient during digestion and the liberation of the nutrient
into micellar phase. This is to provide a better understanding
on how much nutrient that is available for absorption by the
body, relative to the initial concentration of the nutrient in
the freeze-dried PVH CRF (see Fig. 5) and mg per g dry
weight (mg per g, DW) (see Table 2). Given the question
marks over whether certain lipophilic nutrients are lost
during digestion or are simply less easily extracted, ‘nutrient
available for uptake’ is a particularly helpful measurement in
this work since the concentration values of the nutrients in
the starting material and in the micellar phase are reliable.
From Fig. 5D one can see that approximately 38-40% of the
a-linolenic acid from the parent CRF material is recovered in
the micellar phase (with a suggestion that heating the
biomass increases this value to just over 40%); this was in
the absence of oil. For all lipophilic micronutrients
measured, p-carotene, lutein and a-tocopherol, a very similar
trend is seen; heat treatment increases the amount of each
lipophilic micronutrient in the micellar phase, and this is
further improved, especially in the case of p-carotene, by the
presence of oil, except in the case of lutein from HJ where
the addition of oil did not seem to change the % of lutein
available for uptake. The maximum % of f-carotene, lutein
and a-tocopherol available for uptake was approximately
40%, 40% and 20% respectively.
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Fig. 5 Effect of heat treatment and the presence of oil on nutrient in CRF available for uptake after in vitro digestion in CRF from PVH (A)
B-carotene available for uptake after in vitro digestion (B) lutein (C) a-tocopherol (D) a-linolenic acid; FJ: fresh juice; HPVH: heated PVH; HJ: heated
juice; data were presented as a mean + SD of 3 separated in vitro digestion and analysed using post hoc analysis of variance (ANOVA) and according

to a Tukey test with statistical significance at p < 0.0.5, a > b.
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Table 2 Carotenoid, vitamin E and fatty acid contents of CRF from PVH both before and after digestion

p-Carotene Lutein a-Tocopherol a-Linolenic acid
Pre- Post-
Pre-digestion Post-digestion  digestion digestion Pre-digestion Post-digestion Pre-digestion  Post-digestion
Lutein in
B-Carotene in CRF a-Linolenic acid
p-Carotene available for Lutein available for a-Tocopherol in a-Linolenic in CRF available
(mg per uptake (mg (mg per uptake (mg a-Tocopherol CRF available for  acid (mg per  for uptake (mg
100 g CRF, per 100 g CRF, 100 g CRF, per100g (mg per 100 g uptake (mg per 100 g CREF, per 100 g CRF,
DW) DW) DW) CRF, DW) CRF, DW) 100 g CRF, DW)  DW) DW)
FJ 99 + 6° 4+0.2° 481 + 29° 51+ 8° 29 + 2P 0.4 + 04 1670 + 89 559 + 40°
FJ + oil 18 +0.3° 71+ 2P 1+0¢
HPVH 74 +8° 12419 334 +39° 90 = 13" 29 + 2P 3+0° 1429 + 206 660 = 41°
HPVH 29+1° 162 + 10° 6+1°
+ oil
HJ 121+ 7° 14+ 19 462 +34° 154 +10° 45+ 3° 5+1° 1489 + 47 580 + 12°°
HJ + oil 50 +1° 167 + 13° 12 +1°

FJ: fresh juice; HPVH: heated PVH; H]J: heated juice; data were presented as a mean + SD of 3 separated in vitro digestion and analysed using post
hoc analysis of variance (ANOVA) and according to a Tukey test with statistical significance at p < 0.05, a > b. DW means dry weight.

4. Final discussion and conclusions

In the work presented here, the bioaccessibility of lipophilic
nutrients f-carotene, lutein, a-tocopherol, and o-linolenic acid
from a concentrated and freeze-dried chloroplast-rich fraction
(CRF) has been measured for the first time. The authors are
also not aware of pea vine haulm being used in any bioaccessi-
bility studies before. Although pea vine haulm (PVH) and
spinach are different, the carotenoids are located in chloro-
plasts, so our results from chloroplasts liberated/recovered
from PVH can be placed next to published work on the impact
of spinach leaf juicing/homogenisation on the bioaccessibility
of lipophilic micronutrients.”'>'*?*?*> One must be very
careful when comparing bioaccessibility results as small
changes in food matrix preparation or in vitro digestion proto-
col can make a significant difference in the results.** Broadly
speaking there is agreement between these studies and our
study: oil addition improved the bioaccessibilty of lipophilic
micronutrients especially p-carotene. In the work by Nagao
and co-workers (2013)"* spinach leaves were blanched for
2 minutes cooled, then homogenised (polytron) in water
(2:1). Homogenates were stored at —80 °C until required. It is
therefore possible that these homogenates contained released
and perhaps broken chloroplasts. Fats and oils enhanced the
bioaccessibility of beta carotene, but not of lutein or toco-
pherol. They also observed that TAG digestion products (FFA
and MAGs/DAGSs) enhance the bioaccessibility of f-carotene. In
earlier work by Reboul and co-workers (2006)” the in vitro
digestion model was improved. Gastric pH was moved from 2
to 4, and intestinal pH moved from 7.5 to 6: these pH values
better reflect the pH that most of a meal (vegetable-based in
this case) would experience.”” The importance of pH on deter-
mining the movement of carotenoids from lipid droplets to
micelles should not be overlooked.*® Overall, Reboul and co-
workers” demonstrated a good correlation of p-carotene, lutein
and a-tocopherol bioaccessibility using this improved model

