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Abstract

This study examined acquired liking of flavour gnefnces through flavour-flavour
and flavour-calorie learning under hungry or satedditions in a naturalistic setting.
Each participant consumed one of three versioresstest drink at home either before
lunch or after lunch: minimally sweetened (CONTROB% sucrose, 40kcal),
artificially sweetened (3% sucrose 40kcal plusfiaréil sweeteners ASPARTAME)
and sucrose-sweetened (SUCROSE: 9.9% sugar, 132Hd¢e test drink was an
uncarbonated Peach flavoured iced tea serveduaigsdentical drink cans (330ml).
Participants preselected as “sweet likers” evatliatee minimally sweetened
flavoured drink (conditioned stimulus, CS) in themge state (hungry or sated) in
which they consumed the test drink at home. Ovgetikiihg for the CS flavour
increased in participants who consumed the SUCRA@®I, however, this increase
in liking was significantly larger when tested atwhined hungry than sated,
consistent with a flavour-nutrient model. Overalireases in pleasantness for the CS
flavour in participants who consumed the SUCROSkkdwhen sated or the
ASPARTAME drink independent of hunger state, suggdmt flavour-flavour
learning also occurred. These results are disdusdeht of current learning models

of flavour preference.

Keywords: flavour-calorie learning, flavour-flavolearning, post-ingestive effect,

nutritional need, home-consumer trial



Introduction

Food preferences are influenced by physiologicatofs which determine hunger,
satiety and satiation, and by a biological learnmgchanism which supports the
acquisition of food likes and dislikes. Two modéatsplicated in acquisition of

flavour liking suggest that flavours can act asdtboned stimuli (CS) which can then
be associated with biologically relevant events c@nditioned stimuli: UCS)

following the experience of the flavour (Yeoman@0@; Zellner, 1991). According to
the Pavlovian conditioning model, both flavour-caadearning (FCL) and flavour-

nutrient learning are based on associations betvleerflavour and beneficial or
aversive post-ingestive consequences, with the cmsmon beneficial effect being
the delivery of energy (see Sclafani, 2001) whidgvdur-flavour evaluative learning
(FFL) is based on associations between a noveraleflavour (CS) and a second
flavour or flavour element which is already liked disliked (see De Houwest al.,

2001; Yeomans, 2006 for a review).

Of particular interest at present is the role &inly for sweet-flavoured
drinks since over-consumption of sugar-sweetendtd dsomks has been associated
with an unhealthy diet and weight gain (e.g., Al@tal., 2006; Berkey et al., 2004).
However, sweet drinks can either contain energyravkige sweetener is a sugar such
as sucrose, or be energy free where drinks arfeciity sweetened. Liking for the
flavour of both sugar-sweetened or artificially stened drinks could develop
through FFL since in general we express likingdaeet tastes (Steineral., 2001),
but in addition liking for sugar-sweetened drinkayndevelop through FCL. Gaining
a clearer understanding of how FFL or FCL undeatiquired liking for sweetened

drinks is thus important, and was the overall afrthe present study.



The clearest evidence that energy can reinforcegesin flavour preferences
comes from animal studies, where neutral flavoues selectively paired with the
post-ingestive delivery of energy (see Booth, 197&paldi, 1992; Myerst al., 2005;
Sclafani, 1999, 2001). In the most sensitive desigats are given ad libitum access
to two flavoured non-nutritive solutions. Consumptof one solution (the positive
flavour cue, or CS+ in Pavlovian conditioning teynasitomatically leads to intra-
gastric infusion of an energy-bearing liquid. Ilontrast, consumption of the
alternative flavour leads to intra-gastric infusiohwater. The outcome of these
discrimination learning studies was a profound dndable preference for the CS+
over the CS-. This was true with a large numbeergrgy-containing reinforcers:
sucrose (Sclafani, 2002), glucose (Myers & Sclaf@2f0la, b), starch (Elizalde &
Sclafani, 1988; Sclafani & Nissenbaum, 1988), fatscas & Sclafani, 1989) and
alcohol (Ackroff & Sclafani, 2001; Ackroff & Sclafe, 2002; Ackroff & Sclafani,
2003). Booth (Booth & Davis, 1973; Booth, 1977)aded that rats learned to prefer
flavours paired with an energy-rich food when hynigut switched their preference
to flavours associated with a low-energy food wkated. These accumulating data
strongly suggest that energy is a powerful reirdorof food preferences in these
highly controlled laboratory studies with animalsem food deprived. Moreover, in a
recent study Yiin and colleagues have suggestddfdbd deprivation enhances the
expression but not acquisition of flavour prefeesigonditioning in rats (Yiin et al.,

2005).

