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ABSTRACT
Recent research has demonstrated contributions of barley genotype to beer flavor based on the
progeny of a cross between an heirloom and a more contemporary barley variety. To advance this
line of research, the current study used two independent sets of barley germplasm to address the
contributions of different barley genotypes to beer flavor. Pedigree, quality of malt and beer, and
beer metabolomic profiles were compared within and between the two sets. Utilizing both labora-
tory and consumer panels, differences in sensory attributes of malt hot steeps and lager beers
that are attributable to barley genotype were investigated. Genotype, in this context, is defined in
the broadest sense to include experimental germplasm and released varieties. Results concur with
previous studies: the two sets of barley germplasm were found to have, both within and between,
distinct but subtle differences in flavor profiles of malt hot steeps and finished lager beers.
Distinct metabolomic profiles, attributable to barley genotype, were detected. Further, covariation
of metabolomic profiles and sensory attributes were identified using data from both sensory pan-
els. These observations lead to the conclusion that the variable metabolites observed among the
two sets of barley germplasm are a direct result of genetic differences that lead to differential
chemical responses within the malting and brewing processes.
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Introduction

Malted barley is the primary source of fermentable sugars
used to ferment most beers. Until recently, barley contribu-
tions to beer flavor were mostly attributed to Maillard
Reaction Products (MRPs) developed during malt kilning
and the interactions of malts with hops. However, recent
research exploring the relationship between genetic variation
of barley and beer flavor has shown that genotype does
impact beer flavor.[1–3] Genotype, in this context, is defined
in the broadest sense to include experimental germplasm
and released varieties. The degree of malt modification and
growing environment were also determined to impact the
sensory characteristics of beer, based on a large number of
nano-brews, malt analytics, and a research sensory panel.[1,2]

Bettenhausen et al.[3] carried this research a step further
with (i) larger, pilot scale malts and beers, (ii) brewery, con-
sumer, and laboratory sensory panels, and (iii) measurement
of volatile and non-volatile metabolites.

The interactions between malt chemistry traits and geno-
types have been demonstrated to contribute unique beer fla-
vor characteristics. Genetic differences and resulting
metabolite composition differences lead to variation in the

amount and composition of precursor amino acids and sac-
charides within the barley kernel. Through the process of
malting, these precursors have the potential for biochemical
reactions during germination to produce metabolites and
MRPs vital for flavor characteristics. Our previous research
on the contributions of barley to beer flavor was based on
the progeny of a cross between an heirloom (Golden
Promise) and a more contemporary barley variety (Full
Pint) with a unique malting quality profile.[1–4] By expand-
ing the scope of the evaluated germplasm, the current study
addresses the next question: what are the contributions of
other, different, and contemporary barley genotypes to
beer flavor?

To address this question, two different sets of barleys
were chosen: (1) winter two-row commercially available
malting varieties and (2) spring two-row potential varieties
with Full Pint as one parent and varieties other than Golden
Promise as the other parent. Pedigree, malt quality, beer
quality, sensory attributes, and metabolomic profiles were
compared within and between the two sets. The commer-
cially available varieties were grown near Condon, Oregon
in collaboration with the Western Rivers Conservancy
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(WRC; http://www.westernrivers.org/) within the framework
of a project designed to enhance riparian habitat around the
John Day River and its tributaries. The acquisition of the
Rattray Ranch, historically used to produce dryland winter
wheat, allowed for assessing the potential for winter malting
barley as an alternative crop. Strips of four commercially
available barley varieties were embedded within a commer-
cial field of Wintmalt. The second set was derived from the
Next Pint (NP) project, a collaboration between Mecca
Grade Estate Malt (MGEM; https://www.meccagrade.com/)
and Oregon State University to develop a variety to replace
Full Pint, the current MGEM estate variety. Three advanced
lines and Full Pint were grown, with irrigation, near
Madras, Oregon at MGEM facilities.

The two sets of barley lines followed an experimental
pipeline similar to that described in Bettenhausen et al.
(2020).[3] Briefly, each line underwent i) pilot scale malting
and brewing, (ii) quality analysis of malts and beers, (iii)
sensory analysis of beer by a trained laboratory panel and a
consumer panel, and (iv) metabolomic profiling of finished
beer. In addition, sensory analysis of malt hot steeps was
conducted. Since its development, the hot steep malt sensory
evaluation method has piqued the interest of brewing and
malting industries as an improved approach to evaluate malt
sensory, as well as predict beer sensory characteristics
derived from malts.[5,6] Though widely used and discussed,
there are few formal comparisons of hot steep malt and beer
sensory. Therefore, the potential of hot steep malt sensory
evaluation as an economical, effective tool for assessing bar-
ley/malt impacts on beer flavor was investigated. The cur-
rent study advances research examining contributions of
barley genotype to sensory characteristics of malt and fin-
ished beer.

Materials and methods

Plant material

Two independent sets of barley germplasm were used in this
experiment, designated WRC set and NP set (Table 1). The
WRC set included five released cultivars all of which are
two-row winter growth habit types, four of European origin
and one developed at Oregon State University (https://bar-
leyworld.org/). Three of the five cultivars are approved by
the American Malting Barley Association (AMBA)
(Wintmalt, Thunder, Violetta; https://ambainc.org/2020-
amba-recommended-malting-barley-varieties/). The NP set
included three advanced lines and a Full Pint “check”, all of

which are two-row spring growth habit types developed by
the Oregon State University barley breeding program. None
of the barleys in the NP set are on the AMBA approved list.
The three advanced lines were bred and selected over three
years of testing from a larger set of 126 doubled haploid
progeny derived from crosses with Full Pint.

The WRC set was grown at the Rattray Ranch, near
Condon, Oregon (45�140800N 120�110600W). Briefly, the vari-
eties were planted in the fall of 2017 and harvested in the
summer of 2018. No irrigation was applied, as is standard
practice in this summer-fallow dryland production area.
Each variety, except Wintmalt, was grown in a 1.6 ha strip.
The strips were embedded in a 197 ha field of Wintmalt.
The strips were planted, maintained, and harvested using
commercial equipment. The NP set was grown at the Klann
Farm, near Madras, Oregon (44�46’29.3"N 121�10’17.0"W).
Briefly, the three advanced lines were planted in the spring
of 2018 in 0.05 ha strips. Irrigation was applied following
regular practices. The strips were embedded in a commercial
field of wheat. The strips were planted and harvested using
OSU Barley Project research equipment. Full Pint grain was
sourced from an adjoining field managed by Oregon State
University. Additional details on growing the WRC and NP
sets, including agronomic practices, are provided in
Supplemental File 1.

Malting and malt quality

Approximately 230 kg subsamples of grain were obtained for
each of the barley lines in the WRC and NP sets. Each bar-
ley line was malted independently in 90 kg batches, using
the OSU mini-malter (https://barleyworld.org/), as previ-
ously utilized by Bettenhausen et al. (2020).[3] Steeping con-
ditions were the same for both sets and supplemental
moisture was provided during the first day of germination
by spraying if required. In order to optimize modification of
the grain, the WRC set had a target moisture of 46% and
the target for the NP set ranged from 45-51% based on
results from micro-malting. Both sets were germinated for
four days (WRC at 16 �C and NP at 18 �C) and had identical
kilning conditions. Detailed malt protocols are available in
Supplemental File 2. Malt quality analyses were conducted
by the Hartwick Center for Craft Food & Beverage (https://
www.hartwick.edu/about-us/centers-institutes/center-for-craft-
food-and-beverage/) following standard ASBC testing meth-
ods.[3,4] The malting quality traits (and results) are shown
in Table 2.

Table 1. Pedigree and developer or provider of barley lines per project/set: Western Rivers Conservancy (WRC) and Next Pint (NP).

Project/set Variety/selection Pedigree Developer/Provider

WRC Wintmalt (Opal�3087/96, F1)�(8751/Magie) Ackermann Saatzucht GmbH & Co. KG
Thunder Wintmalt/Charles Oregon State University
Violetta Opal x Br 2324b616 Saatzucht Josef Breun GmbH & Co.
Flavia (((Carrrero � NIKS.2230) � Aquarelle) � Metaxa) � Wintmalt Ackermann Saatzucht GmbH & Co. KG
Calypso Sunbeam/Suzuka Limagrain Cereal Seeds

NP DH131756 Violetta/Full Pint Oregon State University
DH131144 Full Pint/Violetta Oregon State University
DH120270 Maris Otter/Full Pint Oregon State University
Full Pint Orca/Harrington Oregon State University

Pedigree based on breeding annotated method mother/father. DH, doubled haploid, experimental barley selection that has not been released.
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Brewing

Using an Esau and Hueber 2.5 hl brewery at Oregon State
University (OSU), lager beers were prepared in collaboration
with the OSU Brewing Science Lab. Each malt variety/selec-
tion was mashed and brewed separately in two different
batches 1) WRC malts in May 2019, 2) NP malts in July
2019, yielding 1.2hl each of German Pilsener-style, malt-for-
ward lager. The brewing recipe and protocol were adapted
from a single-malt, lager protocol supplied by Rahr Malting
intended to emphasize malt forward characteristics and
achieve a drinkable, “commercial style” lager. Key ingre-
dients were the neutral yeast (Bohemian Lager Strain 2124,
Wyeast Labs), hop extracts (Isohop, John I. Haas, Inc.) and
hop pellets (Kazbek hops, Brewers Supply Group). The
brewing protocol was similar to Bettenhausen et al.[3] but
with modifications, and the full protocol is provided in
Supplemental File 2. Analysis of the beer was performed by
the OSU Brewing Science Lab as described in Table 3.

Beer sensory

A beer sensory pipeline was performed as described in
Bettenhausen et al. (2020),[3] and two types of sensory stud-
ies were conducted (1) a consumer panel and (2) a labora-
tory panel.

The consumer panel testing was performed in collabor-
ation with the Oregon State University Center for Sensory &
Consumer Behavior Research (http://agsci-labs.oregonstate.
edu/sensoryresearch/). WRC beers were tested in August
2019 while NP beers were tested in January 2020. The pro-
cedures were performed as described by Bettenhausen
et al.[3] and detailed in Supplementary material 3. Briefly,
participants (WRC n¼ 152; NP n¼ 155) were asked to
answer a series of questions per beer, including (1) overall
liking (scale from 1 to 9), (2) Check All That Apply
(CATA) for sensory characteristics, (3) “ideal lager” attrib-
utes, and 4) demographics.

The laboratory panel testing was performed in collabor-
ation with the OSU Brewing Science Lab in October 2019.
Thirteen panelists (6M, 7 F; 22–55 years old), who had prior
experience on beer and wine descriptive analysis sensory
panels, were trained over three separate sessions with the
beers in question using the Projective Mapping with Ultra

Flash Profiling sensory method[7,8] and detailed in
Supplementary material 4. WRC beers and NP beers were
assessed for sensory attributes on two separate days, with
each beer being presented in duplicate (WRC n¼ 10; NP
n¼ 8). During each testing session, panelists assessed the
orthonasal aroma and flavor by mouth of the beer in two
separate tests, with new blind codes for the samples.

