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Abstract — This article describes how metabolomic data were produced on sunflower plants subjected to water
deficit. Twenty-four sunflower (Helianthus annuus L.) genotypes were selected to represent genetic diversity
within cultivated sunflower and included both inbred lines and their hybrids. Drought stress was applied at the
vegetative stage to plants cultivated in pots using the high-throughput phenotyping facility Heliaphen. Here, we
provide untargeted and targeted metabolomic data of sunflower leaves. These compositional data differentiate
both plant water status and different genotype groups. They constitute a valuable resource for the community to
study the adaptation of crops to drought and the metabolic bases of heterosis.

Keywords: Helianthus / abiotic stress / drought stress / LC-MS / metabolomic profiling

Résumé - Données métabolomiques foliaires de huit lignées de tournesol et de leurs seize hybrides
sous déficit hydrique. Cet article décrit comment les données métabolomiques ont été produites sur des
plants de tournesol soumis a un déficit hydrique. Vingt-quatre génotypes de tournesol (Helianthus annuus L.)
ont été sélectionnés pour représenter la diversité génétique du tournesol cultivé et comprennent a la fois des
lignées consanguines et leurs hybrides. Une limitation hydrique a été appliquée au stade végétatif aux plantes
cultivées en pots a1’aide de la plateforme de phénotypage a haut débit Heliaphen. Ici, nous mettons a disposition
des données métabolomiques non ciblées et ciblées de feuilles de tournesol. Ces données de composition
permettent de différencier 1’état hydrique des plantes et différents groupes de génotypes. Elles constituent une
ressource précieuse pour la communauté afin d’étudier 1’adaptation des cultures a la sécheresse et les bases
métaboliques de 1’hétérosis.

Mots clés : Helianthus / stress abiotique / stress hydrique / LC-MS / profils métabolomiques

Highlights They differentiate both plant water status and different
genotype groups.
Leaf metabolomic data were produced on sunflower They constitute a valuable resource to be combined
plants of inbred lines and their hybrids subjected to water with other omics data and study the adaptation to
deficit at the vegetative stage. drought and the bases of heterosis.

* Contribution to the Topical Issue “Sunflower / Tournesol”.

*Correspondence: annick.moing@inrae.fr

 Co-first authors.

® Present address: SFR Condorcet CNRS 3417, Université de Reims Champagne-Ardenne, Unité résistance induite et bioprotection des plantes,
EA4707, Reims, France.

®Present address: INRAE, ONF, BioForA, UMR 0588, 45075 Orléans, France.

" https://doi.org/10.15454/1.5572412770331912E12.

This is an Open Access article distributed under the terms of the Creative Commons Attribution License (https://creativecommons.org/licenses/by/4.0), which permits
unrestricted use, distribution, and reproduction in any medium, provided the original work is properly cited.


https://orcid.org/0000-0003-4955-0161
https://orcid.org/0000-0002-6020-2822
https://orcid.org/0000-0002-6687-7169
https://orcid.org/0000-0002-5651-1446
https://orcid.org/0000-0003-1144-3600
mailto:annick.moing@inrae.fr
https://doi.org/10.15454/1.5572412770331912E12
https://www.edpsciences.org
https://doi.org/10.1051/ocl/2021029
https://www.ocl-journal.org
https://creativecommons.org/licenses/by/4.0

T. Berton et al.: OCL 2021, 28, 42

1 Specifications table

Subject area

Biology

More specific subject area
Type of data

How data was acquired
Data format

Experimental factors
Experimental features

Data source location

Data accessibility

Metabolomic data

LC-MS: LC-MS acquisition files, R command text file for spectra processing, LC-MS/MS acquisition files,
Word file for LC-MS annotation table, tab file for calculated data table

Targeted analyses: tab file for calculated data table

The Heliaphen robot and targeted robotized analyses of major compounds or LC-MS analyses of polar
extracts

Targeted-analyses processed data: txt

LC-MS data, metadata, raw and processed data: tab, mzML, docx, tab, txt

24 genotypes of Helianthus annuus in two environmental conditions (irrigated or not) with three replicates
Absolute contents of major compounds of sunflower leaf

Relative contents of LC-MS based metabolite signatures of sunflower leaf

The outdoor Heliaphen phenotyping platform at INRAE station, Auzeville-Tolosane, France (43°31°41.8”N,
1°29°58.6”E)

Bordeaux Metabolome Facility, https://doi.org/10.15454/1.5572412770331912E12

The LC-MS data are publicly available in Data INRAE repository (https://data.inrae.fr/dataverse/sunflodry,
https://doi.org/10.15454/2KOXOH) under license etalab-2.0

