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Abstract: The ability to measure and capture real-time unit operational data has significant benefits
during dairy processing, whether it is the basics, such as measuring temperature, pressure, and
flow rates, or more recent developments in the case of in-line viscosity and product-compositional
measurements. This rapid data collection has helped increase profitability by reducing energy costs,
minimizing product loss, and allowing automated control. Advances in technology have allowed
for in-line measurements of the composition and some physical attributes such as particle size
and viscosity; however, an attribute that spans both compositional and physical attributes is pH,
directly influenced by composition but also environments, such as temperature and dry matter
content. pH is measured for a plethora of reasons, such as a measure of milk quality (microbial
spoilage), acidification of casein, cheese production, maintaining optimum conditions during protein
hydrolysis, etc. However, very little is published on the fundamentals of pH and pH measurement in
dairy processing; rather, it is usually a cause-and-effect phenomenon. This review visits one of the
oldest analytical considerations in the dairy industry and re-examines how it is affected by product
composition and processing conditions.

Keywords: pH; hydrogen ion concentration; measurement; in-situ; in-line; temperature; milk products;
dairy processing

1. Introduction

One of the most critical control parameters within the food, pharmaceutical, cosmetic,
electrochemical, paper, and textile industries, to name a few, is the monitoring and measure-
ment of pH [1–3]. In the dairy industry, pH is often the first indication of microbiological
spoilage but is more often manipulated to create and produce an array of dairy products,
including cheese, acid casein/whey, yogurt, fermented beverages, and protein hydrolysates.
There are several attributes associated with fluids, such as density, pressure, compressibility,
and viscosity, all of which are affected by environmental conditions and compositional
attributes. A biological fluid such as milk is defined by the aforementioned properties;
however, dairy processing compounds the complexity to which milk properties are subject.
Water, the main constituent of bovine milk (~87%, w/w), contains both dissolved and
suspended components, all designed to act as a source of hydration and nutrient delivery
for the neonate. pH is a dynamic parameter that changes constantly during milk processing,
whether due to temperature, pressure, dry matter content/water removal, or microbial
activity. For the most part, pH can only be measured in an aqueous medium (continuous
phase comprised of water) and so cannot be measured in pure oils or alcohols. In the dairy
industry, pH is usually adjusted or controlled by the addition of mineral acids and bases or
through the addition of microbial cultures.

Since pH has been used universally in food physics and chemistry for well over a
century, not much thought is given to its actual meaning, but rather pH is only associated
with a certain outcome or desired product. Therefore, this review covers the fundamental
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understanding of pH, its measurement, and how it changes during milk processing, em-
phasizing the interrelationships between dry matter content, minerals, and temperature.
The review also offers insights into some of the new developments in pH data collection of
specific relevance to the dairy industry.

2. Understanding pH

The quantitative determination of pH is perhaps one of the oldest and most commonly
used analytical methods in the dairy industry. The term “pH” is an abbreviation of the
power of hydrogen or potential of hydrogen introduced by the Danish scientist Søren Peder
Lauritz Sørensen in the early 20th century. pH is defined as a measure of the hydrogen
ion activity, an ‘effective concentration’ in an aqueous solution representing the moles of
hydrogen ion (H+) per liter of solution for dilute systems at a given temperature. Mathe-
matically, pH and pOH (power of hydroxide ion) are defined as the negative logarithm to
the base 10 of H+ or OH− ion concentrations at 25 ◦C ((1)–(3)).

pH = − log
[
H+

]
(1)

pOH = −log
[
OH−

]
(2)

pH + pOH = 14 (3)

As mentioned previously, pH is, for the most part, measured in aqueous solutions
and is based on the dissociation of water (H2O) into equal concentrations of hydrogen and
hydroxyl (OH−) ions (4).

H2O ⇔ H+ + OH− (4)

The dissociation constant for this reaction is expressed as Kw and is the auto-ionization
or auto-dissociation to form H+ and OH− ions, equal to 10−14 at 25 ◦C (5). This relationship
may be expressed as:

[H+][OH−] = Kw = 10−14 (5)

Since the concentration of H+ and OH− ions are equal in pure water, it is referred
to as pH neutral, giving an equal concentration of H+ and OH− ions (i.e., 10−7 mol/L).
Therefore, to simplify the use of H+ and OH− ion concentration, pH may be defined as the
negative logarithm of

[
H+

]
((6) and (7))

pH = log[H]+ (6)

[H]+ = 10− pH (7)

Therefore, a convenient scale for pH was developed based on the dissociation of water
(H2O) and ranged from 0 to 14 (Table 1). However, it must be mentioned that at high
concentrations, acids and bases can expand outside the typical pH scale of 0–14 (further
details provided in Section 2.4).

