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. Coffee is one of the most popular beverages worldwide and, nowadays, one of the most practical
. way for its preparation is by prepacked capsules. The aim of this study was comparing the content in
. caffeine, trigonelline, N-methylpyridinium (NMP), niacin, and chlorogenic acids of 65 different capsule-
. brewed coffees, commercialised by 5 of the most representative brands in Italy. Coffees were prepared
. from capsules following manufacturer’s instructions and analysed with an optimized UHPLC-MS/
© MS method able to assess all these phytochemicals in one single run. Inter-lot and capsule variability
. were also studied for a subset of coffee capsules. Except for decaffeinated coffees, caffeine amount
accounted between 54 and 208 mg/serving. Regular espresso coffees showed higher trigonelline, NMP,
and niacin concentrations than large (lungo) and decaffeinated samples, with average serving amounts
of 17.96, 1.78, and 0.66 mg, respectively. Regarding chlorogenic acids, caffeoylquinic acids were the
most relevant ones (20-117 mg/serving). Feruloylquinic acids were quantified between 8 and 50 mg/
serving. Coumaroylquinic acids, hydroxycinnamate dimers, caffeoylshikimic acids, and caffeoylquinic
lactones were also present at lower concentrations. Multivariate analysis provided comprehensive
information on the phytochemical profile of the different types of coffee, showing a great variability
among coffees with some brand-related insights. This study supports the need for accurately
characterizing espresso coffees while investigating the beneficial effects of coffee on human health.

Coffee is one of the most consumed beverages in the world, prepared from the roasted seeds of Coffea plant cul-
. tivars'. The two main botanical species used for the production of coffee are Coffea arabica and Coffea canephora
: var. Robusta, which differ between them for the higher sucrose, lipid, and trigonelline contents of the former
* with respect to the latter, which in turn shows higher levels caffeine and chlorogenic acids (CGAs)?. However,
- the roasting process, besides modifying the volatile profile, deeply alters the chemical composition of the beans,
. increasing the production of melanoidins, main contributors of colour and flavour, at the expense of sucrose,
aminoacids and CGAs?.
Several epidemiological and intervention studies confirmed that the consumption of three to six cups of coffee
may have beneficial effects on cardiovascular diseases and diabetes mellitus, decreasing blood pressure, inflamma-
© tory markers and blood cholesterol*-S. These effects are mainly attributed to the wide spectrum of bioactive com-
: pounds contained in coffee beverages, like niacin, the pyridine alkaloids trigonelline and N-methylpyridinium
 (NMP), the purine alkaloid caffeine and to phenolic compounds”®. Caffeine (1,3,7-trimethylxanthine) has been
claimed to have no adverse effects in healthy adults when the daily intake is lower than ~400 mg, equivalent to
. three to six coffee cups®. Besides its psychoactive effects, caffeine has been described to be able to increase met-
© abolic rate, perhaps through increased lipid oxidation and thermogenic mechanisms'. Trigonelline contributes
- to the flavour and taste of coffee, and the roasting process leads to the formation of two main trigonelline deriv-
atives, namely NMP and nicotinic acid, a water-soluble B vitamin, also known as niacin. This last compound is
© highly bioavailable in coffee, more than in other food sources''. Concerning their biological effects, trigonelline
and its derivatives have been related to anti-diabetic, neuroprotective, and anti-proliferative activities'?. Coffee
also represents one of the major dietary sources of CGAs'?, which are quinate esters of hydroxycinnamic acids
such as caffeic, ferulic, and p-coumaric acids, mainly substituted in the 3/, 4 and 5/ position'*. Among them,
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caffeoylquinic acids (CQAs) are the most relevant compounds, followed by feruloylquinic acids, CGA dimers,
and other derivatives such as caffeoylquinic lactones and cinnamoylshikimate esters®. Generally, CGAs have been
endorsed with several biological activities, such as inhibiting reactive oxygen species production, improving
endothelial function by modulating nitric oxide production and/or thromboxane activation, and reducing blood
LDL-cholesterol levels’>.

According to the most recent statistics of the International Coffee Organization, about 1.5 billion coffee cups
are consumed every day in the world, prepared in several different ways according to the geography and culture
of the country (www.ico.org). The most common form in southern Europe, mainly in Italy, is espresso coffee
(EC), prepared from roasted and grounded coffee beans. The beverage is prepared by using a coffee machine
which, under high pressure, allows the percolation of a limited amount of hot water through a ground coffee
compacted powder in a short time, producing a small volume (15-30 mL) of creamy coffee’*. Among the dif-
ferent coffee machines used for EC preparation, domestic and bar machines have been flanked by portable
electric machines which use small sealed plastic capsules or filters, pre-packed with given amounts of coffee
powders'®. Today, a 25% of the total coffee market share in Italy (https://www.statista.com/statistics/693074/
market-share-of-coffee-pods-and-capsule-for-offices-in-italy/) has been taken over by several different brands
of coffee capsules, with different coffee powder mixtures, characterized by mixes of coffee cultivars, roasting
degrees, and production countries, as well as by the occasional presence of aromas or additives. A recent work
of our research group investigated the content of caffeine and CGAs of several EC differing for mixture, country,
preparation mode and volume of the beverage!*. A wide difference in caffeine and CGAs, mostly on the basis of
different powder mixtures as well as the volume of consumption, was observed, highlighting that “one cup of
coffee” might not be a reproducible serving in order to provide information about any bioactive compound!*.

To date, no studies have investigated comprehensively the main bioactive compounds in coffee capsules. Thus,
the present work aimed to characterize the (poly)phenolic and alkaloid profile as well as the niacin content of
up to 65 different coffees prepared with coffee capsules belonging to the five most common brands in Italy, in
accordance with specific manufacturers’ instructions and specific machines. Capsule variability was also assayed
in order to show the variability existing between different lots of the same coffee powder as well as for the coffee
machine along the day.