Despite assertions from animal studies that FCprabably critical to the
development of preference for high caloric foodsecific evidence of equivalent

changes in flavour preference in controlled huntadiss is surprisingly weak, with



relatively few studies reporting reliable increasedlavour preference in humans
based on associations between flavours and nugri@runstrom, 2005). There is
however evidence that children develop a preferdoc@igh-energy (carbohydrate)
containing drinks relative to low-energy drinks @i et al., 1990) and for high-fat
paired flavours over low-energy low-fat flavourelidisonet al., 1991; Kernet al.,
1993). In adults, the clearest evidence for nottrelated preferences were in a study
where two distinctly flavoured foods, one low andeohigh in protein, were
consumed after a low-protein breakfast. Underdlmmditions a preference for the
flavour associated with high-protein emerged, watkpression of this preference
acutely sensitive to the current level of proteapavation (Gibsoret al., 1995). This
followed up on an earlier study, where preferemedtie flavour of a soup with added
starch increased relative to a soup with no stgyobvided participants were hungry
when the soup was consumed (Boethal., 1982). In a later study, Booth et al.
(1994) found that preference for a high-energy hbrué flavoured yoghurt increased
when the hungry-trained group were tested hungtynbtiwhen full, with no change
in appetite for the low-energy flavour. This inased liking for the high-energy
novel yoghurt consumed in a state of high-energyirement (hunger) has recently

been repeated in both laboratory and real worlihggst (Appleton et al., 2006).

An important element in our understanding of FCLh@wv acquired liking
relates to the current nutritional need of the comsr. The idea that the current
physiological needs of consumers for energy (hustgte) influences their hedonic
evaluation of a product makes intuitive sense. iRetance, acquired liking for a
flavour which predicts that a food (or a drink) hasigh energy content would be

appropriate when the consumer was hungry. For pbeanBirch and colleagues



(Birch et al., 1990) reported children who acquired a prefezefioc a flavour paired
with energy when hungry, expressed a lower preterdor the energy-paired flavour
when sated. Similar state-dependence learningseas in acquired preference for
protein-paired flavours (Gibson et al.,, 1995). Fhexpression of flavour-liking
acquired through FCL appears sensitive to hungee-sin humans, and similar
findings have been reported in some animal studiswever, it should be noted that
not all research findings support state-dependgmtession of flavour preferences in
FCL. For example, Gibson and Wardle (2001) fourat hungry-trained participants
increased intake of novel fruit snack bars whenetesfull, not hungry. The
researchers suggested that the hungry-trained gleanned that the bars lacked
strong satiation, thus allowing greater intake whéh This late-meal preference for
low-energy foods has been called “conditioned daan” as opposed to learned
end-of-meal rejection of rich food termed as “coiotied satiety” (Booth, 1972,

1985).

One of the relevant methodological issues in exrpemtal studies of
conditioned flavour preferences is that the tasté palatability of a UCS can be
confounded with its post-ingestive (nutrient) pndj@s making it difficult to
distinguish between FFL and FCL. Although theserang processes may operate
independently of one another (Capaldi, 1992; My&rddall, 1998; Warwick &
Weingarten, 1994), in a typical ingestive behavjduoth may occur simultaneously.
For example, flavour cues present in a food orkdrimay become associated with
other already liked or disliked flavours as wellwaish the post-ingestive effects of
nutrients. One method to overcome this potentrablem is to contrast between

groups the degree of hedonic change for a flav@8+) paired with a sweet and



nutritive UCS (e.g., carbohydrate), relative to Hane flavour CS+ paired with an
artificially sweetened drink that is non-nutriti¢e.g., aspartame or saccharin), and a
control (CS-) condition with neither sweetnessmergy. This approach was adopted

here.