Hot steep malt sensory

Sensory analysis was performed on liquid extract produced
from hot steeps of all malts in the experiment, prepared in
accordance with ASBC Methods of Analysis – Sensory
Analysis 14.[6] Descriptive data were collected using
Projective Mapping (PM) combined with Ultra Flash
Profiling.[7,8] Due to changes in panelist availability between
the beer and hot steep malt sensory analyses, a new labora-
tory panel was recruited and trained over four, one-hour
sessions, detailed in Supplementary material 5. This 15-
member panel (8M, 7 F; 23–68 years old) consisted of some
of the same members as the beer sensory panel, but also
included some new members, most of which had prior
experience performing sensory analyses on other foods such
as wine. Laboratory panel testing was performed in collabor-
ation with the OSU Brewing Science Lab in March 2020.
Malt hot steeps from five WRC malts and four NP malts
were assessed for sensory attributes on separate days.
During each testing session, panelists assessed both the
orthonasal aroma and the flavor by mouth of the malt hot
steeps in two separate tests. Half the panel carried out the
orthonasal testing session followed by a five-minute break
and then the flavor session, while the other half of the panel
proceeded in the opposite order. Unique blind codes were
used for each test, and the serving order was randomized
for each panelist. The WRC malt hot steep sessions were
carried out with 15 panelists held over two days, while the
NP malt hot steep session was carried out with ten panelists
on a single day.

Sensory data analysis

All sensory data were collected via Compusense Cloud
Software (Version 20.0.7404.31336, Guelph, Ontario,

Table 2. Malt quality of barley lines per project/set.

Project/set Variety Moisture Friability Extract Color b-glucan SP TP S/T FAN DP AA Filtration Clarity pH

% % % �SRM mg/L % % % mg/L �L DU Time

WRC Wintmalt 4.6 91.2 80.3 1.56 128 3.78 10 37.8 123 102 43.4 normal hazy 6.07
Thunder 4.8 97.0 83.9 1.97 58 4.89 9.1 53.7 202 124 78.7 normal clear 5.91
Violetta 4.6 95.2 80.3 1.69 29 3.89 9.5 40.9 141 113 40.2 normal clear 6.06
Flavia 4.6 96.8 80.0 1.57 33 3.64 9.2 39.6 127 111 44.1 normal clear 6.06
Calypso 4.3 99.2 81.3 1.73 31 3.83 8.8 43.5 150 114 46.6 normal clear 6.04

NP DH131756 4.6 82.5 82.5 1.94 77 5.8 13.8 42 237 163 70.2 normal clear 5.83
DH131144 4.7 84.7 81.4 2.22 38 5.62 12.2 46.1 236 174 83.9 normal clear 5.98
DH120270 4.5 72.1 78.5 1.41 272 4.35 13.1 33.2 150 161 58.5 normal clear 5.98
Full Pint 4.7 69.4 82.9 1.84 110 5.32 12.9 41.2 220 208 91.9 normal clear 5.99

Adjunct Malt Criteria NA NA > 81% 0.812-1.27 < 100 4.8-5.6% � 13% 40-47% > 210 > 140 > 50 NA NA NA
All-malt Criteria NA NA > 81% 0.812-1.42 < 100 < 5.3% � 12% 38-45% 140-190 110-150 40-70 NA NA NA

All-malt and Adjunct malt criteria are based on parameters suggested by American Malting Barley Association (https://ambainc.org/wp-content/uploads/2019/10/
Malting_Barley_Breeding_Guidelines_June_2019.pdf) Color is measured using Standard Reference Method (SRM); SP, soluble protein; TP, total protein; S/T, sol-
uble/total percentage of protein; FAN, free amino nitrogen; DP, diastatic power in degree Lintner; AA, alpha amylase.
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Canada). Projective Mapping combined with Ultra Flash
Profiling provides both attribute counts and coordinate data
for each sample evaluated. Coordinate data was analyzed
using XLSTAT Multiple Factor Analysis (MFA) (Addinsoft,
New York, NY). Individual MFA plots for aroma and flavor
were created for both WRC and NP sample sets in both beer
and malt hot steeps. Attribute data was processed in order to
combine specific descriptors under the more broad descriptors,
in accordance with the Base Malt Flavor Map (Supplemental
File 6). Post processing, descriptor data were then analyzed by
Correspondence Analysis (CA) in XLSTAT. Attributes were
ranked according to frequency of use summed across all of the
samples in the set. As there is no standard cutoff for attribute
inclusion, it is up to the researcher to determine the appropri-
ate threshold.[8] In this case, the cutoff was set in order to dis-
play pertinent attributes, while filtering out attributes that do
not help further explain the relationship between the samples.
Those attributes that were used at a rate of at least 45% of the
most frequently used attribute were included in the CA plot
for the laboratory panel beer aroma sensory data. For the malt
hot steeps, aroma and flavor CA plots were created individu-
ally before being combined and plotted together with the
attributes used being those that were used by the overall panel
with a frequency of >25% of that of the most frequently used
top attribute.

Detection of the metabolome in beer

Volatile metabolites in beer were detected using a non-targeted
metabolomics approach. The methods included analysis of vol-
atiles using headspace solid-phase microextraction gas chroma-
tography-mass spectrometry (HS/SPME-GC-MS) with methods
as previously described[3] and detailed in Supplementary
material 7. Briefly, mass spectra from the MS platform was
converted to the .cdf file format and processed and annotated
using the workflow described in Bettenhausen et al.[3,4]

Metabolite quantities were established as previously
described.[4] Briefly, each sample resulted in a matrix of
molecular features (defined by retention time and mass (m/z))
generated using XCMS software in R v. 3.2.4.[9] Mass spectra
were deconvoluted using the RamClust algorithm[10] and nor-
malized to total ion current (TIC); the relative abundance and
variance of each molecular feature was determined by the
mean area of the pooled quality control (QC) injection.

Volatile metabolites were annotated by spectral matching in
RamSearch software[11] to an in-house database of �1,500
compounds and to external and theoretical databases including
NIST v14 (http://www.nist.gov), Metlin,[12] Golm Metabolome
Database,[13] MSFinder software (v. 3.26, RIKEN Center for
Sustainable Resource Science, Yokohama, Kanagawa,
Japan),[14,15] Human Metabolome Database (HMDB),[16] and
FooDB;[17] Spectra were also evaluated using the findMAIN
function of the interpretMSSpectrum R package[18] and chem-
ical ontologies were established using HMDB and the
ClassyFire package in R.[19]

Statistics (metabolomics)

Volatile metabolite abundances for each dataset (WRC and
NP) were compared independently. Principal Components
Analysis (PCA) was conducted on unit-variance (UV) scaled
metabolites and sensory traits from each panel with SIMCA
software v. 15 (Sartorius Stedim Biotech, Umea, Sweden).[20]

Respective sensory attributes of each independent sensory
panel were integrated with the volatile metabolites for
further multivariate analysis. Orthogonal projection to
latent squares (OPLS) analysis was conducted for the WRC
set on two PCA-reduced and UV-scaled components for
sensory (one for the Violetta/Calypso trend, a second
component for the Thunder/Wintmalt trend) and the 130
UV-scaled volatile metabolites. OPLS analysis was con-
ducted for the NP set on two PCA-reduced and UV-scaled
components for sensory (one for the Full Pint/DH120270
trend, a second component for the DH131144/DH131756
trend) and 160 UV-scaled volatile metabolites, both with
SIMCA software. The 20 sensory attributes from the
consumer panel (y) were regressed on the UV-scaled
metabolite data (x). Predictive power (Q2) was determined
via cross-validation, by which the data was divided into
seven parts and 1/7th of the data was removed, and the
model was built on the remaining 6/7th of data remaining,
and the removed 1/7th of data are predicted from the
model. Heat maps were created after z-transformation of
the metabolite data. The resulting z-scores were converted
into colors and grouped using hierarchical clustering on
the Spearman’s rank correlation (rs) between metabolite
and sensory trait values.[21]

Table 3. Beer quality of barley lines per project/set.

Project/set Sample Name ABV (%) OG (�P) RE (%w/w) AE (�P) Color (EBC) RDF (%) IBU

WRC Wintmalt 5.12 12.14 4.38 2.52 3.79 65.44 22.94
Thunder 5.41 12.05 3.82 1.87 4.01 69.64 23.6
Violetta 5.42 12.27 4.04 2.09 3.17 68.47 20.74
Flavia 5.40 12.31 4.11 2.16 3.16 68.03 21.35
Calypso 5.31 12.06 3.99 2.07 4.09 68.29 23.88

NP DH131756 5.21 12.08 4.18 2.30 6.57 66.85 21.11
DH131144 5.34 12.12 4.01 2.08 7.89 68.33 23.94
DH120270 4.99 11.70 4.11 2.30 4.72 66.29 22.33
Full Pint 5.10 11.64 3.86 2.01 6.21 68.17 22.1

BA Guidelines German Pilsener 4.6-5.3 11.0-12.9 NA NA 3-4 NA 25-50

From beer produced from each malt; ABV, alcohol by volume; OG, Original Gravity of wort (�P, Degrees Plato); RE, real extract, based on attenuation of wort; AE,
apparent extract, RDF, real degree of fermentation; Color, based on EBC method; IBU, international bittering units based on dissolved solids. German Pilsener
guidelines provided by the Brewers Association (https://www.brewersassociation.org/edu/brewers-association-beer-style-guidelines/#Lager%20Styles).
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Results

Barley, malting quality, and beer quality associated
with barley genetics

As shown in Table 1, and in greater detail in Supplementary
Figure 1, there were genetic relationships among the barley
varieties/selections used in this study. Varieties were selected
based on logistical constraints: the WRC set chosen from
commercially available winter malting barleys with sufficient
seed availability; the NP set chosen within the scope of work
of the project with Mecca Grade Estate Malt. In the WRC
set of winter growth habit two-row varieties, Opal is a par-
ent shared by Wintmalt and Violetta. Wintmalt, in turn is a
parent shared by Thunder and Flavia. Calypso does not
have Wintmalt or Opal in its pedigree. Both of its parents
have Puffin in their pedigrees, and Puffin has Maris Otter in
its pedigree. Thunder has Charles, the first North American
two-row malting barley approved by AMBA, as its other
parent. Thunder is unique in this set in having European
and North American parentage. The NP set, comprised of
spring growth habit two-row experimental varieties and the
variety Full Pint, has an unusual genetic structure in that
the three selections are derived from “wide” crosses between
European winter two-rows (Violetta and Maris Otter) and a
North American two-row (Full Pint). Two of the selections,
DH131144 and DH131756, are sisters derived from the cross
of Full Pint x Violetta; Violetta was the male parent of the
former and female parent of the latter. In this set,
DH120270 is unique in having Maris Otter as a parent.
Violetta and Maris Otter are, therefore, genetic commonal-
ities between the WRC and NP sets.