Materials and Methods
Materials. Capsules from sixty-five different types of coffee capsules (named 1 to 65) belonging to five differ-
ent brands (named A to E), together with their relative coffee machine, were purchased on local markets in Parma
or through online stores during 2016 (23 capsules, named A1-A23, from brand A; 15 capsules, B24-B38, brand
B; 10 capsules, C39-C438, brand C; 10 capsules, D49-D58, brand D; and 7 capsules, E59-E65, brand E). Two lots
for each type of capsule were purchased. The type of coffee — regular, large (lungo) or decaffeinated EC - and the
amount of coffee powder for each capsule is provided in Supplementary Table 1.

3-O-Caffeoylquinic acid (3-CQA), 4-O-caffeoylquinic acid (4-CQA), 5-O-caffeoylquinic acid (5-CQA), caf-
feine, trigonelline, NMP, and niacin were purchased from Sigma-Aldrich (St. Louis, MO, USA). Acetonitrile and
formic acid were also purchased from Sigma-Aldrich. Water for UHPLC analysis was purchased from VWR
Chemicals (Fontenay-sous-bois, France).

Preparation of coffee brews. Two different lots for each type of coffee were considered and, for each
lot, two capsules were extracted. Extractions were performed by using the coffee capsule with its relative brand
machine, and according to the manufacturer’s instructions in terms of extraction time and coffee volume.
Concerning the amount of coffee, brand A and D machines stop automatically for a pre-determined amount
of coffee, while machines of the brand B, C and E leave the consumer free to stop the extraction at the desired
time. For this reason, the extraction volume for the capsules belonging to these last brands was standardized by
calculating the extraction time useful to reach the volume of coffee suggested by the manufacturer. Pressure of
extraction was the one set for each brand machine: A, 19bar; B, 15bar; C, 15bar; D, 19 bar; and E, 20 bar (data
refers to the manufacturers’ information booklets). Bidistilled water was used for capsule extraction.

Before each coffee extraction, a washing cycle with bidistilled water was carried out to avoid carry-over effects
(this was assessed by analysing the caffeine content in the washing water). Two preliminary coffee extractions
were performed prior to sample collection, in order to allow the machine to reach a steady extraction tempera-
ture. Each brewed coffee was collected in a graduated glass cylinder for volume and temperature measurements.

In order to study the inter-capsule variability, two cycles of ten consecutive extractions (including a washing
step between sequential uses) were carried out for a subset of coffee capsules, with at least a type of coffee for each
brand, including decaffeinated coffees: 17 (regular), 20 (lungo), and 23 (decaffeinated) for brand A; 26 (regular),
brand B; 43 (regular), brand C; 54 (regular), brand D; and 62 (regular), brand E. These cycles were performed in
two different days.

Aliquots of the brewed coffees were sampled and stored at —80 °C until analysis.

Liquid chromatography-mass spectrometry (UHPLC-ESI-MS/MS) analysis and method valida-
tion. Analiquot of coffee brew was centrifuged at 17,968 g for 10 min at 4 °C and generally diluted 1:50 in 0.1%
formic acid in water (v:v) prior to UHPLC-ESI-MS/MS analysis. Ten out of the sixty-five samples (A-13, C-43,
C-48, C-49, C-50, D-55, D-56, E-59, E-62, E-63) fell outside the calibration curve ranges of caffeine, and, for this
reason, they were diluted 100 folds only for caffeine quantification. A method for the analysis of all the considered
coffee phytochemicals in a single chromatographic run was developed and validated. Samples were analysed
using an Accela UHPLC 1250 equipped with a linear ion trap-mass spectrometer (MS, LTQ XL, Thermo Fisher
Scientific Inc., San Jose, CA, USA) fitted with a heated-electrospray ionization (ESI) probe (H-ESI-II; Thermo
Fisher Scientific Inc.). Separations were carried out using a XSelect HSS T3 2.5 um particle size (50 x 2.1 mm,
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Ion. R [M-H]* or MSIMI
N. | Compound Mode (min) [M-H]- (m/z) | MS® (m/z) level® Quantified as
1 NMP + 0.48 95 79483 1 NMP
2 Trigonelline + 0.45 138 92; 94 1 Trigonelline
3 Niacin + 0.64 124 106; 80 1 Niacin
4 Caffeine + 3.61 195 138 1 Caffeine
5 3-CQA — 3.18 353 191;179;135 1 3-CQA
6 4-CQA — 3.86 353 173;191;179 1 4-CQA
7 5-CQA — 3.76 353 191;179 1 5-CQA
8 3-FQA — 3.72 367 193: 191 2 3-CQA
9 4-FQA — 4.33 367 173; 193 2 4-CQA
10 | 5-FQA — 4.70 367 191;173 2 5-CQA
11 3-CouQA — 4.20 337 191;179 2 3-CQA
12 | 4-CouQA — 4.60 337 173; 191 2 4-CQA
13 | CSAl — 3.94 335 179; 161 2 5-CQA
14 | CSA2 — 4.43 335 173;179 2 5-CQA
15 | CQL1 - 464 335 161; 135 2 5-CQA
16 | CQL2 — 4.80 335 161; 135 2 5-CQA
17 | 4-FQL — 5.72 349 175;193 2 4-CQA

Table 1. Mass spectral characteristics of the main alkaloids, niacin and phenolic compounds in the coffee
samples. n-CQA: n-O-caffeoylquinic acid; CSA: n-O-caffeoylshikimic acid; n-FQA: n-O-feruloylquinic acid;
n-FQL: n-O-feruloylquinic lactone; n-CouQA: n-O-coumaroylquinic acid; CQL: n-O-caffeoylquinic lactone;
NMP: N-methylpyridinium. *Rt, retention time; “the fragment ions used for quantification are highlighted in
bold; “Metabolite standards initiative (MSI) metabolite identification (MI) levels?'.

Waters, Milford, MA, USA). Volume injected was 5uL, column oven was set to 30 °C, and elution flow rate was
0.3 mL/min. The initial gradient was 97% of 0.1% aqueous formic acid and 3% of acetonitrile 0.1% formic acid,
reaching 32% acidified acetonitrile at 6.5 min. From 6.5 to 7 min the acidified acetonitrile was increased to 80%,
followed by 1.5 min of 80% acetonitrile and then 1.5 min at the start conditions to re-equilibrate the column.