The targeted analyses data are publicly available in Data INRAE repository (https://data.inrae.fr/dataverse/
sunflodry, https://doi.org/10.15454/STJH47) under license etalab-2.0

Related research article

(Blanchet et al., 2018; Gody et al., 2020; Balliau et al., 2021)

2 Value of the data

Drought stress is a crucial issue for crop adaptation to
climate change and sunflower is particularly impacted as it is
mostly cultivated in marginal lands (Debacke et al., 2017). In
the present experiment, plants were subjected to two
treatments (Well-Watered or Water-Deficit) during the
vegetative stage. This experiment was performed in the
outdoor high-throughput, semi-automated phenotyping facility
Heliaphen (https://www6.inrae.fr/phenotoul eng/WHO-we-
are/PhenoToul/HeliaPhen).

Heterosis is an outstanding phenomenon involved in natural
selection and used in crop breeding to adapt plants to
environmental constraints. Twenty-four genotypes of cultivated
sunflower consisting in four maintainer lines, four restorer lines
and their 16 corresponding hybrids are included in this experiment
which allows studying heterosis effect on metabolism.

This dataset provides metabolomic data of sunflower leaves
of lines and hybrids under control and water deficit conditions.

These data consist in unique untargeted and targeted
metabolomic profiles of sunflower responses to drought based
on a large genetic variability.

3 Data

Climate change is affecting plant biodiversity, and crop
choice and yields. A better knowledge of plant adaptation
mechanisms to this recent phenomenon is, therefore, of major
interest for crop science, agriculture and for feed and food
security (Porter et al, 2019). Helianthus annuus L., the
domesticated sunflower, is the fourth most important oilseed
crop in the world (USDA, 2019). It seems promising for
agriculture adaptation to global change because it can maintain

stable yields across a range of environmental conditions,
especially during stress induced by water limitation (Debacke
et al., 2017). It can be considered as an archetypical systems
biology model with large drought stress response which
involves many molecular pathways (Moschen et al., 2017) and
subsequent metabolic and physiological processes.

In this data article, we are sharing the metabolomic data of
24 sunflower genotypes grown in two environmental
conditions in an outdoor phenotyping facility. This dataset
is part of a larger project that integrates other omics data
(Blanchet et al., 2018; Gody et al., 2020; Balliau et al., 2021).

The LC-MS data and metadata associated with this article
were deposited in the Data INRAE repository. The targeted
analyses data were deposited in the Data INRAE repository.

4 Experimental design, plant material and
growth conditions

The experiment was performed from May to July 2013 on
the outdoor Heliaphen phenotyping facility at the Institut
National de Recherche pour I’Agriculture, 1’Alimentation et
I’Environnement (INRAE) station, Auzeville, France
(43°31°41.8”N, 1°29’58.6”E) as previously described
(Blanchet et al., 2018; Gosseau et al., 2019). Briefly,
germinated plantlets were transplanted into individual pots
filled with 15-1 potting soil and covered with a 3-mm-thick
polystyrene sheet to prevent soil water evaporation. Plants
were fertilized with Peters Professional fertilizer (17-07-27,
500mL, 0.6g/L) and an oligo-element mixture solution
(Hortilon, 0.46g/L) at 17 days after germination(DAG),
and treated with Polyaxe (5 mg/L applied on foliage) against
thrips at 21 DAG.
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In total, 144 plants, corresponding to 24 genotypes, four
maintainer (SF009, SF092, SF109 and SF193) and four
restorer (SF279, SF317, SF326 and SF342) lines and their
corresponding hybrids obtained by crossing, were grown in
two conditions: well-watered (WW) and water-deficit (WD)
with three biological replicates (Blanchet et al., 2018; Gody
et al., 2020). Before the beginning of the water deficit
application at 35 DAG, pots were saturated with water and
excessive water was drained. Pots were weighed to obtain the
full soil water retention mass. At 38 DAG, irrigation was
stopped (approximately 20-leaf stage) for WD plants as
described previously (Gosseau et al., 2019). Plants were
weighed by the Heliaphen robot to estimate transpiration
(Gosseau et al., 2019). WW plants were re-watered at each
weighing to reach soil water full retention capacity. Pairs of
WD and WW plants were harvested when the fraction of
transpirable soil water of the stressed plant reached 0.1
(occurring between 42 and 47 DAG). Two out of the three
SF342 line plants died under the WW condition. The
corresponding plant samples could not be harvested and data
could not be obtained.