There were notable similarities and some key differences in
malting quality within and between the WRC and NP sets
(Table 2), using the AMBA specifications for adjunct and all-
malt quality. Within the WRC, all varieties were highly friable.
Calypso, Flavia, and Violetta were well-modified and the most
similar to each other. They met most criteria for the all-malt
specifications but were too low in free amino nitrogen (FAN),
diastatic power (DP), and alpha-amylase (AA) for the adjunct
specifications. Wintmalt was the least modified of the set, with

the highest b-glucan and lowest S/T (soluble/total protein), not
meeting all-malt or adjunct criteria. Thunder was the most
modified and notable for its high extract, FAN, AA, and S/T.
Entries within the NP set came closest to meeting adjunct cri-
teria, rather than all-malt criteria. DH131756 and DH131144
were well-modified and met most if not all AMBA adjunct
specifications. DH120270 was under-modified, with low friabil-
ity, high ß-glucan, lower extract, S/T, FAN, DP, and AA. It
did not meet all-malt or adjunct criteria. Full Pint was less
modified than DH131756 and DH131144, with lower friability
and higher ß-glucan. It met AMBA adjunct specifications for
most criteria but was slightly over specifications for ß-glucan
and total protein (TP). Comparisons between the two sets
show that the WRC malts were more friable and - except for
Thunder - had lower extracts, TP, FAN, DP, and AA than the
NP set. Overall, Calypso came closest to meeting the all-malt
criteria and DH131144 met all the criteria for adjunct malting.

All beers fell within range for German lager-style, Pilsener
beer guidelines – except for color and ABV, as described by
the Brewers Association Beer Style Guidelines (https://www.
brewersassociation.org/edu/brewers-association-beer-style-guide-
lines/#Lager%20Styles). All the NP beers were darker in color
and fell outside of the style guidelines. The IBU values were
similar for all beers, but below the BA guidelines for this beer
style (Table 3). With each set of malts (WRC and NP),
Wintmalt and DH120270 had the lowest alcohol by volume
(ABV) and real degrees of fermentation (RDF), respectively,
while Thunder and DH131144 had the highest. Compared col-
lectively across both data sets, ABV ranged from 4.99% to
5.42% while RDF ranged from 65.44% to 69.64%.

Sensory characteristics for malt hot steeps

Projective Mapping was used to evaluate both aroma and fla-
vor attributes of malt hot steeps made from the WRC (15 pan-
elists) and NP (10 panelists) samples. In each sample set, one
malt was randomly selected to be presented as a duplicate. For
the WRC malts, Flavia was replicated giving six total malt hot
steep samples. Based on aroma evaluation only, panelists
grouped duplicates closely together, implying perceived

Figure 1. Correspondence Analysis from hot steep Projective Mapping (left pane: Western Rivers Conservancy samples, right pane: Next Pint samples). “1” and
“2” designates duplicate observations of the same samples with different blind codes. CA plots show which attributes (black squares) are used to describe the sam-
ples (indicated by green and purple circles). Samples that are close together are described similarly, while samples far apart were described differently. Both Aroma
and Flavor evaluations are plotted together with the top eight most frequently used attributes.
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similarities between them, and dissimilarities between other
samples. During the flavor evaluation, the Flavia duplicates
were not placed as close to one another. Thin body was the
only mouthfeel attribute used frequently enough to be plotted.
Coordinate data from aroma evaluation showed that Thunder
and Violetta were different from the other samples
(Supplementary Figure 3). During the aroma evaluation, grainy
was used consistently among the samples but showed more
variable usage during flavor evaluation (Figure 1). In both
aroma and flavor evaluations, grassy had a large variation in
usage among the samples, with Calypso being described as
grassy most frequently. Additionally, Calypso’s aroma was
described by vegetal, while its flavor was described by cracker.
Both Flavia samples were high in grassy, and on average were
high in earthy. Thunder and Violetta were each much lower in
grassy than the rest of the samples. Thunder was consistently
described by sweet aromatic, breakfast cereal, and sweet bread.
Violetta was also more closely associated with bread.
Descriptors used for Wintmalt varied between aroma and fla-
vor, but grassy was used in both.

For the NP malts, Full Pint was replicated, giving five
malt hot steep samples. The coordinate data showed similar
configurations between aroma and flavor evaluations, with
the exception of a Full Pint duplication moving positions
(aroma data shown in Supplementary Figure 3, flavor data
not shown). In both the MFA and CA plots, DH120270
appeared distinct from the other malt steep samples. Grainy
was the most used descriptor for the NP aroma and flavor
evaluations and was not helpful in the discrimination of
samples, hence its location near the center of the samples
(Figure 1). There were large differences in usage across sam-
ples for grassy in both flavor and aroma, and sweet aromatic
via aroma only (attribute count data not shown for conci-
sion). Additionally, sweet bread, earthy, and breakfast cereal
highlighted the differences between the samples during the
flavor evaluation. In both aroma and flavor evaluations, Full
Pint was described by breakfast cereal, with the exception of
one Full Pint flavor replication. DH120270 was the most
unique sample of the group and was highly grassy and
earthy across both evaluations. DH131144 and DH131756
were both described attributes within the bread category,

though DH131144 was described with cracker and
DH131756 with sweet aromatic.

Beer sensory – consumer panel

The consumer panel noted differences in flavor between the
WRC beers, but these were not significant. Violetta was
liked more than Calypso (Tukey’s Post Hoc HSD test
p¼ 0.06; Supplementary Table 1A). Consumers were able to
distinguish significant differences in attributes citrus, floral,
hoppy, and sweet between the five WRC beers (Cochran’s Q
test, p< 0.05, Supplementary Table 2A). Thunder was sig-
nificantly less citrus than the other four varieties, more
hoppy than Violetta, and more toasted than Wintmalt;
Violetta was found to be significantly more sweet and floral
than Calypso, Flavia, and Wintmalt, and more refreshing
than Calypso; And Wintmalt and Violetta were significantly
more crisp than Thunder (McNemar’s multiple pairwise
comparison, p< 0.05, Supplementary Table 3A).

There were no significant differences in “Overall Liking”
for the NP beers (ANOVA, p¼ 0.72; Supplementary Table
1B). However, consumers were able to distinguish significant
differences in the bitter attribute between the four beers
(Cochran’s Q test, p< 0.05, Supplementary Table 2B). Full
Pint was found to be significantly less bitter than
DH120270; DH120270 was found to be significantly more
light in mouthfeel than DH131756; and DH131144 and
more thin/watery than either DH131756 and Full Pint
(McNemar’s multiple pairwise comparison, p< 0.05,
Supplementary Table 3B).

Consumer panelists identified important attributes for an
“ideal lager” from the list of common descriptors given in the
CATA. Crisp and refreshing were selected as key attributes for
an “ideal lager” in both the WRC and NP sets. Citrus and
light were also selected as key attributes for the WRC and NP
sets, respectively (Supplementary Figure 2A and B).

Beer sensory – laboratory panel

Projective Mapping was used to assess both aroma and flavor
attributes of the WRC (13 panelists) and NP (10 panelists)

Figure 2. Correspondence Analysis of top 8 most used aroma attributes from beer Projective Mapping with Laboratory Panel (right pane: Next Pint beers; left
pane: Western Rivers Conservancy beers). 1 and 2 designates duplicate observations of the same samples with different blind codes. CA demonstrates which aroma
attributes (indicated by black squares) are used to describe the beer samples (indicated by blue circles).
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beers in duplicate (10 and 8 beers per set, respectively).
Multifactor Analysis (MFA) plots of the WRC aroma coord-
inate data showed separation of the duplicates, which indi-
cates that differences between the beers were subtle
(Supplementary Figure 4). This pattern was also present in
the coordinate data from the WRC flavor test, with the
exception of Calypso and Violetta duplicates, which were
closer together (data not shown). Correspondence Analysis

(CA) with attribute data showed Calypso duplicates were
close together and were described by fruity and floral in
aroma (Figure 2), and fruity in flavor (data not shown for
concision). Aroma attribute data showed differences between
duplicates for the other 4 beer samples. Fruity was the
most commonly used descriptor for this sample set, while
earthy, grainy, and floral helped discriminate the samples
from one another. Additionally, the flavor data showed

Figure 3. Annotated beer metabolites and the corresponding chemical classes for WRC and NP datasets. A total of 130 and 160 metabolites were annotated
for (A) WRC and (B) NP, respectively. Pie charts display metabolites, by broad class (black text).
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Flavia duplicates were similar and described by grainy and
grassy. Wintmalt duplicates were close together and
described by sweet aromatic, floral and vegetal. On average,
Violetta duplicates were higher in dough and sweet bread
than the other samples, which did not match its description
by orthonasal evaluation. Thunder duplicates showed differ-
ences in use of sweet bread and sweet aromatic between
them. In summary, there were inconsistencies in describing
the WRC samples and with grouping the duplicate
beer samples.

The MFA plots for the NP aroma sample set (8 beers)
showed that, with the exception of DH131756, the duplicates
are placed closely together, indicating that they were per-
ceived as similar by the panel (Supplementary Figure 4). In
the plot for the NP flavor sample set, DH131756 and
DH131144 duplicates were mixed together, indicating that
panelists were confusing these four beer samples. For both
aroma and flavor evaluation, grainy was the most frequently
used attribute for the sample set and thus unhelpful for dis-
criminating samples (Figure 2). In both aroma and flavor,
both sweet bread and vegetal had high variation in usage fre-
quency between the samples (attribute count data not
shown). DH120270 was described by grassy via orthonasal
evaluation but was described by vegetal via taste evaluation
(flavor data not shown). In both the aroma and flavor evalu-
ations, the duplicates for DH131144 varied somewhat. In
general, they were described with both sweet aromatic or

sweet bread, as well as dough, pasta, or cracker. Although
there were differences between the DH131756 duplicates
they were both high in fruity in the aroma evaluation, and
high in sweet aromatic in the flavor evaluation. Full Pint
duplicates varied in their attribute counts for various
descriptors but were consistently associated with dough in
both aroma and flavor. Overall, duplicates were more simi-
larly described for the NP sample set than the WRC sample
set, indicating that there were greater differences between
samples within the NP set.

Metabolomics

Metabolite variation among beers within the WRC and
NP sets
From HS/SPME-GC-MS, 1,342 metabolites were detected
and 130 were annotated within the WRC set and within the
NP set, 676 metabolites were detected and 160 were anno-
tated (Figure 3). Volatile beer metabolites were annotated
and assigned to a super and sub-class based on chemical
ontology (Tables 4 and 5). Classes of metabolites varied
between WRC and NP datasets (Figure 3A,B).

PCA was conducted on the 130 volatile compounds with
the five WRC beers and this demonstrates that variation was
attributed to the barley variety (Figure 4A). PCA generated
three principal components and was able to explain 86.6%

Figure 4. Principal component analysis (PCA) of beer metabolites of the 9 beers from WRC and NP, performed on the annotated metabolites for those data-
sets. PCA scores plots were produced based analysis of the 130 and 160 volatile metabolites, respectively (A) PC1 and PC2 for WRC and (B) corresponding correl-
ation-scaled loadings plot, (C) PC1 and PC2 for NP and (D) corresponding correlation-scaled loadings plot. Loadings were colored according to broad sensory trait.
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of the variation in the data for the WRC varieties. In this
scores plot, PC1 (39.8%) explained the separation between
Wintmalt, Flavia, and Violetta vs. Thunder and Calypso.
The loadings plot (Figure 4B) of volatile metabolites attrib-
uted to these WRC varieties did not explain any trends
among the varieties.