This study contrasted acquired liking for flavourgdinks developed either
through a combination of FFL and FCL (by increassmggetness by the addition of
sucrose) or FFL alone (by addition of artificialemteners). To assess the importance
of current nutritional need on acquired liking fure flavours of these drinks,
consumers were instructed to drink these produitterebefore lunch when we
assumed they were in a state of physiological heednergy (hunger state) and after
lunch when we assumed they were not in the samsiglbgical condition (sated
state). A common criticism of laboratory-basedists is that they often provide poor
models of real-life behaviour (e.g., Meiseln®ral., 2000), and so allowing drinks to
be consumed at home made the study more relevamtatdife experience, in line
with a recent study of flavour-caffeine learning onr laboratory (Mobiniet al.,
2005). Thus the main aim of the study was to eranthe acquisition of flavour
pleasantness through FFL and FCL under either huogesated conditions in a

naturalistic setting.

Based on the previous findings reviewed above, wedipted that sated
participants would develop similar liking for thiafour of both sucrose-sweetened
and artificially sweetened drinks, since both therese and artificially sweetened
drinks should support FFL and the energy in sucresald be less relevant. In

contrast, when trained in a hungry state FCL waél dfmore relevant, and so the



acquired liking for the sucrose-sweetened drinkukhde stronger than that for the
artificially sweetened drink regardless of hungeates or for the sucrose-sweetened

drink experienced when sated.

A critical assumption in the present study is #aéet taste alone is sufficient
to promote FFL in humans. However, attempts to alestrate increased liking or
preference for flavours and food-related odourseghwith sweet tastes have had
mixed results, with some studies reporting incrddgeng (Yeomanset al., 2006;
Zellneret al., 1983), but the majority reporting no changesking (Baeyenst al.,
1990; Stevensost al., 1998; Stevensod al., 2000; Stevensod al., 1995). Recent
studies in this laboratory provided insights inte tause of these discrepant results
(Yeomans & Mobini, 2006; Yeomans et al., 2006)is kvell known that people vary
in the degree to which they rate sweet tastesessaht, with an apparent distinction
between people who can be characterised as sweet And sweet dislikers (Lo@y
al., 1992; Looy & Weingarten, 1991). Studies whichefd to find evidence of FFL
by pairing sweet tastes with flavours or odours it ensure that their participants
found the sweet taste a pleasant experience. \jhditipants were pre-selected
based on screening sweet taste, subsequent exgerdénflavours with the liked
sweet taste reliably resulted in increased fladikimg through FFL (Yeomans &
Mobini, 2006; Yeomansgt al., 2006). Therefore, to ensure that FFL reinforbgd
sweet tastes was possible in the present studadepted the same approach of pre-

selecting sweet likers.



M ethods

Design

Using a between subjects design, we tested theedeigr which appetitive state
(hungry or sated) affected the acquisition of likifor a novel flavoured drink

associated with two sorts of reinforcers: sweetetaw nutritional consequence.
Participants consumed one of three versions of \&eldtavoured drink: a sugar-

sweetened high-caloric drink, an artificially sweetd low-caloric version or a

minimally-sweetened low-caloric drink as controlinlt In each of these three
conditions, the test drink was consumed either huagry (Before-Lunch) or sated

(After-Lunch) state giving six conditions in totaEach participant consumed four
servings of their assigned drink under naturalisboditions at home. To assess
change in liking for the drink flavour, all parfents attended two laboratory-based
test sessions, one before (pre-training) and oner gpost-training) the home

consumption trials, where they made hedonic ands@gnevaluations of the

minimally-sweetened (CONTROL) flavoured drink. Fhesvaluations were made in

the same nutritional need state (hungry or satethethome consumption trials.

Participants

A total of 72 volunteers were recruited from a 8ate of students and staff at the
University of Sussex who had previously shown aergst in studies relating to

eating and drinking. The experiment was advertsged study of “the perceptual

properties of common drinks consumed at home”, resgondents were required to
attend for an initial screening session to ensueg tvere sweet likers (details below).

Volunteers who were taking medication or had folbergies did not take part in this



study. Participants were the first 60 people to tmée study criteria (Mean
age=23.52, SD=6.42), 42 women and 18 men. A furtBepeople failed the initial
screening test. Participants were allocated rahddémone of the six groups. This
randomisation produced no significant mismatch ge ar gender between groups.
However, the number of female participants was érighan males in all six groups.
The protocol was approved by the University of 8xs&thics Committee, and the
experiment was conducted according to the ethit@ahdards laid down in the

Declaration of Helsinki 1964.