At harvest, leaves for metabolome analyses were cut
without their petiole and immediately frozen in liquid nitrogen
from 11 a.m. to 1 p.m. The harvested leaf was the leaf above
the leaf that had reached its maximum size the most recently, as
for the proteomic and transcriptomic studies (Blanchet et al.,
2018; Gody et al., 2020; Balliau et al., 2021).

5 Metabolite analyses

5.1 Metabolite extraction

Leaf sample grinding was performed using a ZM200
grinder (Retsch, Haan, Germany) as described for tran-
scriptome analysis (Gody et al., 2020). Fresh-frozen
powdered samples were then lyophilized. Aliquots of about
10£2mg of dry powder were weighed in 1.1 mL Micro-
nicTM tubes (Lelystad, The Netherlands) and extracted with a
robotized Star/Starlet platform (Hamilton, Villebon sur
Yvette, France) using ethanol/water (80:20, v/v) added with
0.1% formic acid as solvent at room temperature. Methyl
vanillate was used as internal standard to check for the quality
of injection for LC-MS. Two successive extractions consist-
ing in 1 min vigorous shaking followed by 15min ultra-
sonication were performed with 300 1L of extraction solvent.
The two supernatants were combined and filtered with
0.22 pm hydrophilic Durapore filtering microplates (Merck
Millipore, Carrightwohill, Ireland). Nine blank extracts from
the same procedure, but without sample powder, were also
prepared. A QC sample was produced for LC-MS by pooling
10 uL of each sample extract.

5.2 Targeted analyses of major compounds

The targeted analyses of major compound in all samples
were performed as done previously for the parents only
(Fernandez ef al., 2019) and as previously described (Biais
et al., 2014) using enzymatic analyses and colorimetric assays
performed using a robotic Star/Starlet platform (Hamilton,
Villebon-sur-Yvette, France) and spectrophotometers.

Glucose, fructose and sucrose were determined in the ethanolic
supernatant obtained as described above (Stitt ef al., 1989) and
expressed in pmol per g dry weight (DW). Total free amino
acids were determined in the supernatant with a fluorescamine-
based assay (Bantan-Polak et al., 2001) and expressed as
glutamate equivalents. Protein content was determined
(Bradford, 1976) on the pellet re-suspended in 100 mM NaOH
and heated at 95°C for 20 min and expressed as mg bovine
serum albumine equivalents per g DW. After neutralisation of
the suspended pellet, starch was determined and expressed in
glucose equivalents per g DW (Hendriks et al, 2003).
Absorbencies were read at 340 or 595 nm using an MP96
microplate reader (SAFAS, Monaco). For fluorescence,
405nm excitation and 485nm emission were used with a
Xenius multifunction microplate reader (SAFAS, Monaco).
All chemicals and substrates for targeted analyses were
purchased from Sigma-Aldrich Ltd. (Gillingham, United
Kingdom). All enzymes were purchased from Roche Applied
Science (Meylan, France).

5.3 LC-MS based metabolomic profiling

LC-MS-based metabolomic profiling of extracts was
performed using the same extracts as for targeted analyses.
The sample injection order was randomized. The QC sample
was injected every 12 samples to correct for mass spectrometer
signal drift. The extracts were analysed using LC-MS
(Ultimate 3000 — LTQ-Orbitrap Elite, ThermoScientific,
Bremen, Germany), using a C18 chromatographic column
(C18-Gemini 2.0 x 150mm, 3 um, 110A, Phenomenex,
Torrance, CA, USA), a 18 min acetonitrile gradient in acidified
water (solvent A: ultrapure water + 0.1% formic acid, solvent
B: LC-MS grade acetonitrile) with a 300 uL.min~" flow rate
and the following elution gradient: 0-0.5 min, 3% B; 0.5-1 min,
3-10% B; 1-9min, 10-50% B; 9-13min, 50-100% B;
13-14min, 100% B; 14-14.5min 100-3% B; 14.5-18 min,
3% B. The column temperature was 30°C. The injection
volume was 5 uL. The LC-MS instrument was equipped with
an HESI source operated in the positive-ion mode. Source
parameters were the following: source voltage, 3.2 kV; sheath
gas, 45 arbitrary units (a.u.); auxiliary gas, 15 a.u.; sweep gas,
Oa.u.; capillary temperature, 350°C; heater temperature,
350°C. Full Scan MS spectra were acquired at 240k resolution
power with a 50-1000 mass range. Data dependent MS/MS
spectra were acquired at 60k resolution power. The selected
ions were fragmented in CID mode at a 35% normalized
collision energy. The MS data were processed using R (R Core
Team, 2018) with XCMS (Smith et al, 2006) and
MetNormalizer (Shen et al, 2016) packages. Briefly, the
corresponding MS-based variables were named using their
nominal masses in Da and retention time in s (MxxxTyyy).
Variables detected in blank extracts were filtered out. Variables
with m/z values varying by more than 0.005Da or with
retention time varying by more than 20s between different
samples were also filtered out. Variables with intensity
coefficients of variation in QC greater than 20% were also
removed. This resulted in a data matrix of 4843 variables.
Intensity drift was corrected using support vector regression.
Finally, intensities were normalized according to the sample
powder mass used for extraction. Annotation of intense ions