PCA was conducted on the 160 volatile compounds
detected in the NP set resulting in three principal compo-
nents (Figure 4C) which explained 87.0% of the variation in
the data for the three selections and Full Pint. In this scores
plot, PC1 (61.4%) explained the separation between
DH120270 and DH131756 vs. DH131144 and Full Pint. The
loadings plot (Figure 4B) of volatile metabolites attributed to
these varieties demonstrates a high content of lipids (fatty
acid esters), terpenoids, and organoheterocyclic compounds
(potential MRPs), specifically for DH120270.

OPLS modeling

To investigate relationships between the beer volatiles and
each of the beer descriptors from the consumer panel
(Figure 5A,B), an orthogonal projection to latent structures
(OPLS) model was developed for two sensory attribute prin-
cipal components (correlation-scaled PC1 scores for Violetta
and traits such as crisp, overall liking, refreshing, citrus, and
floral, with orthogonally correlated traits such as astringent,
bitter (associated with Calypso) and correlation-scaled PC2
scores for hoppy, honey, and toasted (such as are associated
with Thunder). The OPLS algorithm for the WRC set
resulted in one predictive and two orthogonal component
that explained 76.8% of the variation, with a predictive
power of Q2 ¼ 98.8% to support that the model was not
over-fit. Metabolites were considered to be associated to the
“Violetta” trend if the correlation-scaled Component 1 load-
ing > j0.75j and < j0.25j for the correlation-scaled orthog-
onal component (Figure 5A and C, Table 4). Furthermore,
the OPLS algorithm which regressed PC2 scores resulted in
one predictive and two orthogonal components that
explained 76.4% of the variation with a predictive power of
Q2 ¼ 94.8%. The metabolites associated with the “Thunder”
trend (correlation-scaled PC2 scores) were subject to the
thresholds previously mentioned (Figure 5E, Table 4).

For the NP set, an OPLS model was developed for two
sensory attribute principal components (correlation-scaled
PC1 scores for Full Pint and traits such as toasted, molasses,
caramel, and honey with orthogonally correlated traits such
as citrus, bitter (associated with DH120270) and correlation-
scaled PC2 scores for malty and non-tropical fruity (such as
are associated with DH131144) (Figure 5B and D, Table 5).
The OPLS algorithm for the NP set resulted in one predict-
ive and one orthogonal component that explained 81.9% of
the variation, with a predictive power of Q2 ¼ 65.0% to sup-
port that the model was not over-fit). Metabolites were con-
sidered to be associated to the “Full Pint” trend if the
correlation-scaled Component 1 loading > j0.75j and <
j0.25j for the correlation-scaled orthogonal component
(Table 4). Furthermore, the OPLS algorithm which regressed
PC2 scores resulted in one predictive and two orthogonalTa
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components that explained 74.4% of the variation with a
predictive power of Q2 ¼ 96.9% (Figure 5F). The metabo-
lites associated with the “DH131144” trend (correlation-
scaled PC2 scores) were subject to the thresholds previously
mentioned (Figure 5F). A SIMCA ‘distance to model’ func-
tion was applied to characterize the metabolites with the
largest contribution to explaining the variation in signifi-
cantly different sensory traits. The data indicate associations
with organic acid esters, fatty acid esters, and benzoic acids,
which are known classes of aroma compounds.

The sensory/chemistry which characterizes the “Violetta
Trend” demonstrates co-variation of Violetta with traits
such as crisp, overall liking, refreshing, citrus, and floral, but
displays a negative association with traits such as astringent,
bitter (associated with Calypso) (Figure 5A and C). The
metabolites that are associated with this trend (correlations
greater than 0.5 for Component 1, and less than 0.5 for
Component 2) are noted in Table 4 (WRC) and 5 (NP) of
sensory/volatiles. Metabolites that were positively correlated
with attributes covarying with Violetta included benzenoids
(4), fatty acid esters (5), organic acids (7), coumarins (2),
ketones (2), and varying other classes. Two of the most cor-
related metabolites were an hydroxycinnamic acid (puta-
tively identified as chicoric acid, WRC0679), which may
impart a woody and nutty flavor (however, there are three
other phenylpropanoids that are highly correlated, as well),
and isomaltose (WRC0156, fatty acyl glycoside/oligosacchar-
ide), which may contribute to sweetness, isopentyl acetate

(WRC0390, banana, fruity). Other fatty acid esters and
organic acid esters also had higher rates of correlation and
have been associated to not only light, fruity flavors, but
also to floral, refreshing flavors. Negative correlations
included compounds of many of the same classes, but
included many metabolites putatively identified as Maillard
Reaction Products (such as WRC08606, ethanoic acid ester;
furans, pyrazines, pyrans).

The sensory/chemistry cluster along OPLS Component 1
demonstrates co-variation of Full Pint and traits such as
crisp, fruity (tropical), and sour/tart to a lesser extent, honey,
caramel, toasted, astringent, and molasses, and co-variation
of DH131144 with both fruity (tropical) and fruity (non-
tropical). By contrast, they are negatively correlated with
sweet, refreshing, and bitter (Figure 5B and D, Table 5).
DH120270 demonstrates co-variation with bitter and thin/
watery. The metabolites that are associated with this trend
(correlations greater than 0.5 for Component 1, and less
than 0.5 for Component 2) are noted in Table 5 and Figure
5D. Metabolites that were positively correlated with attrib-
utes co-varying with DH131144 consisted of fatty acid esters
(6) which are known volatiles related to fruity (tropical and
non-tropical) attributes, specifically, diethyl maleate
(NP477), ethyl hexanoate (NP025), a pentanoic acid ester
(NP145), methyl caprylate (NP197), 10-undecenoic acid
ester (NP013), and ethyl decanoate (NP021). Other classes
which co-vary with DH131144 include benzenoids (benzoic
acid esters, 4), organoheterocyclic compounds (potential

Figure 5. Multivariate association of beer metabolites with consumer panel sensory traits. PCA was performed on data for 14 sensory traits quantified for
the 12 malt hot steeps (A) WRC PCA scores and correlation-scaled loadings biplot based on consumer panel data. (B) NP PCA scores and correlation-scaled loadings
biplot based on consumer panel data. The association between beer metabolites and consumer panel sensory traits was evaluated with orthogonal projection to
latent structures (OPLS) and performed on 130 and 160 volatile metabolites, respectively and PC1 scores from sensory analysis. Data is plotted as a biplot for correl-
ation scaled scores (circles colored as per maltster; samples) and loadings (red squares for corr > j0.75j loadings; squares for orthogonal corr < j0.25 loadings; grey
circles for metabolites that did not meet the threshold of loading corr) (C) WRC OPLS scores and loadings plot for regression against PC1 scores; (D) NP OPLS scores
and loadings plot for regression against PC1 scores, (E) WRC OPLS scores and loadings plot for regression against PC2 scores; (F) NP OPLS scores and loadings plot
for regression against PC2 scores. Notations for metabolites displayed as meeting the threshold are in Tables 4 and 5, respectively.
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Figure 6. Univariate analysis of volatile metabolite variation among the 9 beers. Prior to heatmapping, volatile metabolite data were normalized within each
variety via z-transformation normalized peak area - mean/standard deviation of total peak area of each metabolite).The resulting z-scores were converted into colors
and grouped using hierarchical clustering on the Spearman’s rank correlation (rs) between metabolite and sensory trait values. Heat maps with hierarchical cluster-
ing were built within for (A) WRC dataset (B) NP dataset. The color in each cell represents the z-transformed abundances of the averaged replicates (n¼ 2) per beer
sample. Z-transformation was based on the mean abundance and standard deviation of the metabolite across all samples. Metabolites in heatmaps are cross-refer-
enced in Tables 3 and 4, and Supplemental Tables.
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MRPs, 9), and others. The heterocycles of note include 5-
methylquinoxaline (NP150), known to contribute to
Maillard-related attributes (coffee, roasted), and a thiophene
(NP564), which can be attributed to garlic or onion flavors
or aromas. Full Pint had a similar profile, with many similar
co-varying metabolites. Three metabolites of note include:
one fatty acid ester, ethyl hexanoate-like (NP027), known to
contribute many tropical and non-tropical attributes, some
of which were found in DH131144, octyl benzoate, a ben-
zoic acid ester (NP035), which can contribute lemon balm,
and 2,6-dimethylbenzenethiol (NP565), a thiophene, which
can contribute Maillard-type attributes, such as meaty,
roasted, and sulfur. DH131756, which contained the most
abundant metabolite profile, co-varied with the consumer
panel sensory attributes sweet, refreshing, and molasses.
Metabolites which contributed to this are heterocyclic com-
pounds (9), fatty acid esters (9), organic acid esters (4), ben-
zenoids (2), and others. Fatty acid esters of note were ethyl-
9-decenoate (NP006), decyl propionate (NP047), and methyl
caprylate-like (NP026, NP019) that all are known to contrib-
ute to sweeter, more complex, fruity attributes.
Vanillylmandelic acid, a benzenoid (phenol, NP011) can
contribute to sweet and vanilla attributes; ethyl lactate, an
organic acid ester, can contribute to butterscotch, fruity, and
tart flavors. DH120270 had a unique profile, co-varying with
light, thin/watery, floral, citrus, and bitter sensory attributes.
Metabolite classes included heterocyclic compounds (15),
fatty acid esters and terpenoids (11), organic acid esters (6),
and others. Two heterocyclic compounds of note are 4-
methylpyridine (a pyridine, NP629), known for tea and fig
properties, and 5-methylquinoxaline, known for roasted
properties. There are many metabolites, which are known to
have phenolic and bitter sensory properties that may con-
tribute to the co-variation with bitter, assessed by the con-
sumer panel and with the cracker and sweet aromatic
assessed by the laboratory panel. Examples of these metabo-
lites include 2-phenyl-2 butenal (NP146), a phenylacetalde-
hyde known to contribute a bitter, black tea note and
2-methoxy-4-vinylphenol (NP381), recognized for the con-
tribution of clove, smoky, and spicy attributes.

Other trends among chemical classes
The data were evaluated to determine if broad trends of
metabolite classes could distinguish each of the beers within
the sets: specifically, for lipids (to include fatty acid ester
formation), nitrogenous compounds, organic acids, and phe-
nolics. Metabolite abundances were z-transformed to express
the data as a profile within a variety, therefore a range in
color denotes range in variation of a compound class within
a variety, with very blue (high) or very yellow (low) to indi-
cate proportions of a metabolite’s contribution to the profile
(Figure 6A,B, Supplementary Tables 4,5).