A selective full scan MS? mode analysis was developed to identify and quantify the coffee phytochemicals.
The MS worked with capillary temperature at 275 °C, while the source was set at 300 °C. The sheath gas flow was
60 units, while auxiliary gas pressure was set to 5 units. The source voltage was 4kV. Positive ionization mode
was used for the analysis of caffeine, trigonelline, NMP, and niacin, while negative ionization was used for the
phenolic compounds. The capillary and tube lens voltages were 3 and 45V (positive ionization) and —33 and —98
V (negative ionization), respectively. Collision induced dissociation (CID) equal to 30 (arbitrary units) for all the
compounds except for trigonelline, NMP, and niacin, where a CID equal to 38 was applied. Pure helium gas was
used for CID.

Data processing was performed using Xcalibur software from Thermo Scientific. All compounds were identi-
fied by comparison with exact standards, when available, and published mass spectral and chromatographic data.
Quantification was carried out in selected reaction monitoring mode by selecting the relative base peak at the cor-
responding mass to charge ratio (m/z), and through external calibration with commercial standards, when avail-
able, or with a reference compound selected on the basis of structural similarity. Details on the identification and
quantification of the coffee bioactives are presented in Table 1. [TUPAC nomenclature has been used for the CGAs.

The method was validated for selectivity, calibration curve range, limit of detection (LOD), lower limit of
quantification (LLOQ), upper limit of quantification (ULOQ), intra-day and inter-day precision, and accuracy.
Method validation was carried out according to Food and Drug Administration (FDA) guidelines'. Selectivity
was assessed by analysing acidified water (0.1% formic acid) spiked or not with the selected standard compounds
at the LLOQ (Supplementary Table 2), and the method was revealed to be highly sensitive. The evaluation of the
range of calibration curves was based on data fitting to linear or quadratic regressions, prioritizing linear fitting.
Acceptable fitting was estimated by using the coeflicient of determination (R?). The LOD and LLOQ for each
compound were determined as the concentration in which the fragment ion used for quantification showed a
signal-to-noise (S/N) ratio >3 and >10, respectively. The intra-day precision (repeatability) and inter-day preci-
sion (semi-reproducibility) of the method, reported as the relative standard deviation (% RSD), was evaluated at
the LLOQ of each compound (L1) and at two higher concentration levels (L2 and L3). Each solution was injected
randomly three times per day in three different days. The acceptance criteria were RSD <20% for L1 and <15%
for both L2 and L3. Accuracy was calculated in terms of recovery rate for the L2 concentration level of each com-
pound, as the ratio between the mean recorded concentration and the spiked concentration, multiplied by 100.

Statistical analysis. The SPSS statistical package (SPSS Inc., Chicago, IL, USA, version 25) was used. All
data were expressed as mean & SD (n=4). Principal component analysis (PCA) with varimax was performed to
explore the variability among coffee capsules using amount of bioactives per coffee serving as well as the concen-
tration of bioactives in the coffee (mg/mL).
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Results and Discussion

In a recent historical review, it was claimed that “coffee is never ‘just coffee”?, as beans can grow in different parts
of the world and be roasted in different ways, coffee can be prepared following several brewing methods and be
served in a wide range of sizes. However, in Italy, the espresso coffee consumed in a “bar” is still the most common
choice, and the crave to have something similar available at home recently boosted the market of coffee machines
that are easy to use, clean and that allow the preparation of coffees that are close to what people can buy in a bar.

To date, to the best of our knowledge, this is the first work fully focused on the characterization of the main
alkaloids and phenolic acids in ECs prepared from capsules of the most representative brands in Italy. Most of
these brands also commercialize their products worldwide.

It is worth mentioning that the alkaloid and phenolic profiles of ECs prepared by capsules may result differ-
ent from the ones prepared with moka pots or bar machines. Pressure and temperature of the machines, as well
as physico-chemical characteristics of the coffee powders may be different, which makes comparisons with the
literature difficult.

Physical properties of coffees brewed from capsules.  For each of the five considered brands, regular
size, lungo and decaffeinated versions of capsule ECs were present. Concerning the volume of a serving, regular
ECs ranged from 19 mL to 53 mL, while lungo coffees fell in the range of 90 mL to 200 mL. Decaffeinated coffees
had an average volume of 44 mL, with a spike of 90 mL for sample #A-21, which was a lungo decaffeinated coffee
(Table 2). It should be noted that serving volumes for regular ECs were slightly higher than those found for ECs
served at Italians bars (ranging from 13 to 31 mL)™.

The temperatures registered along all the brewed coffees ranged between 60.0 °C to 78.5°C, without relevant
differences among the different ECs and brands (Supplementary Table 3).

Identification and quantification of niacin, alkaloids and phenolic compounds in capsule cof-
fees. 'The UHPLC-ESI-MS/MS analysis developed and validated for this study allowed the identification and
quantification of up to 17 different compounds in ECs in a single chromatographic run (Fig. 1). Their mass spec-
tral characteristics are showed in Table 1. Interestingly, niacin and very polar pyridine alkaloids trigonelline and
NMP, present a good peak resolution under the chromatographic conditions used (Fig. 1). Only the most relevant
phenolic compounds, contributing significantly to the total amount of CGAs in coffee, were taken into account
in this analysis'>?. Besides 3-, 4-, and 5-O-caffeoylquinic acids, other phenolics quantified in this study were 3-,
4-, 5-feruloylquinic acids; 3- and 4-O-coumaroylquinic acids; caffeoylshikimic acids, caffeoylquinic lactones, and
4-0O-feruloylquinic lactone. Concerning caffeoylshikimic isomers (CSA1 and CSA2, Table 1), these were tenta-
tively identified as 4-O-caffeoylshikimic acid and 3-O-caffeoylshikimic acid, by comparing their elution profile
and fragmentation patterns with those found by Jaiswal et al.*!. Nevertheless, 3-O-caffeoylshikimic acid was not
fully confirmed because of the presence of a fragment ion at m/z 173, that was not reported by Jaiswal et al.>!.
Similarly, caffeoylquinic lactone isomers CQLI and CQL2 were tentatively identified as 3-O-caffeoylquinic lac-
tone and 4-O-caffeoylquinic lactone according to Jaiswal et al.*'.