Page 3 of 6



T. Berton et al.: OCL 2021, 28, 42

‘uor |, [H+IA] oy Jo [JA 03 spuodsorioo o[qeLre sIyg,,
(LO0T ©p 12 IoUWNG) UOLBOYNUIPI II[OGRIAW JO [9AT
‘paambog jou sem wnndads (N ‘onjea A312Ud UOISI[[0O PIZI[BULIOU %G B J8 dpow (J[D Ul ueds judpuadap ejep woljy ejep uonejuowdel) SIN/SIN a
‘wnodds SN paxmboe Yord Ul UOL JuepUNQE JSOW Y} SeMm JI SB PAIOPISUOD sem uol _ [ + A oU ATUQ 'SI[Y BIep MBI O} YJIM PIINSBIW z/ul PUe 1Y,

€ 69581°60t SOSCH!S)  sprouddroymbsag  OpSTSLIET AID V UISIOATUIAYRIN-O-€ aN  7981°60% 8701 L19L60YIN
YETO'LET
4 YLSLO'ELT SOY'H'D sprouoae[{ LETSIIAHD uRg  ‘76€0°€91 SS90°SST  6SLOELT 89°6 T8SIVLIN
urdresoydojAx01pAH
€ €ISLT'6LE LO%HY)  sprouadroymbsag - 10 D UISNAAIN aN  LYLT6LE L8 YTSI6LEN
JpISOXAY[AUO[eW
€ 88€TI6VS  PTOYCHS D sprouoae[f —  ouoAegAxOOWAXOIPAYLIL aN  9scTI6bs 9¢'8 T T0SL6VSIN
€ SOPEI’LIS  C'O™H D sproe orwreuur)  (08L187S :AID  proe omumblAodyesiq- ¢ aN  PEETLIS vLUL  p 89FISISIN
o@_woxos\mxooﬁuoﬁ_moxo:
JuoAegAXOyIOW
€ TTILTTYY9  “TOPH®YD sprouoae[f - ‘AxoIpAyeiudd  €090°€EE ‘CETTS6Y  9ELT'TH9 L¥'9  , 68ELTHIN
9820°S¥1
4 00811°69¢€ 5Q%CH:D proe dnweuur) 88€98:1dHHD proe orumbAo[nvg  (0SSOLLT ‘S660°L0T  6LTT69€ TT9  , PLELOLENW
€ SLTOI'S9Y  C'O%H'D sprouoae[f - 9pISOXaY UNA2ISNQ €0S0°€0E  E01°S9Y 179 YLELSOYIN
4 99091°119  °'O%H*%D sprouoAe] LTSSTIFHHD unmy  Z0S0'€0€ ‘8T01°S9Y  0€91°119 019 L9ELTTON
4 PrLOT 6€€ SO%TH'D SpIoe oIweuur) SY61:199HD proe omumbiforewno)  zpyO LT (QTITIZE  0801°6€€ 709, T9ELOVEN
4 9€201°SS¢€ S0%'H'D SpIoe oIweuur) 16¥SLIGAHD proe orumbifoagze)-0-t aN  €701°ss¢ 89'S  , IVELISEN
(4 9€T01°SS€ °0%'H'D SpIoe OIWeuur) Z1191:19dHD proe ommb[Aodjye)-O-¢  98C0°SHI ‘TEEO' €T LIOI'SSE STS , 1 SIELISEN
4 1L980'1#€ °0°"H D SULIEWNO)) €S8y 1dHD urnosy 0vE0'6LT 6980 1€ 89  , ISTLTYEN
4 9€201°SS¢€ S0%'H'D SpIoe oIweuur) ¥8€91:199HD proe orumb£oagze)-0-¢ aN  #T01°ss¢ 09% SLTL9SENW
€ 96780°$8T °O'NC'H'D SapIsos[onN  LOI81:IGIHD sursoyuey. aN  L£80°S8T 0S°€ 60TLSSTIN
8190°9€1
€ LLOLT'Z8E C'ONLHS'D  spunodwod ourury - 9s0Xay-proe oudyioued  1601°70C ‘S611°07C  0ELI'T8E 0S¢ 01TLZ8EN
4 97980991  “ON''H®D SpIoe ourury ¥¥08T I9dHD surue[e[Audy 9080°0CT  #980°991 0€'€ 60TL99TIN
(4 ¥686048C SON'HC'D SOPISORIONN  0SL9T:IHAHD aursoueny 89S0°CST  L660+8T 9T'€¢ S6TLY8CN
z/u
[H+ ] emuoy B[NULIOJ .- Z/u
Je[nodrow Je[nod[ow sjuowdey , [H+W] (uw) , 1
JIoA9] ISIN parenore) [ennaN sse[) 1 AM[oqeIvN swreu aAneINg SIN/SIN-D'T  9M[OQRISJA  M[OqRIRIA d[qeLIRA