The heatmap for the WRC beers showed Calypso had a
unique profile, abundant in alkanes, alkenes, and benzoic
acid esters that were not abundant in the other four vari-
eties, also being more abundant in prenol lipids (terpenoids)
including linalool (WRC0071), p-methan-1-ol (WRC1030),
alpha-cadinol (WRC0284), alpha-cuebene (WRC0196), and
geraniol (WRC0182). These metabolites have been associ-
ated, in literature, not with bitter and astringent sensory
attributes, as denoted from the sensory panel, but with the
grassy and vegetal (among other attributes noted in the lit-
erature, such as floral, citrus, and menthol) noted in the
aroma factor analysis from the laboratory panel.[22–24]

Calypso was also abundant in a class of organoheterocycles
known as “quinolines,” which have been shown to be attrib-
uted to a tea-like flavor (bitter, astringent) in the litera-
ture.[17] Among the five beers, there were no trends among
lipids/fatty acid esters, as they were equally distributed. The
nitrogenous compounds shared by Wintmalt and Flavia
included 42-diethoaminoethanol (WRC0626), pyridine-like
compounds (WRC0374, WRC0493, WRC0489), which may
contribute to or overpower the other sensory attribute of cit-
rus and instead contribute to the malty seen in the con-
sumer panel and breakfast cereal, bready, and earthy
attributes from the laboratory panel. Organic acids predom-
inate Violetta, and to a lesser degree, Thunder (Figure 6,
Supplementary Table 4). One organic acid ester, triethyl cit-
rate (WRC0375), which is known to contribute to vinous
and non-tropical fruity attributes, is seen to covary with
Thunder and the fruity (non-tropical) sensory attribute from
the consumer panel, as well as the sweet aromatic attribute
from the laboratory panel. The organic acids most unique to
Violetta included acetic acid ester (WRC0035), triethyl cit-
rate (WRC0047), ethyl propanoate (WRC0194), isopentyl
acetate (WRC0390), 4-isopropylphenylacetic acid
(WRC0638), dimethyl malonate (WRC0384), and heptyl-2-
methylpropanoate (WRC0188) (Supplementary Table 5).
Violetta, Wintmalt, and Flavia displayed negative correla-
tions with the prevalent benzenoid class that was shown to
covary with Calypso. This class included 1,2-benzenedicar-
boxylic acid ester (WRC0153), known to be associated with
almond, floral, herbal, green, and more phenolic attributes,
4-hydroxybenzyl alcohol (WRC 0481), and benzaldehyde
(WRC1013), associated with more almond, bitter attributes.

The heatmap for the NP beer set displays trends between
Full Pint/DH131144, and within certain classes between
DH131756/DH120270, although DH120270 again was recog-
nized as having the most unique profile (Figure 6,

Figure 7. Principal component analysis (PCA) of beer metabolites of the 9
beers from WRC and NP, combined, performed on the annotated metabo-
lites for those datasets. PCA scores plots were produced based on analysis of
290 metabolites.
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Supplementary Table 4). The trends between Full Pint and
DH131144 include higher abundances of aldehydes and
ketones such as 2-nonen-4-one (NP428), 1-hexene (NP255),
and 1-pentanol (an alcohol, NP132). Full Pint and
DH131144 also shared many abundant fatty acid esters,
noted in the previous section. Trends within the organic
acid ester class occurred between DH131756 and DH120270,
including many -likes of acetic acid, keto acids, and an
acetamide of note (NP097), which in literature has been
known to contribute a mousy attribute.

Metabolomics: considering both sets of beers
To assess the Next Pint and WRC beers together, PCA and
OPLS was performed on all nine beers (Figure 7). Only
metabolites that were annotated and shared among all vari-
eties were included in the analysis, abundances were unit vari-
ance normalized. Four principal components were able to
explain 94.8% of the data. PC1 (68%) and PC2 (16.6%) were
able to explain significant variation among these data (Figure 7).
The differences may be attributable to “environment” (i.e.,
two completely different locations, one dryland, the other
irrigated); genetic relationships (i.e., Full Pint as a parent of
all NP lines and no WRC lines); growth habit (one set winter
and the other spring); degree of selection (one set commer-
cially available, the other set comprised of three advanced
experimental varieties and the “control”); and/or to the
higher abundance of metabolites in the WRC set (Figure 7).

Discussion

Barley, malting quality, and beyond

The barleys used for this research form two distinct groups
categorized by three factors that may confound the data:
growth habit, commercial status, and production environ-
ment. The WRC set is comprised of winter growth habit,
commercially available varieties grown under dryland condi-
tions while the NP set is comprised of spring growth habit
experimental selections and a “check”, grown under irrigated
conditions. Although the two sets were treated identically
through brewing, beer and malt hot steep sensory, and beer
metabolomics, these treatments occurred at different time
points. Therefore, it is necessary to discuss the results of
each set separately. However, there are commonalities
between sets that merit some further discussion and integra-
tion, both inter se and with prior research.

The first commonality is genetic relatedness. Violetta, a
member of the WRC set, is also a parent of two members of
the NP set (DH131756 and DH131144). Violetta is the
female parent in one cross and the male parent in the other,
which could have some bearing on the flavor differences
between the two sister lines: in Angiosperms, organelles
show maternal inheritance: therefore, the chloroplast and/or
mitochondrial genomes these two selections could be genet-
ically different and those polymorphisms could lead to flavor
differences. However, most phenotypes of commercial
importance in barley studied to date (e.g., agronomic and
malting quality traits) show nuclear, rather than cytoplasmic,

inheritance.[25] In this regard, it is not surprising that these
two doubled haploid siblings could have contrasting malting
quality and other downstream phenotypes based on contri-
butions from the nuclear genome only.

Exploring pedigree records provides insight to possible
genetic contributions to beer flavor and malt quality.
Tracing further back in the pedigree chart (Supplementary
Figure 1) shows many genotypes in this experiment sharing
notable malting varieties, such as Hanna (Czech – Han�a)
and Spratt, in their pedigrees. Han�a originates in Moravia
(present day Czech Republic) and was used in the develop-
ment of Pilsner beer in the 1840s. The spread of Pilsner and
Pilsner-style beer in the late 19th century and Han�a’s repu-
tation for agronomic, malting, and beer quality led it to be
used in many breeding programs and it factors in the pedi-
gree of many contemporary malting barleys. Spratt is well
known as the parent of iconic British malting variety Spratt-
Archer, which was lauded for its vastly improved agronom-
ics and adaptability for the time.[26] Spratt-Archer was
widely grown in the middle 20th century and figures into
the pedigrees of other iconic varieties such as Maris
Otter.[27] Klages is a notable American variety that fits in
the pedigrees of six of the experimental genotypes, including
all of the NP set. It was the dominant malting variety grown
in the Pacific Northwest in the 1970s and 1980s and was the
2-row variety adopted by many early craft brewing compa-
nies. Maris Otter, an heirloom variety from the United
Kingdom with a reputation for providing a unique flavor
profile,[28] is a direct parent of one NP member
(DH120270) and also figures in the pedigree of one WRC
member (Calypso).[29] Full Pint, the “check” in the NP set
and a parent of all three experimental varieties in the NP
set, was chosen as a parent of the Oregon Promise due its
reputed flavor profile, as described by Bettenhausen et al.[3]

and Herb et al.[1,2] Other varieties of note that contribute to
the pedigrees in this experiment: European landraces
Criewener 403, Pflugs Intensiv, Bavaria, and Danubia (all
nine lines); Isaria, Kenia, and Gull (all nine lines); and
Puffin and Malta (missing from Full Pint and DH120270).

While pedigree doesn’t provide the full picture of the
genetic relationships between these nine barleys, it is valu-
able in showing common and different ancestries that may
explain some of the phenotypic flavor contrasts. A systematic
investigation of flavors contributed by notable varieties in
these pedigrees, coupled with genome profiling, is warranted.
In order to increase the efficiency of such an undertaking,
DNA fingerprinting of the nine genotypes featured in the cur-
rent research is underway. This information, coupled with the
QTL mapping of flavor that is also underway in the Oregon
Promise population, could identify specific alleles associated
with specific metabolites. These alleles and metabolites could
then be traced back through pedigrees to identify specific gen-
otypes for grain production, malting, and brewing.

Capitalizing on this genetic relatedness to identify the
genetic drivers of differences in quality parameters, flavor,
and metabolic profiles will be the topic of a future paper -
where sample size is larger and complete genotype data are
available. At this point, however, specific differences and
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commonalities between the two sets can be pointed out that
relate to variety and therefore impact on one of the ques-
tions driving this research: “do barley genotypes contribute
to beer flavor?” These differences and commonalities will be
highlighted during this Discussion, which will proceed
sequentially by feature (e.g., malt analysis, sensory analyses,
metabolomics) but progressively integrating results for each
trait and its impacts on other traits.

Malting quality specifications are key metrics for barley
variety release. Within the WRC set, the lower degree of
modification of Wintmalt and higher degree of modification
and enzyme-related trait values for Thunder were notable.
Both varieties are on the AMBA recommended variety list,
which requires thorough vetting for quality and brewery
performance. Although every effort was made to produce
optimum malts for all varieties, for reasons unknown
Wintmalt did not achieve target specifications in this pro-
ject. Lastly, the NP set had overall higher grain protein,
which may have affected downstream flavor, sensory, and
metabolite composition. The impact of grain protein on
beer quality parameters is known,[30] but the specific impact
of protein across different genotypes is outside the scope of
this paper. Field sites in this study were managed for supple-
mental nitrogen per their respective standard operating pro-
cedures. Research on field nitrogen applications and impact
on grain protein, malt quality, and flavor is ongoing.

Sensory attributes of malt hot steeps and beer, and
their relationships

Hot steep malt sensory
Prior to the establishment of the hot steep malt sensory
method, Congress worts were used for sensory evaluation of
malt samples.[31] Since its development, the hot steep malt
sensory evaluation method has piqued the interest of the
brewing and malting industries to improve analysis of malt
sensory and predict beer sensory for malts of interest.[5,6] It
is helpful when only a small quantity of malt is available
and is more convenient than making beer. The predictive
ability of this method, though much more rapid than brew-
ing, has yet to be fully understood. With the analysis pipe-
line implemented in this research, we can identify
relationships of hot steep malt sensory with other traits.
However, determining if relationships are causal and pre-
dictive will require further experiments.

Within the WRC set, Thunder and Calypso were stand-
out samples for hot steep malt sensory. The former was
higher in sweet bread and sweet aromatic for both aroma
and flavor while the latter was grassy and vegetal in aroma
and cracker in flavor. Considering the other varieties in this
set, Thunder and Violetta were lower in grassy thus separat-
ing them from the other samples. DH120270 was a standout
sample within the NP set. In both the aroma and flavor
evaluations, it was consistently described by panelists as
more grassy and earthy than the other samples. Malt ana-
lytics provide clues that Thunder was more modified than
Calypso, thus leading to differences in hot steep malt sen-
sory. While it seems likely that the sweet bread and sweet

aromatic descriptors for malt hot steeps are attributable to
the higher enzyme profiles of Thunder, DH131144, and
DH131756, further research is necessary. The basis of the
grassy profile for Calypso is not obvious, however in the
case of DH120270, it could be ascribed to under-modifica-
tion. Given this line’s Maris Otter heritage, this may be a
question for further research. From a plant breeding per-
spective, the poor modification of DH120270 and its grassy
and earthy profile in the hot steep malt sensory would be
grounds for not advancing it on to brewing and beer sen-
sory. In this sense, evaluations using hot steep malt sensory
could be a tool in variety selection. In order to assess its
value for the malting and brewing industries, the key ques-
tion remains “is hot steep malt flavor predictive of beer fla-
vor”? The current research provides some insights into this
relationship, but further experiments will be required.
Within the current experiment, the connection between
malt and beer sensory is best explored using the laboratory
panel data, given the commonality of protocol and lexicon.