Opverall, this validated analytical method allowed a high throughput and accurate fingerprinting of main coffee
bioactives, in a unique chromatographic run lasting 10 min. It could be used for further studies assessing objec-
tively the intake of coffee bioactive compounds in epidemiological studies.

Since volumes of ECs changed in relation to the manufacturer’s instruction, results on phytochemical compo-
sition have been expressed both as mg per serving and mg/mL (Table 2 and Supplementary Tables 3-5).

Alkaloid and niacin contents of the capsule espresso coffees.  The alkaloids considered in the present
work were caffeine, trigonelline and NMP. The caffeine content was highly variable (Table 2). The average amount
of caffeine per cup was 108.6 mg/serving for regular ECs and 137.4 mg/serving for lungo ECs. Considering indi-
vidual brands (excluding decaffeinated coffees), ECs belonging to brand C had the highest content of caffeine,
(156.0 £ 32.4 mg/serving), while coffees from brand A reached an average content of 73.6 & 21.3 mg/serving. All
the other brands showed an average content of caffeine over 100 mg/serving. Regarding caffeine concentrations
in caffeinated coffees, Supplementary Table 3 reports a caffeine range between 0.64 mg/mL and 4.89 mg/mL. The
results of the present work are in agreement with those of Albanese et al.'®, who evaluated the caffeine content of
coffees brewed from pods by using machines working at pressures comparable to the ones used for this experi-
ment. Authors found amounts of caffeine in pod-brewed coftees (pure Arabica, pure Robusta, and blends) ranging
from 2.59 mg/mL to 4.65 mg/mL. Furthermore, our data fell within the range of values found by Andueza et al.2
under similar conditions of pressure and temperature, reporting an average of caffeine around 2 mg/mL. On the
contrary, a recent paper of Jeon et al.?* showed lower values (<1 mg/mL) in home-made coffees prepared with
grounded coffee beans packed in paper filters and extracted with hot water (no information on pressure availa-
ble). The caffeine content of coffees prepared with bar espresso machines was studied by Caprioli ef al.?*. Different
temperatures (88°C, 92°C and 98 °C), pressures (values between 7 and 11 bar), and types of coffees (pure Arabica,
95% Robusta, and blends) were assessed, and the caffeine content ranged from 111.2 mg to 255.1 mg per serving.
These values were slightly higher when compared to the average amount of caffeine in the EC described in the
present study (Table 2) which are, however, in agreement with those reported by Ludwig et al.'*, who evaluated
several coffee samples brewed with bar espresso machines in Spain, Italy, and Scotland.