Taste screening.

At the screening session, potential participantduated the taste of two samples of
10% sucrose solutions and two samples of still wéte pleasantness, sourness,
sweetness, bitterness and saltiness attributeg d§id-mm line scales end-anchored
with “Very unpleasant” scored 0 and “Very pleasastbred 100 for the rating of
flavour pleasantness, and “Not at all” scored 0 dextremely” scored 100 for the
other taste attribute ratings with the label fog timension to be evaluated written
above the centre of each line. Solutions weregmtesl as 20 ml servings in 50ml
glasses, and participants were required to ringe&r tmouth with water between
solutions. In order to ensure that participantsewsweet likers, both sucrose

solutions had to be rated at least 55pt on thesplgaess scale.

Test drink
The test drink was an uncarbonated Peach flavoioed tea served in visually
identical drink cans (330ml). This drink was sé&deicfrom a number of fruit drinks

evaluated by a group of untrained volunteers (n=40) did not participate in the

10



main study. The test flavour was chosen since g vded as neither too unpleasant
nor too pleasant (between 40-65pt on 100pt linéesta@nd relatively novel flavour (
> 55pt). The test drink was produced in three waisi minimally sweetened
(CONTROL: 3% sucrose, 40kcal), sucrose-sweeten®&CRBOSE: 9.9% sucrose,
132kcal), and artificially sweetened (3% sucros&cd0 plus artificial sweeteners
ASPARTAME). Attempts were made to match this ladenk in sweetness with
sucrose-sweetened drink. The closest match waswaxhby adding 0.01% aspartame
and 0.007% Acesulphame-K to the minimally sweetethaak. Table 1 shows the
initial ratings for the test drink. These test dankere produced specifically for the

study by Unilever Research, Colworth, UK.

Procedure

All participants were invited to attend two tesssens, separated by an eight-day
period, with testing completed either between 11@@kd 1200h for before-lunch

groups or between 1330h and 1430h for after-lunabugs depending upon the

condition on which the participant had been presipassigned to. The before- and
after-lunch test sessions took place in small dabién the Ingestive Behaviour

Laboratory at the University of Sussex. Partictpamere instructed to refrain from

eating and drinking other than water 1 h beforemaling these sessions. In after-

lunch groups, participants were asked to eat lUnkctbefore the testing sessions.

On arrival at the pre-training on day 1, particifzanere given a hunger rating
sheet and asked to rate their ‘*hunger’, ‘fullnemsd ‘thirsty’ states on 100-mm lines
scales anchored with “Not at all” scored 0 and fEmtely” scored 100 with the label

for the dimension to be evaluated written above déetre of each line. At each

11



testing session, participants were required toigeoa saliva sample which they were
told would allow verification of the restriction aating and drinking prior to testing:
this was a ruse to ensure compliance and samples wo¢ tested. They were then
presented with 50ml of the minimally sweetened (J®ML) drink and asked to
take a sip of the drink and then evaluate it fovélty, Pleasantness, Sweetness,
Sourness, Bitterness using 100-mm line scales podeaed with “Very unpleasant”
scored 0 and “Very pleasant” scored 100 for thaengadf pleasantness, and “Not at
all” scored 0 and “Extremely” scored 100 for thaeatattribute ratings with the label
for the dimension to be evaluated written aboveddetre of each line. The same

procedure was repeated at the post-training session

Following completion of the pre-training, particiga were provided with four
cans of the relevant drink (SUCROSE, ASPARTAME dMNTROL) along with
four hunger rating sheets, four tubes for salivaang, and also written instructions
about how and when they had to consume the drinkerae. They were instructed
to keep the drinks in a refrigerator and consungewhole can of the drink at the
same time on four non-consecutive days, with tleeetime of consumption arranged
with each participant to match the study requireimienParticipants in the before-
lunch groups were instructed to refrain from eatngl drinking other than water for
the hour before and after consuming the drink, ttndonsume the drink one hour
before they had lunch. Participants in the afteich groups were instructed to
refrain from drinking other than water for the hd@fore having lunch, then consume
the drink, and refrain from eating and drinking #ofurther hour. Participants were
instructed to rate their hunger state before copsiam of each home-consumer drink

followed by spitting into the tube for saliva saimgl again to encourage compliance.