Laboratory beer sensory
The laboratory beer sensory panel had some difficulty
matching duplicates within the WRC set to one another,
with the exception of Calypso. However, differences in sen-
sory attributes were still perceived among the beer samples.
This pattern suggests that stringent selection for commercial
potential led to barleys that, despite differences in malt and
beer analytics, produced beers that are only subtly different
in sensory profiles. The nuanced differences may result from
inconsistencies in malt-modification (Table 2).[1] There is
evidence to show that undermodified malts may result in
higher grassy qualities.[3] In the NP set, duplicates were
more similarly described for both aroma and flavor, indicat-
ing that panelists not only found differences among the
beers but that these differences could be identified with con-
sistency. This consistency of difference may be due to the
more limited selection and validation for malting and brew-
ing properties of the NP set, as compared to the WRC set.
DH120270 duplicates were closely grouped, with consistent
grassy aroma and vegetal flavors. This could be due to the
lower malt modification of DH120270, leading to grassy and
earthy flavors,[3] compared to the other NP samples.
DH131756, DH131144, and Full Pint had similar malt ana-
lytical profiles, which may be one reason why there was less
distinction in flavor profiles among the beers made from
these malts.

Comparing beer and hot steep malt sensory
While beer samples were all duplicated, only one malt hot
steep sample per set was duplicated. Therefore, there was
only one measurement of panelist consistency for the malt
hot steep evaluations. While mashing and steeping processes
mirror one another, it is important to note that mashing
takes place at a higher temperature for a longer time than
steeping. A commercial mashing operation thus converts
more starch to fermentable sugar and reduces proteins to
smaller polypeptides. Both of these variables can impact
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flavor and mouthfeel.[32] It is clear that the differences
among beers were more subtle and nuanced than those of
the malt hot steeps. For example, once the malt was brewed
into beer, the grassy characteristic of DH120270 decreased,
making it more similar to the profiles of the other NP sam-
ples. The standout samples for the malt hot steeps,
DH120270 (grassy) and Thunder (sweet aromatic), were less
noticeably different in the beer sensory evaluation.
Observing patterns of descriptor usage across the two sen-
sory methods can give us insights into the connection
between the two. Both grassy and grainy were used more in
malt hot steep characterization than beer characterization.
Floral was used only once in the description of malt hot
steep aroma but became an important attribute for beer sen-
sory. Similarly, fruity was used infrequently to describe malt
hot steep samples but very frequently to describe the result-
ing beers. Floral and fruity aromas were likely present in
beer due to the addition of hops and the production of
esters by yeast during fermentation.[33,34] Nonetheless, some
attributes were stable across both malt hot steep and beer
sensory. For example, Thunder retained its sweet bread qual-
ity from malt hot steep to beer. Results from this study indi-
cate that hot steep malt sensory profiles are more distinct
than those of their resulting beers. It is important to note
that beer sensory profiles will also be influenced by fermen-
tation byproducts and interactions with hops. More evidence
is needed to make further conclusions about the predictive
ability of the hot steep malt method.

Comparing consumer and laboratory beer sensory
Differences in lexicon, panel size, methodology (including
panel training), and goals preclude directly comparing the
sensory results from laboratory panel and consumer panels.
Nevertheless, both panels identified differences in beer flavor
within the WRC set; in particular, the consumer panel iden-
tified citrus, floral, hoppy, and sweet as the differentiating
attributes within the set. For the laboratory panel, dough,
sweet bread fruity, and floral were key attributes that differ-
entiated the finished beer samples. It is important to note
that a set of lexicons were preselected and provided to con-
sumers to describe each beer sample due to panelists lacking
specific sensory training. The lexicon provided to consumers
had fewer attributes related to the bread category, while add-
ing more options that fell under sweet aromatic (caramel,
honey). Beers brewed from Violetta and Calypso – at oppos-
ite ends of the overall liking spectrum – had very similar
malt and beer analytics, suggesting that these objective
measures are not necessarily predictive of hedonic assess-
ment. This finding also indicates that there can be differen-
ces in beer flavor, attributable to barley variety, in the
relatively small number of commercially available winter
two-row malting barley varieties.

In contrast to the WRC set, no significant differences
were found in overall liking of NP beers evaluated by the
consumer panel. However, both laboratory and consumer
panels coincided in differentiating DH120270 from other
samples: lighter and thin/watery by the consumer panel and
grassy by the laboratory panel. DH120270, therefore, is

consistently different from the other selections and the Full
Pint check, indicating that this experimental variety could
have been eliminated at the malt analysis stage, with no
need to go on to the expense of malt and beer sensory. In a
commercial application, the lack of significant differences in
liking between DH131756 and DH131144 indicates that
either of them could potentially be selected to replace Full
Pint without an adverse consumer perception of beer flavor.
The decision could be based primarily on agronomics and
malt analytics. The latter, while not necessarily predictive of
beer flavor in this research, can be key in variety approval
and malt sales.

Beer metabolomics: connecting chemistry with sensory
analysis and analytics

Metabolomics and sensory
Of the WRC beers, Violetta produced the beer with the
highest score for overall liking in the consumer sensory
panel, encompassing previously described desirable traits for
a lager – namely refreshing, crisp, citrus, sweet, and light.[3]

This variety had reduced MRPs and a unique profile of fatty
acid esters (Figures 3 and 6). Calypso, unique in pedigree,
similar to the other varieties in malt and beer analysis, and
a standout in hot steep malt sensory and beer sensory, had a
unique chemical profile. It also had the lowest likeability
score of the WRC beers in the consumer sensory panel.
Because the PCA revealed separation of the WRC varieties
that did not match any of the similarity groupings according
to malting quality, beer analytics, or laboratory/consumer sen-
sory, we looked to specific variety: metabolite associations.

The stringent selection applied to varieties during breed-
ing and commercialization – which may not have included
consumer sensory assessment – may have led to minor dif-
ferences in volatile compounds, including an increase in
compounds that convey bitter or astringent. As noted in the
results, Calypso was more abundant in prenol lipids (terpe-
noids) and in a class of organoheterocycles known as
“quinolines,” which are associated with a tea-like flavor (bit-
ter, astringent).[17]

There were no trends among lipids/fatty acid esters
among the five varieties, as the lipid/fatty acid ester class
(acetate esters) was generally equally distributed. The
medium-chain fatty acid ethyl esters (ethyl hexanoate and
ethyl octanoate), however, co-varied with Calypso (Figures 5
and 6).[35,36] The nitrogenous compounds shared by
Wintmalt (less modified malt) and Flavia (well-modified
malt) included 2-mercapto-2-diethylaminoethanol
(WRC0626) and pyridine-like compounds (WRC0374,
WRC0493, WRC0489) which may contribute to, or over-
power, the sensory attribute of citrus and instead contribute
to malty noted by the consumer panel and the breakfast cer-
eal, bready, and earthy attributes identified by the laboratory
panel. Organic acids predominate in Violetta, and to a lesser
degree, Thunder (Figure 6, Table 4). An organic acid ester,
triethyl citrate (WRC0375), which is known to contribute to
vinous and non-tropical fruity attributes, co-varied with
Thunder and the fruity (non-tropical) sensory attribute from
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the consumer panel, as well as the sweet aromatic attribute
from the laboratory panel. The organic acids most unique to
Violetta included acetic acid ester (WRC0035), triethyl cit-
rate (WRC0047), ethyl propanoate (WRC0194), isopentyl
acetate (WRC0390), 4-isopropylphenylacetic acid
(WRC0638), dimethyl malonate (WRC0384), and heptyl-2-
methylpropanoate (WRC0188) (Table 5). Violetta, Wintmalt,
and Flavia had negative correlations with the prevalent ben-
zenoid class, which covaried with Calypso. This class
included 1,2-benzenedicarboxylic acid ester (WRC0153),
known to be associated with almond, floral, herbal, green,
and more phenolic attributes; 4-hydroxybenzyl alcohol
(WRC0481); and benzaldehyde (WRC1013), which is associ-
ated with more almond, bitter attributes.

In the NP set, Full Pint and DH131144 had higher abun-
dances of aldehydes and ketones – such as 2-nonen-4-one
(NP428), 1-hexene (NP255), and 1-pentanol (an alcohol,
NP132) – and they shared many abundant fatty acid esters.
Although Full Pint, DH131144, and DH131756 were similar in
sensory attributes, DH131756 and DH120270 shared many
-likes of acetic acid, keto acids, and an acetamide of note
(NP097) that is noted in literature to contribute a mousy attri-
bute. There are many metabolites that are known to have phen-
olic and bitter sensory properties that may contribute to the co-
variation with bitter in DH120270, identified by the consumer
panel and with the cracker and sweet aromatic assessed by the
laboratory panel. Examples of these metabolites include 2-phe-
nyl-2 butenal (NP146), a phenylacetaldehyde known to contrib-
ute a bitter, black tea note and 2-methoxy-4-vinylphenol
(NP381), recognized for the contribution of clove, smoky, and
spicy attributes.

Given the distinctiveness of the WRC and NP germplasm
sets in terms of growth habit, production environment, and
commercialization status, the causes of similarities and differen-
ces are confounded, but notable. Some of these differences
could be attributed to genetic relatedness: e.g., Full Pint is
unique to the NP set as a member and as a parent. When
DNA fingerprint data are available for the WRC and NP sets,
causal effects based on genetic differences may be identifiable.
The WRC varieties, as a group, contained fewer organohetero-
cycles (potential MRPs) than the NP varieties (Figure 3). As
discussed in Bettenhausen et al.[3] MRPs play a major role in
beer flavor. Two metabolites, furfural and 2-pentylfuran belong
to the class of organoheterocycles known as furans, furfural
serving as a precursor to 2-pentylfuran, which contributes
fruity, grassy flavors (NP148 and WRC0228, Figure 6, denoted
in red text). All varieties contained this furan, but normalized
abundances differed among all varieties. Lower abundances of
MRP in the WRC may be related to the lower grain protein,
overall. Since degree of modification involves protein break-
down (through protease activity), incomplete modification
would leave these varieties lacking in components for the
Maillard Reaction (proteins, saccharides).[37] In the NP set there
were fewer instances of phenylpropanoids (a class including
cinnamic acid esters and coumarins) and more benzenoids
(phenols, benzoic acid esters) than in the WRC set. Phenolic
compounds are formed via the shikimate pathway and are
known to contribute to more bitter and astringent attributes,

such as those found in DH120270. Fatty acid esters, especially
ethyl dodecanoate, (WRC0012 and NP031, denoted in Heat
Map (HMap) in green text) were present in DH120270 and
Wintmalt. Abundances of ethyl dodecanoate in other varieties
were well below the amounts in Wintmalt and DH120270.
These two genotypes were also the least modified (Table 2) and
differed the most for beer analytics. The development of these
fatty acid esters, through esterification of ethanol with fatty
acids, is crucial for development of flavors, but the lipids that
are present in each variety (type and amount) may play a role
in how much of that flavor is developed and at what rate. The
presence of these compounds (ethyl octanoate, ethyl-9-dece-
noate, n-decanoic acid) in conjunction with the low MRP/orga-
noheterocycle profile of WRC suggests not only that these
compounds contribute to desirable attributes associated with
Violetta, but that they could also contribute to off-flavors dur-
ing aging.[38–40]