Table 1. The pH scale based on H+ and OH− concentration.

pH H+ Concentration (mol/L) OH− Concentration (mol/L)

Acidic

0 1.0 0.00000000000001
1 0.1 0.0000000000001
2 0.01 0.000000000001
3 0.001 0.00000000001
4 0.0001 0.0000000001
5 0.00001 0.000000001
6 0.000001 0.00000001

Neutral 7 0.0000001 0.0000001

Alkaline

8 0.00000001 0.000001
9 0.000000001 0.00001
10 0.0000000001 0.0001
11 0.00000000001 0.001
12 0.000000000001 0.01
13 0.0000000000001 0.1
14 0.00000000000001 1.0
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In nature, the description of a singular atomic hydrogen ion (H+) is not entirely
accurate. Free H+ ions are extremely reactive and therefore remain free for an exceptionally
short period in aqueous solutions. The proton (H+) cannot exist alone in water, as this form
of hydrogen has one proton and only one electron; therefore, the electric field near the
singular proton is exceptionally strong, and so the proton is hydrated, forming a hydronium
ion (H3O+), see Section 2.1. Thus, the use of the term hydrogen ion does not refer to the
atomic H+ ion but to its hydrated form [4] (8). In most cases, the hydronium ion is further
solvated by water molecules in clusters such as H5O2

+ and H9O4
+ [5].

H2O + H2O↔ H3O+(aq) + OH−(aq) (8)

2.1. The Hydrogen Ion

Hydrogen, with an atomic number of 1, is the simplest of all atoms containing a single
proton and a single electron [6], while the simplest molecule is H2, a molecular analog
of atomic hydrogen consisting of two protons and one electron. Hydrogen is the most
abundant element in the universe, comprising ~75% of all matter. Hydrogen ions are the
foundation of all aqueous acid-base reactions and are involved in countless biological
functions, catalysis reactions, and protonation. Despite its importance in natural sciences,
it is near impossible to measure H+ ions due to their highly reactive nature. This reactivity
makes it one of the most essential elements in nature.

The term hydrogen ion refers to the hydrogen ion present in aqueous solutions, in
which it exists as the combined molecule

(
H3O+

)
. Hydrogen has three known isotopes

observed in nature, existing as either protium, deuterium, or tritium. The protium form is
the most common isotope comprising 99.98% of all hydrogen, which consists of only one
single proton and electron [7]. Deuterium makes up only 0.0026–0.0184% of all hydrogen
that exists on Earth and consists of one electron, and within its nucleus contains one proton
and one neutron [8]. Water enriched in molecules that contain deuterium is known as
heavy water and is used in nuclear reactors as a coolant [9,10]. Tritium, the radioactive
isotope of hydrogen, contains one proton and two neutrons in its nucleus. An insignificant
amount of tritium occurs naturally due to its interaction with atmospheric gases.

The pH scale defines the acidity or basicity of a “dilute aqueous solution, in which the
solvent is water,” and the hydrogen ions can move about freely in the solution. Therefore,
it is strictly applicable and correlated to the “hydrogen ion activity” and not to other ions
that might exist in the solution. If measurements are to be performed in non-aqueous
liquid and aqueous–organic mixed solvents, the traditional pH measurement loses its
ability to respond to H+ ions due to the dehydration of the electrode and consequent signal
drifting [11]. Measurement of hydrogen in non-aqueous solvents can be conducted with
electrodes that contain a non-aqueous filling solution (i.e., saturated lithium chloride in
ethanol for non-polar solvents or acetic acid for polar solvents).

2.2. Acid—Base Reactions

The transfer of hydrogen ions in an acid–base reaction is referred to as proton trans-
fer (9). The acid is the H+ donor, and the base is the H+ acceptor. Ka and Kb are correlated
through the ionic constant of water (Kw) (10). Under the same conditions, weak acids have
a higher pH value than strong acids.