12



Following completion of the four home-consumptionals, participants
returned for the post-training evaluation of th&t @rink. On the completion of post-
testing, they were asked an open-ended questiacenang the purpose of the study.

They then were fully debriefed and paid for thertgipation in the study.

Data Analysis

Pleasantness and sweetness ratings at the prepamtdraining evaluations were
contrasted between groups using 3-way ANOVA, withet of rating (pre or post
training) as a within-subjects factor, whetherrteal hungry or sated and which drink
was consumed (SUCROSE, ASPARTAME or CONTROL) asweeh-subjects
factors. Since we predicted significantly greatereases in the pleasantness of the
drink trained with ASPARTAME than CONTROL and SUCEBDB than CONTROL,
planned contrasts were made between these ratngsth the hungry and sated

conditions.

Ratings of the sweetness and pleasantness of theamples of 10% sucrose
used in screening were contrasted between grougssiare the groups were matched
in their evaluation of the trained level of swesathe Participants’ hunger ratings were
analysed by 3-way ANOVA with the time of rating €ptraining, four training trials
and post-training) as a within subjects factor, damstate (tested before- or after-
lunch) and drink to be consumed during trainingoasveen-subjects factors. This
analysis tested the success of the hunger manigruland confirmed that drinks were

consumed in the correct state during the home copsan trials.
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Results

Drink evaluations before and after home consumption

The rated pleasantness of the test drink flavouiesiairom before to after training
depending on which version was consumed duringhibvde consumption phase
(Table 2), whether these drinks were consumed eeafoafter lunch and the time of
evaluation (pre or post- training: 3-way interantie(2,54) = 3.29, p<0.05). In order
to identify the nature of this interaction, furthanalyses treated the data as six
independent groups. Analysis of ratings at priimg revealed no significant
differences between groups at baseline, and coeslyunve calculated changes in
pleasantness post-training in order to determireetfects of training on pleasantness
evaluations (Figure 1). These changes varied depgme both the trained drink and

hunger state F(2,54) = 3.47, p<0.05.

For participants who had consumed the same minyrsaleetened drink that
they were tested with (CONTROL), there was a sigaift decrease in pleasantness
rating under hunger state t(19) = 2.81, p<0.05.ar@es in flavour pleasantness in
group APARTAME, who were predicted to increasenigithrough FFL, were also
unaffected by hunger state, t(19) = 1.56, NS, &ildverall change in pleasantness
was significantly greater than in the CONTROL caiodi F(1,36) = 9.70, p<0.005.
However, in the group who had consumed the drinth veidded SUCROSE, the
change in pleasantness was affected by hunger Btaig8) = 5.22, p<0.05, with a
larger increase in pleasantness in the group ttaamel tested before lunch (26 + 8)

than in the group trained and tested sated (10 } 1Botably the change in

14



pleasantness for participants trained with ASPARTAKNd with SUCROSE after-
lunch were similar, but pleasantness increased nmoréhe group trained with

SUCROSE before-lunch.

Interpretation of the changes in drink pleasantpess-training relied on the
six groups being matched in terms of their liking $weetness. This was tested using
the ratings from the screening session with twopdasnof 10% sucrose (Table 3).
Analysis of variance revealed no significant diéfieces between groups in sucrose
pleasantnes$=0.30, p=0.91 or sweetness ratings=0.65, p=0.66, and consistent

ratings across the two evaluations.

Analysis of the rated sweetness of the drinks daipgnon time of rating (pre
or post-training), hunger state and training coaditrevealed no significant
interaction effects F < 1 (Table 4), however, ¢hevas a trend for increased
sweetness of the CS in the SUCROSE and ASPARTAMiay, independent of

hunger state.

Hunger ratings

Hunger was measured at the pre-training, four hoomsumer trials, and post-
training sessions in the six groups (Figure 2). CABA across the six sessions with
hunger condition (before- or after lunch sessiondl ghe drink which they were
trained with as factors revealed, as expectedge laverall effect of hunger condition
F(1,54) = 74.66, p<0.001, with high ratings befmnech (54.8) and low ratings after-
lunch (25.7). These data also confirm that paodiots complied with the home

consumption instructions, since the ratings omingi days were made outside of the

15



laboratory, but these ratings did not differ cotesily from those at the two

laboratory sessions.