Metabolomics, malting quality, and beer analytics
Wintmalt met the fewest malt quality specifications of the
WRC set (Table 2) yet produced an acceptable beer by con-
sumer panel standards and no negative attributes were noted
by the laboratory panel. Violetta and Flavia were noted as
having more complex flavor profiles; this is potentially due
to variable (on the edge of acceptability) S/T, total protein,
and FAN levels (Table 2), leaving less for the development
of Maillard reactions products (MRPs) to create roasted and
caramel attributes from degraded protein and saccha-
rides.[37,38] The lack of MRP attribute creation leaves more
room for lipid conversion into fatty acid esters and therefore
the potential for lighter fruity, floral attributes to be per-
ceived. Thunder, which had the highest diastatic power and
lowest RDF, produced a beer that was perceived as more
crisp and dry, with no residual sweetness and showed co-
variation with the caramel, honey, toasted, and non-tropical
fruity from the consumer panel and sweet bread and sweet
aromatic from the laboratory panel. The higher FAN in
Thunder, as opposed to the level found in Violetta, may be
a source of MRPs, and thus be an indicator of potential fla-
vors in beer. The lighter flavors expressed by Violetta may
be linked to the greater concentrations of fatty acid esters,
which are described as sweet, fruity, and floral.[41] The lower
degree of modification of Wintmalt and DH120270 could
produce beers with grassy attributes due to the presence of
acetaldehyde, hexanal, hexanol and general “greenness” of
the malt.[41] Furthermore, under-modified malt tends to
produce less extract during mashing and therefore lower
than target ethanol concentrations after fermentation. The
lower level of modification combined with low diastatic
power of Wintmalt were likely reasons for it producing the
lowest RDF in the study (Tables 2 and 3). Wintmalt and
DH120270 also had the haziest wort, which may have been
due to either low modification or high molecular weight
beta-glucans, these in turn could lead to possible uninten-
tional flavor outcomes. Full Pint and DH131144 were chem-
ically the most similar of the NP varieties despite differences
in two malt quality parameters linked to endosperm modifi-
cation - friability and beta-glucan. The NP set as a group
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was less friable than the WRC set, averaging 77% versus
96% (Table 2). Nonetheless, there were no significant differ-
ences in the brewhouse yield between the two sets of malt
(t¼ 0.494, p¼ 0.318 for one-sided t-test).

Conclusions

This study contributed to the body of knowledge by examining
the effects of more and different barley genotypes on beer fla-
vor. The current results support our previous findings that bar-
ley genotype does lead to differences in flavor profiles of lager
beer. Two sets of barley germplasm (1) commercially available
winter barleys and (2) Full Pint and three advanced progeny
breeding lines were found to have distinct, subtle differences
that contributed to nuanced flavor profiles of both malt hot
steeps and finished lager beer. Variations between and among
barley germplasm sets were greatest for malt analytics, and this
variation declined for beer analytics and then again for sensory
profiling. Consumer and laboratory panels detected differences
in sensory attributes of beer and malt hot steeps, but the basis
of these differences was not always obvious. It is important to
emphasize, in this context, that the descriptors and preferences
reported are applicable only to these research beers and should
not be taken as representative of the specific barley varieties
and/or selections and their production environments.

Nonetheless, the research findings support the value of sen-
sory assessments of pilot and commercial-scale beers of poten-
tial and new varieties. While common practice in the final
stages of the variety recommendation and/or adoption proc-
esses, brewing and sensory assessment may also have value ear-
lier in the variety development pipeline. Sensory assessments
can continue to play an important role for defect elimination
and can be expanded to include discovery of new flavor oppor-
tunities. In the case of the WRC set, a variety with acceptable
malt and beer analytics was not favored by the sensory panels
while a variety with less favorable malt and beer analytics was
acceptable. In the case of the NP set, one potential variety could
be eliminated based on flavor as well as on poor malting and
brewing quality attributes. The remaining two selections were
not appreciably different in sensory profile from the reference
variety, which simplifies the variety selection process to deci-
sions based on agronomics, malting quality, and/or beer quality.

All measures and procedures used in this research have
value in guiding decisions regarding variety selection, but
none were directly predictive of another. For example, malt
analytics can guide maltster decisions on what barley vari-
eties are likely to produce consistent malt using existing
malting protocols in order to meet brewers’ expectations.
Additionally, while exploring the ability of hot steep malts
as an economical and efficient predictive tool for beer flavor
profiles, there were some attributes that were stable across
both beer and hot steep malt sensory analysis. Hot steep
malt sensory profiles were found to be more distinct than
those of their resulting beers. The current research provides
some insights into this relationship, but other experiments
are justified in order to define the basis of this relationship:
the hot steep malt sensory may provide a useful common
language for maltsters and brewers. Moreover, metabolomics

can provide insights into the chemical basis of specific sen-
sory descriptors and consumer preference. Distinct metabo-
lomic profiles were detected within and between germplasm
sets that were attributable to variety. Covariation of metabo-
lomic profiles and sensory attributes was identified in both
panels. These observations lead to the conclusion that the
variable metabolites observed among the two sets of barley
germplasms are a direct result of genetic differences that
lead to differential responses within the malting and brewing
processes. When metabolites are connected to genes, barley
breeders will have additional targets for selection in order to
meet target, or novel, beer flavor profiles. Until then, the
new knowledge generated by this research can be capitalized
upon by extending it to additional barley genotypes, differ-
ent malts of the same varieties, and different beer styles.

Acknowledgments

We thank the Pilot Plant and OSU Brewing Science Laboratory staff at
Oregon State University, Arnbjørn Stokholm for organizing the labora-
tory beer sensory panel, and the sensory panelists for their participa-
tion. We appreciate the assistance of Dr. Bill Thomas (James Hutton
Institute, Scotland) in pedigree analysis and pedigree figure prepar-
ation. We appreciate the thorough and critical reviews of the manu-
script provided by Campbell Morrissy and Margaret Halstead,
Department of Crop and Soil Science, Oregon State University.

Funding

Funding for this research was provided by the Western Rivers
Conservancy and Mecca Grade Estate Malt.

ORCID

S. Windes http://orcid.org/0000-0002-6315-7422
H. M. Bettenhausen http://orcid.org/0000-0002-7939-3366
S. Fisk http://orcid.org/0000-0002-1628-5587
A. L. Heuberger http://orcid.org/0000-0002-3569-5477
J. Lim http://orcid.org/0000-0002-1781-8912
S. H. Queisser http://orcid.org/0000-0002-9298-8604
T. H. Shellhammer http://orcid.org/0000-0002-4055-2366

Literature cited

[1] Herb, D.; Filichkin, T.; Fisk, S.; Helgerson, L.; Hayes, P.;
Benson, A.; Vega, V.; Carey, D.; Thiel, R.; Cistue, L.; et al. Malt
Modification and Its Effects on the Contributions of Barley
Genotype to Beer Flavor. J. Am. Soc. Brew. Chem. 2017, 75,
354–362. DOI: 10.1094/ASBCJ-2017-4976-01.

[2] Herb, D.; Filichkin, T.; Fisk, S.; Helgerson, L.; Hayes, P.;
Meints, B.; Jennings, R.; Monsour, R.; Tynan, S.; Vinkemeier,
K.; et al. Effects of Barley (Hordeum vulgare L.) Variety and
Growing Environment on Beer Flavor. J. Am. Soc. Brew. Chem.
2017, 75, 345–353. doi: 10.1094/ASBCJ-2017-4860-01.

[3] Bettenhausen, H. M.; Benson, A.; Fisk, S.; Herb, D.; Hernandez,
J.; Lim, J.; et al. Variation in Sensory Attributes and Volatile
Compounds in Beers Brewed from Genetically Distinct Malts:
An Integrated Sensory and Non-Targeted Metabolomics
Approach. J. Am. Soc. Brew. Chem. 2020, 78, 136–152. DOI:
10.1080/03610470.2019.1706037.

[4] Bettenhausen, H. M.; Barr, L.; Broeckling, C. D.; Chaparro, J. M.;
Holbrook, C.; Sedin, D.; Heuberger, A. L. Influence of Malt Source

24 S. WINDES ET AL.

https://doi.org/10.1094/ASBCJ-2017-4976-01
https://doi.org/10.1094/ASBCJ-2017-4860-01
https://doi.org/10.1080/03610470.2019.1706037


on Beer Chemistry, Flavor, and Flavor Stability. Food Res. Int.
2018, 113, 487–504. DOI: 10.1016/j.foodres.2018.07.024.

[5] Liscomb, C. 2016. The Hot Steep Sensory Method: A Rapid
and Standardized Sensory Evaluation Method for Malt Flavor.
World Brewing Congress.

[6] ASBC Methods of Analysis, online. Sensory Analysis 14. Hot
Steep Malt Sensory Evaluation Method. Approved 2017.
American Society of Brewing Chemists, St. Paul, MN, U.S.A.
DOI: 10.1094/ASBCMOA-Sensory.Analysis-14.

[7] Risvik, E.; McEwan, J.; Colwill, J.; Rogers, R.; Lyon, D.
Projective Mapping: A Tool for Sensory Analysis and
Consumer Research. Food Qual. Preference 1994, 5, 263–269.
doi: 10.1016/0950-3293(94)90051-5.

[8] Perrin, L.; Pages, J. Construction of a Product Space from the
Ultra-Flash Profiling Method: application to 10 Red Wines
from the Loire Valley. J. Sens. Stud. 2009, 24, 372–395. DOI:
10.1111/j.1745-459X.2009.00216.x.

[9] Smith, C. A.; Want, E. J.; O’Maille, G.; Abagyan, R.; Siuzdak, G.
XCMS: processing Mass Spectrometry Data for Metabolite
Profiling Using Nonlinear Peak Alignment, Matching, and
Identification. Anal. Chem. 2006, 78, 779–787. Epub 2006/02/
02. DOI: 10.1021/ac051437y.

[10] Broeckling, C. D.; Afsar, F. A.; Neumann, S.; Ben-Hur, A.;
Prenni, J. E. RAMClust: A Novel Feature Clustering Method
Enables Spectral-Matching-Based Annotation for Metabolomics
Data. Anal. Chem. 2014, 86, 6812–6817. Epub 2014/06/14. DOI:
10.1021/ac501530d.

[11] Broeckling, C. D.; Ganna, A.; Layer, M.; Brown, K.; Sutton, B.;
Ingelsson, E.; Peers, G.; Prenni, J. E. Enabling Efficient and
Confident Annotation of LC-MS Metabolomics Data through
MS1 Spectrum and Time Prediction. Anal. Chem. 2016, 88,
9226–9234. DOI: 10.1021/acs.analchem.6b02479.