HCl + H2O→ H3O+ + Cl−(aq) (9)

Kw =
[
H3O+

][
OH−

]
= 1× 10−14 (10)

Acids and bases are classified based on their ionization level in an aqueous solution,
where ionization is a measure of the tendency of an atom to resist the loss of electrons.
Weak acids (e.g., acetic acid, phosphoric acid, and hydrofluoric acid) and bases (e.g.,
ammonia, sodium bicarbonate) do not fully ionize in water compared to strong acids (e.g.,
hydrochloric acid, nitric acid, perchloric acid) and bases (e.g., sodium hydroxide, potassium
hydroxide); therefore, the equilibrium constant becomes a critical parameter in order to
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calculate the pH [12,13]. The equilibrium constant values of some commonly used acids in
dairy science can be seen in Table 2.

Table 2. Equilibrium constant values of some strong and weak acids commonly used in dairy processing.

Acid Chemical Formula pKa1 pKa2 pKa3

Strong acid Hydrochloric Acid HCl −7.0 - -

Weak acids

Phosphoric Acid H3PO4 2.1 7.1 12.4
Citric Acid HOC(CO2H)(CH2CO2H)2 3.1 4.8 6.4
Lactic Acid CH3CH(OH)COOH 3.9 - -
Acetic Acid CH3COOH 4.8 - -

The ability of acids to become deprotonated (donating a hydrogen ion) at a particular
pH value is determined by their H+ dissociation constant (pKa) [14]. pH, pKa, and pKb are
closely related, where the pKa and pKb values are a quantitative measure of the acid and
base strength ((11)–(13)), both representing the pH value required for the system to be able
to donate or accept a proton.

pKa = −log[Ka] (11)

pKb = −log[Kb] (12)

pKa + pKb = 14 (13)

The pKa and pKb values are described by the Henderson–Hasselbalch Equations (14)
and (15).

pH = pKa + log (
conjugate base

weak acid
) (for weak acid) (14)

pOH = pKb + log(
conjugate acid

weak base
) (for weak base) (15)

Polyprotic acids and bases are able to donate or accept more than one proton per
molecule [15]. Phosphoric acid is classified as a polyprotic acid and has three ionization
stages and therefore has three equilibrium constants described as Ka1, Ka2, and Ka3 (16).

(Ka1) H3PO4(aq) ↔ H+
(aq) + H2PO−4(aq)

(Ka2) H2PO−4(aq) ↔ H+
(aq) + HPO4(aq)

(Ka3) HPO4(aq) ↔ H+
(aq) + PO−3

4(aq)

(16)

It is important to understand the mechanism of polyprotic acids, such as the calcium
salt of phosphoric acid (tricalcium phosphate), as this is a key component of milk and
particularly of the casein micelle and becomes even more important during milk processing
and product manufacture [16,17].

2.3. The pH–Temperature Relationship

Temperature is known to have a strong effect on the chemical equilibrium and con-
comitantly affects the equilibrium constant (K). The equilibrium constant depends on
temperature, ionic strength, and the dielectric constant of the solvent. Increasing the
temperature of the system results in increased molecular vibration, ion activity, and de-
creased propensity for hydrogen bond formation (i.e., more free H+ ions). Studies have
applied mathematical modeling in order to calculate the temperature dependence of the
pKa values [18,19].

In thermodynamics, the equilibrium constant is related to the rate of the free energy
change of the reaction in relation to temperature, which is represented by Van ’t Hoff’s
Equation (17). R represents the gas constant, and ∆H represents the enthalpy change, which
can be calculated from the change in Gibb’s free energy (∆G) by calculating the difference
between the enthalpy (H) and entropy (S) [20]. By integrating Van ’t Hoff’s Equation (18),
one can obtain the temperature dependence of the pKa (19).
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∆G = ∆H− T∆S = −RTlnK (17)

d InK
d(1/T)

= −∆H
R

(18)

pKa =
∆H

2.303RT
(19)

Therefore, measuring pH, essentially a measure of the hydrogen ion activity, is only
relevant when combined with the temperature at which it was measured.