This journal is © The Royal Society of Chemistry 2022

with published results from feeding trials. They argue that no
model is ideal; for example, although micellization of vitamin
E may be low compared with carotenoids it is recognised that
it is better absorbed compared with carotenoids. In their work
they included data from feeding trials using carrots, peas,
pumpkins, spinach, tomato, and watermelon to establish the
veracity of their in vitro method to predict bioavailability of
carotenoids which are enriched in plastids in these plant
materials. Different types of subcellular plastids exist in
plants: both chloroplasts and chromoplasts contain caroten-
oids, but these molecules are arranged in different plastid-
specific substructures which are likely to affect the bioaccessi-
bility of these pigments during digestion. Chloroplasts, ubiqui-
tous in green photosynthetic tissue such as leaves, contain
stacks of thylakoid membranes with the carotenoids woven
into lipoprotein complexes that harness the energy from sun-
light to make sugars. The profile of carotenoids in the chloro-
plasts of green leaf tissues is well conserved; lutein and
f-carotene are the major pigments, followed by violaxanthin
and neoxanthin. Britton et al. (2008)*° notes that p-carotene is
in the reaction centre complexes, whereas the xanthophylls
such as lutein are part of the light harvesting antenna com-
plexes. Chromoplasts, found in fruits, roots, tubers, and
flowers, synthesise and store in various substructures high
concentrations of carotenoids. Most chromoplasts contain a
range of substructures but based on the morphology of the
predominant carotenoid-containing substructures chromo-
plasts can be split into four®® categories: globular, tubular,
membranous and crystalloid. The Schweiggert and Carle
review’® concludes that, at least in the raw state, the bioacces-
sibility of carotenoids increases in the order protein-caroten-
oid complex (thylakoids in the chloroplasts of green leaves),
then crystalline chromoplasts (carrots and tomatoes), and then
globular-tubular chromoplasts (papaya and mango). The
reviewers claim that the deposition form of carotenoids is a
decisive factor in determining the bioavailability of caroten-
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oids from foods. Work by Palmero and co-workers (2013)*
also revealed that the degree of bioencapsulation of caroten-
oids has a significant impact on the bioaccessibility of
p-carotene from carrots and tomatoes. Liberated chromoplasts
release their carotenoids to a greater extent than cell-bound
chromoplasts. We measured for the first time the release of
a-linolenic acid from chloroplast thylakoid membranes during
an in vitro measurement of lipophilic micronutrient bioacces-
sibility. Significant levels of a-linolenic acid were present in
the micellar phase (60%). It is assumed this is mostly in the
form of free fatty acids released from galactolipids and prob-
ably playing a direct role in the formation of micelles and the
micellization of carotenoids from the same organelle. Further
work is required to fully characterise the nature of a-linolenic
acid in the micellar phase after the digestion of CRF material,
and to what extent this fatty acid, or indeed the parent galacto-
lipids, helps to micellise lipophilic micronutrients. The
material properties of chloroplast-rich fractions (CRF) clearly
affect the release of lipophilic nutrients within this model of
human digestion. More work needs to be done to probe the
impact of heat treatment of the biomass or juice on the physi-
cal nature of the derived CRF material. We assumed that
releasing the chloroplasts from the confines of their cell
environment would result in unhindered release of nutrients,
but it appears that the CRF material we have generated has a
certain recalcitrance that hinders, to some extent, the release
of lipophilic micronutrients; this effect is eased on exposing
the biomass or juice to heat prior to making the CRF material.
It is likely that heating denatures native proteins which
perhaps leads to a more porous CRF structure and the release
of carotenoids from protein complexes. It is also possible that
the inclusion of higher mechanical forces during digestion
would better emulate human digestion and improve the
release of nutrients. The static digestion model is also limited
in terms of products of hydrolysis increasing in concentration
in the micellar phase, thus slowing down digestion due to the
principles of mass transfer. For future in vitro experiments we
would recommend the inclusion of an impeller to mimic in-
gut mechanic forces, the addition of gastric lipase (rabbit
gastric lipase) as this has been shown to increase the bioacces-
sibility of carotenoids from spinach,'® and the in situ measure-
ment of lipid hydrolysis, a key process for micellising lipophi-
lic micronutrients.

5. Conclusions

A chloroplast-rich fraction (CRF) can be prepared from post-
harvest field residue from pea vine cultivation (pea vine haulm
- PVH) by a simple process of extrusion juicing, filtration, cen-
trifugation, and freeze-drying of the pellet. The composition of
this PVH CRF material is similar to that of spinach CRF
material that we have prepared and analysed." The CRF
material prepared from fresh and heat-treated PVH or PVH
juice was ground into a powder and used in an in vitro human
digestion model to measure the bioaccessibility of p-carotene,
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lutein, a-tocopherol and a-linolenic acid. The static digestion
model used did not fully disperse the CRF powder from fresh
biomass; this limitation was less pronounced when CRF from
heat-treated biomass or juice was used. The addition of oil to
the incubation mixture increased the bioaccessibility of most
of analytes (data not available for o-linolenic) and may have
improved the dispersion of CRF made from fresh PVH.
Heating the biomass or juice appears to promote the liberation
of more tightly bound lipophilic micronutrients (in this case
f-carotene). Bioaccessibility measurements in this study
suggest that significant amounts of lipophilic nutrients in CRF
are released and made available for uptake into the body.
Thus, liberating chloroplasts from their cell wall confines
(reducing their degree of bioencapsulation) and concentrating
them into a chloroplast-rich fraction (CRF) is an excellent way
to prepare a natural, multi-nutrient material for humans.
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