"opow uoneziuor dAnIsod ur eyep SIN/SIN-DT PUe SIN-DT UM SIOBIIXD OI[OUBYIQ Jed] JOMOPUns Jo sarmjeuSis SN-)T JO uonejouuy I dqeL

Page 4 of 6



T. Berton et al.: OCL 2021, 28, 42

A
3 r o)
0
o® o
2.
O Oo éoo
o
o @ o1 L1¢)
g [ J ‘@89.b0%. ©o ® O
N L L Y L e%k:"ul aO L
NP 4 5 2 %°d.? 2 3 4
o ° ° &
Op @i 0 q
° @ o0 o o
° | ¢ 05 OO
° .20@ 80 o
°L
o
3t

PC1 (38%)

P Y @]
0 ¢°% &
0.10 b
e 0 O O

! Py L0 ! ! ! O !
@

. . o1
-0 -50 -40 -30 20 -w@o 10

PC2 (9%)

B0
A

PC1 (10%)

Fig. 1. Principal component analysis of sunflower leaf metabolomic data obtained using targeted measurements of major compounds and
untargeted LC-MS-Orbitrap analyses of ethanolic extracts. Leaves were harvested on parental lines (closed symbols) and their hybrids (open
symbols) cultivated in Heliaphen phenotyping facility in well-watered or water-deficit conditions. A. Scores plot on the PC1 x PC2 plan for
targeted measurements (6 variables). B. Scores plot on the PC1 x PC2 plan for LC-MS profiles (4843 variables). Green, well-watered; Orange,

water-deficit.

(Fernandez ef al., 2019; Stelzner et al., 2019) was performed
using RT, accurate m/z and fragment ions from an MS/MS
acquisition of an aliquot of the QC sample. This resulted in the
annotation of 18 compounds belonging to eight compound
families (Tab. 1). All chemicals for LC-MS analyses were
purchased from Sigma Aldrich (Saint-Quentin Fallavier,
France) and Extrasynthése (Genay, France).

Finally, due to plant death or the lack of leaf material for
several plants, 121 and 125 samples out of the 144 initial
ones were analysed by the targeted (6 variables) and LC-MS
based metabolomic (4843 variables) approaches, respective-
ly. To get an overview of each data set, a principal
component analysis (PCA) was performed using BioStat-
Flow web tool (Jacob et al., 2020) on data mean-centred and
scaled to unit variance. The two treatments tended to
separate along PC2 explaining about 28% of total variability
for the targeted analyses (Fig. 1A) and about 9% for the
LC-MS based data (Fig. 1B). The lines and hybrids tended to
separate along PC1 explaining about 10% of total variability
for the LC-MS based data (Fig. 1B). These metabolome data
can be combined with other omic and phenotypic data of the
same samples (Blanchet ef al., 2018; Gody et al., 2020;
Balliau et al., 2021) to get deeper insights into drought
effects and heterosis.

Supplementary material

DATA-TargetedAnalyses-SunflowerLeaf.txt: This file con-
tains targeted measurements of major compounds for each
genotype and their three biological replicates (in columns) for
WW and WD conditions.

DATA-LCMS-SunflowerLeaf.txt: This file contains the
intensities of LC-MS-Orbitrap metabolite signatures for each

genotype and their three biological replicates (in columns) for
WW and WD conditions.

The Supplementary Material is available at http://www.ocl-
journal.org//10.1051/0cl/2021029/0lm.
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