Concerning trigonelline, NMP, and niacin, servings of these compounds resulted higher in lungo ECs, com-
pared to regular and decaffeinated ECs (Table 2). Trigonelline amounts ranged between 15.32 and 47.32 mg/serv-
ing for lungo ECs, 8.38 and 33.74 mg/serving for decaffeinated ECs and 6.78 and 17.88 mg/serving for regular ECs.
NMP amounts ranged between 1.61 and 6.16 mg/serving for lungo ECs, 0.98 and 1.60 mg/serving for decaffeinated
ECs and between 0.81 and 3.43 mg/serving for regular ECs. Concerning niacin, lungo ECs showed a concentration
range of 0.42-1.16 mg/serving, decaffeinated coffee 0.31-0.93 mg/serving and regular ECs 0.31-1.21 mg/serving.
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Al 280414 | 724241455 | 8434063 |1444026 |0.77£0.10 23.684027 | 55474014 |2.9940.07
A2 295407 1.8240.20 8.3841.60 |[1.1940.05 |043+0.07 25994130 | 44.77+224 |0.0740.00
A3 827459 | 75091170 |29.38+472 |1.61+0.12 |0.5540.05 63.1148.81 |11449+0.12 |[1.2040.17
A-4 315449 | 63554394 |16.68+264 |1.18+0.03 |0.3940.01 39.68+1.98 | 69.274+3.46 | 1.60+0.08
A-5 305407 | 60.41-£0.59 13174048 | 1544025 | 0.4740.02 3626181 | 58204291 |1.67+0.08
A-6 312425 | 73.92+5.69 10.70+1.27 | 1914034 | 0.5140.03 29624244 | 59.97+0.02 |2.504021
A7 340424 | 5835595 12.80+1.84 | 1.03+0.22 | 0.3440.01 32724289 | 63.5940.13 | 1.79+0.16
A-8 315407 2.3940.05 10.184+1.85 | 1.4140.09  |0.5840.07 24054120 | 50.14+2.51 [0.1040.00
A-9 277409 | 872442090 | 730+135 |171+£029 | 1.0140.09 19974140 | 5025+0.11 |4.3840.31
A-10 302+12 | 59.77+4.81 10374036 | 1.7940.06 | 0.53+0.03 26.08+4.78 | 51.3540.67 |2.33+0.43
A-11 925452 | 92524204 |1532+448 2514013 | 047+0.03 36404085 | 103324020 |254+0.06
A-12 300414 | 91.74£535 13.78+232 | 1.45+0.05 | 0.5740.01 40.0142.00 | 77.71+3.89 |2.2940.11
A-13 290424 |135634+17.08 | 678+125 |2.08+0.15 1.014+0.11 22394336 | 66.094+0.11 |6.13+0.92
A-14 945442 | 83.430.49 15714382 |241+001 |0.4240.04 39342453 | 97.844+1.22 |213+0.25
A-15 347405 | 549141257 |1269+174 |157+0.16 |0.56+0.11 33584079 | 75404076 | 1.68+0.02
A-16 280408 | 964341164 |12.124033 |216+022 |0.9140.01 37.67+£178 | 67.1240.02 |256+0.12
A-17 280414 | 63134836 12554042 | 1534028 | 0.42+0.01 38.78+1.94 | 57.93+£2.90 |[1.63+0.08
A-18 350421 | 66.05+4.57 16434224 | 1214010 | 0.35+0.01 46904547 | 87134018 |1.4240.17
A-19 350428 | 63.20-£3.76 11574074 | 1.58+0.27 | 0.4740.08 31294156 | 56134281 |2.02+0.10
A-20 950432 | 89.51+136 17.5342.00 |2924031 | 0.6540.13 44454351 |102.14+057 |2.0240.16
A-21 89.740.5 3.6340.01 20014484 |1.6240.18 | 0.57+0.05 5428502 |10547+0.15 |0.07+0.01
A-22 327412 | 58.02+1273 |1329+124 |1474025 |0.44+0.01 32874155 | 70744003 |1.77+40.08
A-23 312409 1.86+0.09 15.68+0.74 | 0.98+0.07 |0.3340.07 33744169 | 51924042 |0.06+0.00
B-24 335417 |1253541971 |17.314£294 |196+0.15 | 0.78+0.01 51.89+7.23 | 89.2240.11 |249+0.41
B-25 387425 | 1421042462 |1656+£324 | 1244006 |0.55+0.08 57.00£2.70 | 97.1140.08 |250+0.12
B-26 485+38 | 89474776 20554157 |1.52+024 | 0.45+0.09 5534+0.17 | 84.36+0.05 |1.62+0.00
B-27 500437 | 74.81+£546 1249+1.94 [200+0.11 [0.5540.10 30.87+£540 | 66.604+0.02 |246+0.43
B-28 46.7+4.1 2.1640.21 14174308 | 1774014 |0.7840.09 3591653 | 73.0143.65 |0.06+0.01
B-29 510435 |130.8749.78 | 20.60+£3.42 |2.17+0.15 |0.84+0.14 52944410 | 93.2540.16 |2.48+0.19
B-30 54247.1 2.9240.59 13474170 |224+036 [0.9040.15 36.56£0.62 | 81914042 | 0.080.00
B-31 20634137 | 130.77+6.99  |2026+171 |588+1.19 |1.16+0.17 46984270 |14133+158 |[2.7940.16
B-32 183.8+7.5 [17829-11.99 |47.3247.95 |2974+0.58 |0.5640.08 116.68+5.31 |223.4241.89 | 1.5340.07
B-33 12634132 | 116074546  [20.54+2.12 |3.294032 [0.73+0.13 47344572 |11016+120 |247-+0.30
B-34 106.3+7.5 |185924£20.67 |1826+2.25 |29240.01 |0.9240.05 58.7843.66 |121.40+0.10 |3.17+40.20
B-35 315412 | 99.33:£19.89 |20.83+346 | 1414003 | 0.5940.05 54.66-£3.42 | 81.254+0.03 | 1.78+0.05
B-36 307422 | 1146341989 |1243+296 |2.04+028 |0.9340.08 33.8844.04 | 72224004 |3.41+0.41
B-37 312438 |107.664+11.02 |18.60£273 |146+0.03 | 0.5640.07 52.83+£6.12 | 86.8240.32 |205+0.24
B-38 475423 | 87134260 |22.334395 [1.954022 |057+0.14 62.88+£8.41 | 98.7940.03 |1.40+0.19
C-39 485407 |12317+49.18  |26694+2.54 [2174024 | 0.73+0.12 86.61-£433 | 114714574 | 1.42+40.07
C-40 477449 1.884+0.16  |30.504+0.19 |2.064+0.25 |0.75+0.16 73714049 | 93.5940.14 |0.03+0.00
C-41 462426 |13477+412.06 |2649+1.72 |[22640.13 | 0.87+0.09 742641393 | 109.27+0.14 | 1.85+0.35
C-42 480425 |152594+11.12 |143240.36 |2.48+0.09 | 0.9340.13 50.41+7.66 |113.1740.03 |3.06+0.47
C-43 475423 |200.05+9.64 |19.554+3.80 [3.0240.29 | 0.97+0.06 65.60-£1.43 |122.89+0.75 |3.05+0.07
C-44 100.0+7.1 |190.32:£540 |3347+1.03 [336+020 |1.0540.09 98.97£4.95 |156.46+7.82 | 1.92+0.10
C-45 510414 |150.2043.24 | 23.10+£4.04 2324000 |0.62+0.09 68.19+£3.41 |11440+572 |220+0.11
C-46 480445 |157.314210 |192241.05 |[3.044043 | 117+0.15 5194181 |112.05+0.16 |3.03+0.11
C-47 495426 |122104931  |22.0040.82 [2.004035 |0.60+0.05 57.63+£2.19 |101.41+0.02 |2.12+40.08
C-48 477435 |207.99+420 |16.04+£290 |1.734021 |0.75+0.01 69.42412.62 | 141.61+£0.02 |3.0540.55
D-49 250463 |117.114+15.60 |2452+144 |0814+0.11 | 0.3140.03 67.85+10.85 | 91.1740.19 |1.75+£0.28
D-50 220434 |10587+297 |244843.19 |[1.164001 | 0.50+0.07 58024453 | 81934003 |1.83+0.14
D-51 270428 | 53.874+1.66 |287241.11 |1434028 |0.66+0.05 53194266 | 77.1043.85 | 1.01+0.05
D-52 285407 4024036 19.8740.71 | 1.65+0.02  |0.7140.00 41034205 | 69.32+3.47 |0.1040.00
D-53 132.543.5 |121.86£10.70 |21.10+0.37 |3.15+027 [0.7340.10 54.88-£2.74 |108.97+545 |222+40.11
D-54 290400 |10895+9.26 |151040.10 [1.984030 |0.59+0.06 5070254 | 80.74+4.04 |215+0.11
D-55 295407 |1341043.89 |11.164£026 |3.43+0.12 1.074+0.01 31352157 | 68.4043.42 |4.28+0.21
Continued
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D-56 27.0+2.8 | 125.6740.40 18.72+1.11 1.68+0.25 0.7340.04 46.411+2.32 78224391 2.714+0.14
D-57 3254+2.1 |108.731+5.62 33.57£2.25 1.63+0.21 0.4740.03 75.67 £3.78 99.64+4.98 1.4410.07
D-58 32.0+1.4 |103.284+2.16 24.31+1.42 1.194+0.02 0.4840.02 59.89+2.99 81.66+4.08 1.724+0.09
E-59 33.74+39 | 148.57+£27.55 17.214+3.94 1.78 £0.06 0.7640.04 56.40+3.74 |103.394+0.07 |2.59£0.25
E-60 36.0+3.3 4.574+0.87 32.33£5.99 1.45+0.29 0.6840.03 62.98+14.90 | 101.08+0.61 | 0.07£0.02
E-61 350408 |107.524+10.62 |29.4447.35 2.1940.03 0.7440.05 63.25+11.31 | 87.1940.02 1.73+0.31
E-62 3574+4.0 |172.28+40.02 18.9940.52 2.0040.10 0.8340.00 58.00+£4.59 |109.27+0.05 |2.98+0.24
E-63 36.0+53 | 141.98+16.38 19.9143.96 1.94+0.23 0.8240.06 61.60+9.53 | 100.254+0.07 |2.33£0.36
E-64 37.5+2.0 |[127.10£13.97 24.35+4.13 1.89+0.21 0.7240.01 67.944+9.68 | 100.9340.57 1.89+0.27
E-65 357412 |123.99+16.43 25.06+4.53 1.82+0.38 0.7940.02 68.50+10.07 | 105.2440.75 1.83+0.27