[12] Tautenhahn, R.; Cho, K.; Uritboonthai, W.; Zhu, Z. J.; Patti,
G. J.; Siuzdak, G. An Accelerated Workflow for Untargeted
Metabolomics Using the METLIN Database. Nat. Biotechnol.
2012, 30, 826–828. DOI: 10.1038/nbt.2348. PubMed PMID:
WOS:000308705700012.

[13] Hummel, J.; Strehmel, N.; B€olling, C.; Schmidt, S.; Walther, D.;
Kopka, J. 2013. Mass Spectral Search and Analysis Using the Golm
Metabolome Database. The Handbook of Plant Metabolomics:
Wiley-VCH Verlag GmbH & Co. KGaA; pp 321–343.

[14] Tsugawa, H.; Kind, T.; Nakabayashi, R.; Yukihira, D.; Tanaka, W.;
Cajka, T.; Saito, K.; Fiehn, O.; Arita, M. Hydrogen Rearrangement
Rules: Computational MS/MS Fragmentation and Structure
Elucidation Using MS-FINDER Software. Anal. Chem. 2016, 88,
7946–7958. DOI: 10.1021/acs.analchem.6b00770.

[15] Lai, Z.; Tsugawa, H.; Wohlgemuth, G.; Mehta, S.; Mueller, M.;
Zheng, Y.; Ogiwara, A.; Meissen, J.; Showalter, M.; Takeuchi,
K.; et al. Identifying Metabolites by Integrating Metabolome
Databases with Mass Spectrometry Cheminformatics. Nat.
Methods. 2018, 15, 53–56. DOI: 10.1038/nmeth.4512.

[16] Wishart, D. S.; Jewison, T.; Guo, A. C.; Wilson, M.; Knox, C.;
Liu, Y.; Djoumbou, Y.; Mandal, R.; Aziat, F.; Dong, E.; et al.
HMDB 3.0-The Human Metabolome Database in 2013. Nucleic
Acids Res. 2013, 41, D801–D807. DOI: 10.1093/nar/gks1065.

[17] FooDB. 2017. FooDB Version 1.0. http://foodb.ca/compounds.
[18] Lisec, J. 2017. Package "InterpretMSSpectrum". Interpreting

High Resolution Mass Spectra 2017.
[19] Djoumbou Feunang, Y.; Eisner, R.; Knox, C.; Chepelev, L.;

Hastings, J.; Owen, G.; Fahy, E.; Steinbeck, C.; Subramanian, S.;
Bolton, E.; et al. ClassyFire: automated Chemical Classification
with a Comprehensive, Computable Taxonomy. J. Cheminform.
2016, 8, 61. DOI: 10.1186/s13321-016-0174-y.

[20] Biotech, S. S. User Guide to SIMCA 2017, 15, 2017.
[21] Zar, J. H. Significance Testing of the Spearman Rank

Correlation Coefficient. J. Am. Stat. Assoc. 1972, 67, 578–580.
DOI: 10.1080/01621459.1972.10481251.

[22] Roth, M.; Meiringer, M.; Kollmannsberger, H.; Zarnkow, M.;
Jekle, M.; Becker, T. Characterization of Key Aroma

Compounds in Distiller’s Grains from Wheat as a Basis for
Utilization in the Food industry. J. Agric. Food Chem. 2014, 62,
10873–10880. DOI: 10.1021/jf503281x.

[23] Chambers, E.; Koppel, K. Associations of Volatile Compounds
with Sensory Aroma and Flavor: The Complex Nature of Flavor.
Molecules 2013, 18, 4887–4905. DOI: 10.3390/molecules18054887.

[24] Beal, A. D.; Mottram, D. S. Compounds Contributing to the
Characteristic Aroma of Malted Barley. J. Agric. Food Chem.
1994, 42, 2880–2884. DOI: 10.1021/jf00048a043.

[25] Yan, X. F.; Xu, S. Y.; Xu, Y. H.; Zhu, J. Genetic Investigation of
Contributions of Embryo and Endosperm Genes to Malt
Kolbach Index, Alpha-Amylase Activity and Wort Nitrogen
Content in Barley. Theor. Appl. Genet. 1998, 96, 709–715. DOI:
10.1007/s001220050792..

[26] Dornbusch, H. 2012. Hana (Barley). In G. Oliver (Ed.), The Oxford
Companion to Beer. Oxford University Press, pp. 419–420.

[27] Horne, F. R. Development of New Varieties of Malting Barley.
J. Inst. Brew. 1952, 58, 185–188. doi.org/10.1002/j.2050-
0416.1952.tb02674.x

[28] Blake, T. 2012. Klages (Barley). In G. Oliver (Ed.), The Oxford
Companion to Beer. Oxford University Press, pp. 517–518.

[29] Mallet, J. 2014. Malt: A Practical Guide from Field to
Brewhouse. Boulder, Colorado, Brewers Publications.

[30] Lewis, M. J.; Young, T. W. 2012. Brewing. 2nd ed. Springer
Science & Business Media. New York, New York, Aspen
Publishers, Inc.

[31] Coghe, S.; Martens, E.; D’Hollander, H.; Dirinck, P. J.; Delvaux,
F. R. Sensory and Instrumental Flavour Analysis of Wort
Brewed with Dark Specialty Malts. J. Inst. Brew. 2004, 110,
94–103. DOI: 10.1002/j.2050-0416.2004.tb00188.x.

[32] Evans, D. E.; Goldsmith, M.; Dambergs, R.; Nischwitz, R. A
Comprehensive Revaluation of Small-Scale Congress Mash
Protocol Parameters for Determining Extract and
Fermentability. J. Am. Soc. Brew. Chem. 2011, 69, 13–27. DOI:
10.1094/ASBCJ-2011-0111-01.

[33] Kishimoto, T.; Wanikawa, A.; Kono, K.; Shibata, K.
Comparison of the Odor-active Compounds in Unhopped Beer
and Beers Hopped with Different Hop Varieties. J. Agric. Food
Chem. 2006, 54, 8855–8886. DOI: 10.1021/jf061342c..

[34] Verstrepen, K. J.; Derdelinckx, G.; Dufour, J.-P.; Winderickx, J.;
Thevelein, J. M.; Pretorius, I. S.; Delvaux, F. R. Flavor Active
Esters: adding Fruitiness to Beer. J. Biosci. Bioeng. 2003, 96,
110–118. DOI: 10.1016/S1389-1723(03)90112-5.

[35] Saerens, S. M.; Delvaux, F. R.; Verstrepen, K. J.; Thevelein,
J. M. Production and Biological Function of Volatile Esters in
Saccharomyces cerevisiae. Microb. Biotechnol. 2010, 3, 165–177.
DOI: 10.1111/j.1751-7915.2009.00106.x.

[36] Thurston, P. A.; Quain, D. E.; Tubb, R. S. Lipid Metabolism
and the Regulation of Volatile Ester Synthesis in Saccharomyces
cerevisiae. J. Inst. Brew. 1982, 88, 90–94. DOI: 10.1002/j.2050-
0416.1982.tb04078.x.

[37] Nursten, H. E. The Maillard Reaction. Cambridge: Royal Soc
Chemistry; 2007, 1–214.

[38] Heuberger, A. L.; Broeckling, C. D.; Sedin, D.; Holbrook, C.; Barr,
L.; Kirkpatrick, K.; Prenni, J. E. Evaluation of Non-Volatile
Metabolites in Beer Stored at High Temperature and Utility as an
Accelerated Method to Predict Flavour Stability. Food Chem. 2016,
200, 301–307. DOI: 10.1016/j.foodchem.2016.01.022.

[39] Vanderhaegen, B.; Delvaux, F.; Daenen, L.; Verachtert, H.; Delvaux,
F. R. Aging Characteristics of Different Beer Types. Food Chem.
2007, 103, 404–412. DOI: 10.1016/j.foodchem.2006.07.062.

[40] Vanderhaegen, B.; Delvaux, F.; Daenen, L.; Verachtert, H.;
Delvaux, F. R. The Chemistry of Beer Aging – a Critical
Review. Food Chem. 2006, 95, 357–381. DOI: 10.1016/j.food-
chem.2005.01.006..

[41] Olaniran, A. O.; Hiralal, L.; Mokoena, M. P.; Pillay, B. Flavour-
Active Volatile Compounds in Beer: production, Regulation and
Control. J. Inst. Brew. 2017, 123, 13–23. DOI: 10.1002/jib.389..

JOURNAL OF THE AMERICAN SOCIETY OF BREWING CHEMISTS 25

https://doi.org/10.1016/j.foodres.2018.07.024
https://doi.org/10.1094/ASBCMOA-Sensory
https://doi.org/10.1016/0950-32939490051-5.
https://doi.org/10.1111/j.1745-459X.2009.00216.x
https://doi.org/10.1021/ac051437y
https://doi.org/10.1021/ac501530d
https://doi.org/10.1021/acs.analchem.6b02479
https://doi.org/10.1038/nbt.2348
https://doi.org/10.1021/acs.analchem.6b00770
https://doi.org/10.1038/nmeth.4512
https://doi.org/10.1093/nar/gks1065
http://foodb.ca/compounds
https://doi.org/10.1186/s13321-016-0174-y
https://doi.org/10.1080/01621459.1972.10481251
https://doi.org/10.1021/jf503281x
https://doi.org/10.3390/molecules18054887
https://doi.org/10.1021/jf00048a043
https://doi.org/10.1007/s001220050792.
https://doi.org/10.1002/j.2050-0416.2004.tb00188.x
https://doi.org/10.1094/ASBCJ-2011-0111-01
https://doi.org/10.1021/jf061342c.
https://doi.org/10.1016/S1389-17230390112-5
https://doi.org/10.1111/j.1751-7915.2009.00106.x
https://doi.org/10.1002/j.2050-0416.1982.tb04078.x
https://doi.org/10.1002/j.2050-0416.1982.tb04078.x
https://doi.org/10.1016/j.foodchem.2016.01.022
https://doi.org/10.1016/j.foodchem.2006.07.062
https://doi.org/10.1016/j.foodchem.2005.01.006.
https://doi.org/10.1016/j.foodchem.2005.01.006.
https://doi.org/10.1002/jib.389.

	Abstract
	Introduction
	Materials and methods
	Plant material
	Malting and malt quality
	Brewing
	Beer sensory
	Hot steep malt sensory
	Sensory data analysis
	Detection of the metabolome in beer
	Statistics (metabolomics)

	Results
	Barley, malting quality, and beer quality associated with barley genetics
	Sensory characteristics for malt hot steeps
	Beer sensory – consumer panel
	Beer sensory – laboratory panel
	Metabolomics
	Metabolite variation among beers within the WRC and NP sets

	OPLS modeling
	Other trends among chemical classes
	Metabolomics: considering both sets of beers


	Discussion
	Barley, malting quality, and beyond
	Sensory attributes of malt hot steeps and beer, and their relationships
	Hot steep malt sensory
	Laboratory beer sensory
	Comparing beer and hot steep malt sensory
	Comparing consumer and laboratory beer sensory

	Beer metabolomics: connecting chemistry with sensory analysis and analytics
	Metabolomics and sensory
	Metabolomics, malting quality, and beer analytics


	Conclusions
	Acknowledgments
	Funding
	Orcid
	Literature cited