Discussion

The main findings of this home-consumer study wépeliking for the target drink

(CS) flavour tested in a minimally sweetened fotire (CS) increased more in the
SUCROSE group when trained and tested in a hurtgitg $han when trained and
tested sated; 2) liking for the CS flavour increaséghtly in participants who had
consumed the artificially-sweetened (ASPARTAME) sien during training

regardless of whether the drink was consumed whegty or sated; 3) liking for the
CS flavour alone decreased when consumed repeasediyesting either that the
drink had a mildly aversive flavour or that thereresr monotony effects in that group;
4) there was a trend for increased sweetnessdaC $flavour in both SUCROSE and

ASPARTAME groups, independent of hunger state.

The findings that liking for the CS flavour incredsmore when participants
consumed the SUCROSE drink in a hungry compareshtied state suggest that this
increased liking was due to the nutritional (pagastive) effects of the drink. This is
consistent with the FCL model which, based on ao@ative learning explanation,
predicts the response to a CS flavour to be altbyealssociation between the flavour
and the positive (or negative) consequences oftigye (Booth, 1985; Zellner, 1991;
Capaldi, 1992; Sclafani, 1999). FCL provides amials framework through which
to explain this acquired liking: the specific flawrocof the drink becomes contingently
associated with the positive post-ingestive effeftthe drink. Some of the clearest

evidence for flavour preference based on FCL cofmes studies using caffeine as

16



the consequence in human laboratory studies (Risbaet al., 1996; Rogerst al.,
1995; Tinleyet al., 2004; Yeomanst al., 1998). These caffeine-based FCL studies
have shown that moderate caffeine users who consunwel-flavoured drink with
caffeine (CS+) under caffeine deprived conditionseneral days develop liking for
the caffeine-paired flavour (Tinley et al., 200&0manst al., 2000; Yeomanst al.,
2001; Yeomanst al., 1998). More recently, we found that flavouiirig conditioned
by post-ingestive effect of caffeine can be foumdler more naturalistic conditions
than in the laboratory (Mobirgt al., 2005). Consistent with these findings, most
recently Appleton et al. (2006) have found thanlis for flavours can be conditioned
in the real world as part of every day life as wadl in the laboratory. Thus both
caffeine-reinforced and energy-reinforced FCL can dzquired under naturalistic
conditions, adding to the evidence suggesting Flaigpan important role in flavour-

preference development.

The slight increased pleasantness of the CS flawouparticipants who
consumed the artificially-sweetened (ASPARTAME) sien both when sated and
hungry, and the SUCROSE sweetened drink when seéedbe interpreted in terms
of FFL reinforced by drink sweetness. Previouslyidence for increased flavour-
liking for FFL reinforced by sweetness in humans been patchy, as discussed in the
introduction. The present data provide furtherdeuce that FFL can occur with
sweet tastes for people who express a liking foeetwikers. These data are also
consistent with animal studies suggesting thatoflaspreferences acquired through
FFL are not modified by hunger state (Capaddal., 1994; Fedorchak & Bolles,
1987). However, a recent study in our laboratayntl evidence that expression of

acquired liking for a flavour acquired through odsweetness associations was

17



sensitive to hunger state (Yeomans & Mobini, 2006he difference between that
and the present study was that here participants alays tested in the trained state,
whereas in Yeomans and Mobini (2006), participavese trained hungry and tested
hungry or sated. Thus although the current stodyd equivalent increases in liking
for the flavour CS paired with ASPARTAME when trath and tested hungry or
sated, the expression of this acquired liking magy\f tested in a different state to

that used in training.

Furthermore, the decreased liking for the CS dimkhe CONTROL group
can be explained based on FFL. As the participaste sweet likers based on their
ratings of 10% sucrose, exposure to 3% sucroskeerCS flavour may have been an
aversive experience for these sweet likers, coresgtyuresulting in the development

of a conditioned dislike for the control drink flawr.

In summary, the findings of this study suggest thath FCL and FFL
processes are important for flavour preference Idpweent with preference
acquisition through FCL dependent on hunger state study also demonstrated that

these acquired preferences occur under naturadistiditions.
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