Table 2. Characterization of the espresso coffees from capsules for volume, main alkaloids, niacin and
chlorogenic acid contents. Values are expressed as mean =+ SD (n=4). Legend: CQAs: caffeoylquinic acids;
NMP: N-methylpyridinium.
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Figure 1. UHPLC-MS/MS profile of capsule-brewed coffees with detection of the considered compounds by
SRM. Legend: m/z 95 for N-methylpyridinium (1); m/z 138 for trigonelline (2); m/z 124 for niacin (3); m/z 195
for caffeine (4); m/z 353 for caffeoylquinic acids (5-7); m/z 367 for feruloylquinic acids (8-10); m/z 337 for
coumaroylquinic acids (11-12); m/z 335 for caffeoylshikimic acids and caffeoylquinic lactones (13-16); m/z 349
for feruloylquinic lactones (17). See Table 1 for further details.

However, when concentrations (mg/mL) were considered (Supplementary Table 3), regular ECs resulted in higher
trigonelline, NMP, and niacin concentrations, with average values of 0.52 mg/mL, 0.05mg/mL, and 0.02 mg/mL,
respectively. These values almost doubled the respective average values recorded for decaffeinated and lungo ECs
(Supplementary Table 3). Caprioli et al.** also considered the amounts of trigonelline and niacin in coffees brewed
with bar espresso machines. Trigonelline values ranged from 22.0 to 49.4 mg/serving for 95% Robusta blends
and between 52.5 and 72.7 mg/serving for Arabica, relevantly higher than what reported in Table 2 for most
of the ECs. Andueza et al. reported trigonelline concentrations close to 1 mg/mL?, slightly higher than those
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found in the present study, although some individual samples (#D-50, #D-51, and #E-61) were over 1 mg/mL
(Supplementary Table 3). Regarding niacin amounts, data are in line with those reported by Caprioli et al.*
and with the USDA Food Composition Databases? for espresso coffee items. Last, in the case of NMP, Lang’s
group”®?’ found average NMP concentrations of 491 nmol/L (~0.046 mg/mL) in brewed coffee, in agreement with
our findings (Supplementary Table 3).

Chlorogenic acids in capsule espresso coffee. The most relevant CGAs in coffee beverages are CQAs,
mainly 3-, 4- and 5-CQA. The total amount per serving of these three compounds is shown in Table 2. Lungo cof-
fees have the highest average amount of CQAs (60.4 +26.6 mg/serving), followed by regular (49.6 +-16.0 mg/serv-
ing) and decaffeinated (43.0 & 17.4 mg/serving) ECs. Concerning the various brands, brand C coffees revealed
to have the highest average content of CQAs (69.5 £ 15.1 mg/serving), followed by E (63.1 & 4.5 mg/serving), D
(53.9412.7mg/serving), B (52.5420.2 mg/serving), and brand A (35.2 4 10.1 mg/serving). The coffee presenting
the highest CQA content was sample #B-32 (116.7 5.3 mg/serving), 3-CQA, 4-CQA and 5-CQA represent-
ing 36.1%, 25.7%, and 38.2% of the total CQAs, respectively (Supplementary Table 4). This pattern, registered
for most of the tested coffees, was in accordance with literature data for capsule- and filter-brewed coffees?,
whereas Crozier et al.? indicated that 5-CQA was the main CQA in EC, representing about 50% of total CQAs.
The mg/serving of total CQAs was also considered by Ludwig ef al.'* for ECs brewed in different countries and
from different blends. Data in Table 2 is in line with the CQA amounts per serving reported by these authors for
Italian and Scottish ECs, while these were lower with respect to the quantity of CQAs contained in Spanish ECs.
Concerning CGA concentrations, our data confirmed the ranges reported by Moeenfard et al.?%, with particular
high amounts of 3-CQA and 5-CQA (about 1 mg/mL each) for ECs #D-49 and #D-50 (Supplementary Table 4).
These 5-CQA concentrations close to 1 mg/mL, two- to five-fold higher than those recorded for most of the
capsule ECs (Supplementary Table 4), were also registered by Andueza et al.*>* for a set of blended ECs brewed
under different extraction conditions.

Table 2 also shows that ECs belonging to brand C had the highest content in the sum of these phenolics,
hitting an average 118.0 £ 18.5 mg/serving, while brand D coffees had the lowest values, with an average of
83.7+12.8 mg/serving. EC #B-32 reached 223.4 4 1.9 mg/serving, almost double with respect to most of the other
coffee samples. Concentration data (mg/mL, Supplementary Tables 4 and 5) were in line with previous results for
individual phenolics. These observations back the need for accurately investigating the content in CGAs, and not
only in CQAs, of coffee samples. This should be key to comprehensively establish the amount of phenolic com-
pounds provided by a cup of coffee, a point required to further support observational studies with an objective
assessment of the intake of these major dietary bioactives!*!4,

Degree of roasting. Caffeine/CQA ratio was used as marker of the degree of roasting of the ECs'*. The
caffeine/total CQA ratio, not taken into account for the decaffeinated ECs, was similar among the different brand
capsules, ranging from an average of 2.12 for brand D ECs to 2.29 for brand B capsules (Table 2). For instance,
considering each type of capsule, EC #D-51 showed the lowest caffeine/total CQA ratio (1.01 £0.05), while EC
#A-9 showed the highest value (4.38 = 0.31). Data are in line with those reported by Ludwig et al.!* for coffees
prepared in different European countries and, particularly, the range of caffeine/total CQA ratio was close to the
Italian ECs, from 1.3 to 5.3.

Inter-lot and capsule variability. The inter-lot and capsule variation in the content of main coffee phyto-
chemicals was assessed to better understand how some factors may alter the content in bioactives of capsule ECs.
The overall variability for the main compounds between the two lots analysed for each of the 65 coffees fell in the
range 10-20% (Table 3).

The capsule variability along one day was studied only in a subset of samples for caffeine, trigonelline, NMP,
and total CQAs (Fig. 2A-D). Trigonelline and NMP showed the greatest variability, ranging from 8% to 23%
and 10% to 21%, respectively. A slightly smaller inter-capsule variability was observed for caffeine, varying
between 3% and 20% for the considered coffees. Finally, all the considered brands and capsules showed an average
inter-capsule variability along the day lower than 14% for total CQAs.

Global assessment of the phytochemical profile of the capsule espresso coffees. Multivariate
unsupervised PCA, considering the mg/serving of the studied compounds, was carried out in order to better
understand the variability in the phytochemical profile of the main coffee capsules commercialised in the Italian
market (Fig. 3A). Two principal components (PCs) explained up to 73.8% of the total variability. PC1 accounted
for 40.4% of the observed variability and was positively load by trigonelline, the three CQA isomers (3-CQA,
4-CQA, and 5-CQA), the two caffeoylquinic lactones (CQL1 and CQL2), and the two coumaroylquinic acid
isomers (3-CouQA and 4-CouQA). PC2 explained a 33.4% of the total variability and had positive loadings from
caffeine, niacin, NMP and the phenolic compounds not loading PC1.

Individual scores for each EC revealed interesting insights with regard to the composition of ECs prepared
with coffee capsules (Fig. 3B). A pattern where the brand seemed to be a factor conditioning the phytochemical
composition of the ECs was observed. Briefly, according to EC scores, most of the brand A coffees had negative
values for both PCs, which pointed out that most of the ECs prepared using these capsules are poor in coffee
bioactives. Most of the brand B ECs showed neutral scores for PC1, while they displayed a great variability with
regard to their scores for PC2. This variability was mainly influenced by the serving size, since ECs #B-31 to B-34
were large — lungo — (or very large) ECs. Regarding brand D ECs, these showed positive PC1 scores and negative
PC2 ones, which may account for a high content in trigonelline and caffeoylquinic acids and lactones, paralleled
to a low content in other alkaloids and phenolic acids. In the case of brands C and E, most of their ECs presented
positive scores for both PCs, with a higher variability for PC2. This indicated that they were, comprehensively,
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A-l 17.88 7.42 13.21 20.10 2.65 545 418
A-2 3.78 19.05 15.28 10.96 8.22 15.50 11.04
A-3 7.55 16.06 9.09 15.58 18.37 17.78 7.66
A-4 231 15.81 1.66 6.20 9.37 2.97 10.16
A-5 16.33 3.62 485 0.97 4.15 8.76 7.04
A-6 17.98 11.92 5.41 7.69 10.22 11.82 2.95
A7 21.70 14.38 3.40 10.20 19.38 8.60 3.63
A-8 6.71 18.20 11.68 2.17 0.15 0.22 482
A-9 16.91 18.55 8.88 23.96 10.69 13.04 3.17
A-10 3.18 3.43 473 8.05 21.90 21.34 11.73
A-11 515  |29.22 5.38 2.20 437 2.52 2.04
A-12 3.59 16.84 2.35 5.83 12.80 2.16 0.45
A-13 7.20 18.49 10.79 12.60 21.06 3.56 16.96
A-14 054 |24.34 8.75 0.58 18.77 16.25 0.03
A-15 10.01 13.72 18.96 22.89 20.79 18.22 18.26
A-16 10.43 2.70 0.99 12.07 4.89 8.60 1.63
A-17 18.50 3.32 2.39 13.24 5.80 11.63 15.93
A-18 8.40 13.64 3.89 6.92 21.10 12.98 0.74
A-19 17.20 6.41 16.64 5.95 233 5.99 1.48
A-20 10.72 11.43 2036 1.52 17.99 11.64 6.16
A-21 10.98 24.19 8.96 0.20 13.26 10.29 4.16
A-22 16.72 9.36 2.98 21.94 15.47 3.68 6.97
A-23 7.52 4.70 22.00 4.94 14.93 461 8.01
B-24 7.89 16.97 1.19 15.72 18.94 8.30 11.99
B-25 5.04 19.56 14.29 17.33 16.11 0.36 8.41
B-26 15.66 7.64 20.98 8.68 242 12.46 3.81
B-27 5.62 15.53 17.62 7.29 21.87 19.97 8.63
B-28 8.15 21.72 10.99 9.69 2121 17.08 15.33
B-29 6.91 16.60 16.73 7.47 10.57 5.04 6.07
B-30 16.21 12.59 16.97 20.04 9.58 19.51 5.02
B-31 20.23 8.43 14.27 5.35 13.83 9.89 7.42
B-32 19.39 16.81 14.40 6.72 4.09 13.24 0.84
B-33 9.86 10.31 17.56 4.70 20.85 12.35 3.12
B-34 0.38 12.30 527 1112 4.80 1.94 16.49
B-35 215 16.62 9.11 20.03 12.10 16.04 8.41
B-36 1363  |23.83 8.17 17.35 12.65 14.46 8.66
B-37 2.19 14.65 11.99 10.23 5.15 17.88 15.71
B-38 11.44 17.68 24.95 2.98 2278 13.94 0.77
C-39 11.25 9.53 16.86 7.45 5.83 0.28 3.50
C-40 12.32 0.62 21.83 8.56 3.06 0.83 3.01
C-41 5.62 6.50 9.97 8.94 21.55 2245 12.38
C-42 3.81 2.49 14.39 7.29 17.61 14.32 12.61
C-43 9.48 19.43 6.06 4.82 2.09 2.81 1.73
C-44 6.03 3.09 8.36 2.84 327 14.12 13.46
C-45 0.12 17.47 14.84 2.15 12.60 8.23 7.59
C-46 14.30 5.47 13.11 1.34 1.38 2.27 6.92
C-47 17.33 371 7.88 7.63 0.45 9.11 484
C-48 12.05 18.07 1.49 2.02 14.09 19.77 21.27
D-49 13.16 5.86 11.41 13.32 21.10 10.66 13.19
D-50 1.03 13.02 13.99 2.81 14.50 6.66 10.29
D-51 19.28 3.85 8.27 3.08 8.17 3.66 7.45
D-52 1.19 3.58 0.61 8.86 14.85 0.68 11.88
D-53 8.73 1.74 14.26 8.78 10.44 255 7.83
D-54 15.15 0.66 9.53 8.50 15.71 371 1.42
D-55 3.40 231 0.80 2.90 4.62 1.58 0.10
D-56 14.88 5.94 6.09 0.32 12.21 16.67 10.32
Continued
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D-57 13.20 6.69 6.07 517 6.93 14.55 6.01
D-58 2.03 5.83 5.13 2.10 0.58 15.76 14.27
E-59 3.30 22.90 5.49 18.55 15.14 1.93 2.10
E-60 20.18 18.52 5.15 19.13 24.72 19.01 25.36
E-61 1.19 24.95 6.93 9.88 21.93 15.85 13.05
E-62 4.95 2.71 0.52 23.23 1.52 8.93 15.96
E-63 11.65 19.89 7.54 11.53 21.78 15.73 4.59
E-64 11.15 16.95 2.08 10.99 15.61 16.52 10.32
E-65 20.80 18.08 3.06 13.25 18.22 20.98 3.50

Table 3. Inter-lot variation in the content of main capsule espresso coffee phytochemicals. #-CQA: n-O-
caffeoylquinic acid; NMP: N-methylpyridinium.

A
4 30 B
—~ Q
225
=
& 20
g
~ 15
2
3 10
g Capsule ECs
o
= 5 o A17
0 0 o A-21
1 2 3 4 5 6 7 8 9 10 1.2 3 4 5 6 7 8 9 10
EC repetition EC repetition 0 A-23
c D ~© B26

N
o
o
o ]
o

.............................. . o B-29
B o Q-8 g '8:"':'8 Qg 8 8 2
5150 s 60 0. C-43
(] u
2 ) o.. D-54
£ ~ 40
b @ o E-62
o <
S 8
= - 20
s
O o
'_
0 L " 4 . . .
1 2 3 4 5 6 7 8 9 10 1 2 3 4 5 6 7 8 9 10
EC repetition EC repetition

Figure 2. Capsule variability of caffeine (A), trigonelline (B), N-methylpyridinium (C) and total caffeoylquinic
acids (D) of capsule espresso coffee samples. Capsules were representative of regular, lungo, and decaffeinated
coffees belonging to the five considered brands. CQAs, caffeolylquinic acids; EC, espresso coffee; NMP, N-
methylpyridinium.

the capsule ECs providing the highest amount of coffee bioactives. Contrary to brand B, variability within these
ECs was not related to the serving size. This may indicate that the differences in the amount of phytochemicals
provided by coffees belonging to brands C and E may be linked to the different types of coffee used for the prepa-
ration of the capsules. Finally, while brands C and E offered a great versatility in their product portfolio in terms
of coffee bioactives, brands A and B exhibited a homogenous pattern of phytochemicals, despite the putative
differences existing in the coffees used for the preparation of each capsule.

An additional PCA, considering the mg/mL of the compounds in coffee samples, was also carried out in order
to limit the effect of serving size in the phytochemical profile of the capsules (Supplementary Fig. 1A,B). Similar
to results found in Fig. 3A,B, two PCs explained up to 73.8% of the total variability and the main aspects associ-
ated with the aforementioned brand-related pattern were observed, with minor variations. Positive PC1 scores
and negative PC2 ones have been found for brand D ECs (mainly D-49, D-50, D-51 and D-57), influenced by
the high concentrations in trigonelline and caffeoylquinic acids and lactones. On the contrary, brand E ECs were
mainly influenced by their concentrations in feruloylquinic acids.

This brand-related pattern was fully unexpected since a high variability in terms of coffee variety, origin, and
roasting degree is claimed by each brand when commercialising their different capsules. Consequently, the con-
figuration of a general phytochemical pattern for every brand was not initially hypothesised. Nevertheless, this
pattern could be currently attributed to i) the impact that the brewing machine used might have on the extraction
of coffee bioactives or ii) the main processing steps used within each company for the preparation of all their
capsules. In this regard, Andueza et al.”> demonstrated by using multivariate analysis the effect of the brewing
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Figure 3. Loading plot (A) and score plot (B) obtained from the PCA with varimax of the considered bioactive
compounds and capsule espresso coffees. Legend: n-CQA: n-O-caffeoylquinic acid; CSAn: caffeoylshikimic
acid isomer; CQL#: caffeoylquinic lactone isomer; n-CouQA: n-O-coumaroylquinic acid; #-FQA: n-O-
feruloylquinic acid; n-FQL: n-O-feruloylquinic lactone; NMP: N-methylpyridinium.

pressure used in the final profile of coffee components. Further information would be required to confirm the
reasons underlying this brand-based pattern in the phytochemical content of ECs produced from capsules.

In conclusion, the alkaloid and phenolic profiles as well as the niacin content of the most representative cap-
sule ECs in the Italian market showed a wide variability both among capsules of the same brand and among
different brands. These differences in the composition of ECs prepared by using coffee capsules may be of interest
for further studies when a specific set of bioactives is specifically investigated. Moreover, this variability is of note

23

for future studies, since it demonstrates that “coffee is never ‘just coffee” and that the content of bioactives in a
cup of coffee may vary significantly®..
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