2.4. Hydrogen Ion Activity and pH in Non-Aqueous Solutions

For most applications, hydrogen ion concentration (molality: mol/kg solvent) is used
without specifically mentioning ion activity. Hydrogen ion activity (a H+) is defined by
both the concentration of hydrogen ions and the activity coefficient (γH+), as shown in (20).

aH+= γH+ ×
[
H+

]
(20)

For dilute solutions, the hydrogen ion activity (a H+) and hydrogen ion concentration
(
[
H+

]
) are almost equal, but this is not the case in concentrated systems or high ionic envi-

ronments, as the activity coefficient changes depending on the ionic strength, temperature,
dielectric constant, ion charge, ion size, and solvent density [21]. Therefore, one must know
the ionic strength of the solution, which is determined as follows:

I = 1/2∑ ciz2
i (21)

where ci is the concentration of each ion present (in moles per liter) and zi represents its
charge. The influence of salts present in a solution of which the pH value is measured is
called the salt effect. This salt effect is denoted by the symbol γxH+ and is defined as:

logγx
H= Az2

j

√I
1 + Ba0

√I
(22)

where I is the ionic strength of the system and is defined as shown in Equation (21). For
aqueous solutions at 25 ◦C, A = 0.51 mol−1/2 dm3/2 and B = 3.29 nm−1mol−1/2 dm3/2.

logγx
H=
−0.5√I
1 + 3√I

(23)

In addition, it is worth mentioning that strong acids and bases do not fully dissociate
in water at high concentrations. This is applicable during wet chemistry methods or
for cleaning/sterilization-in-place (CIP and SIP) procedures within the dairy industry.
For example, the pH of 12 M HCl (concentrated hydrochloric acid) is calculated to be
–log (12) = −1.08, although most glass pH probes are incapable of accurately measuring this
ion concentration. Furthermore, 12 M HCl may not fully dissociate in aqueous solutions,
and therefore, the absolute pH may be higher than the pH theoretically calculated from
acid molarity.

The definition of pH and its measurement is well-developed for aqueous solutions;
however, the determination of pH in non-aqueous solutions is less defined. Numerous
functions, theories, and calculations have been developed over the years to indicate the
acidity/basicity of non-aqueous or strongly acidic solutions [22]. Himmel et al. [22] pro-
posed a unified Brønsted acidity scale following on from initial studies by Ugo et al. [23]
and Katritzky et al. [24], who investigated acid–base equilibria in organic solvents. This
was based on the absolute chemical potential of protons in any medium, which allows us
to directly compare acidities in different media and give a thermodynamically meaningful
definition of super-acidity. Himmel et al. [22] established a new unified Brønsted acidity
scale at 1 bar and 298.15 K. Following the origin of the unified acidity scale, the scale has
been extended for several solvent–water mixtures. Several studies [25–28] have investi-
gated the new concept of a unified pH scale in non-aqueous, non-hydrogen bond donor
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solvents, such as in ethanol, methanol, acetonitrile, and also when mixed with water and
saline solutions. Recently, a large European research group [29] developed and validated
reliable and universally applicable measurement procedures for determining absolute pH.
In dairy processing, the measurement of absolute pH may find relevance in systems with
high alcohol content, such as in cream liqueurs, where the ethanol content can be as high as
20% (v/v) in the finished product. However, this may be higher during production where
the ethanol content can be as high as 50% (v/v) prior to oil and sugar addition [30].

3. Measuring pH
3.1. Measurement Approaches and Types of Probes

There is a large range of approaches available for measuring pH, ranging from easy,
inexpensive methods such as colorimetric analysis to glass and titanium probes capable
of withstanding severe environmental conditions. Colorimetric methods, using indicator
reagents or pH test strips, were widely used prior to the development of the metal electrode
and potentiometric/electrochemical measurements of pH using glass electrodes [31–33].
Measurements conducted using indicator reagents (e.g., phenolphthalein, ethyl red, methyl
red) provide rapid, reproducible, and inexpensive measurements [34]; however, the mea-
surements obtained are usually only approximate values [35]. Colorimetric pH methods
are prone to inaccuracies when used in milk systems, as measurements can be influenced
by the concentration and type of protein and their isoelectric point [33]. Therefore, most
laboratory pH meters used today are potentiometric sensors consisting of single combina-
tion electrodes, also known as ion-sensitive membranes, which can be prepared as either
solid, liquid, or specific to the analyte [36]. They operate based on the electrical potential
difference (∆ϕ) principle between the interface (liquid, solid, or other specific type) and an-
alyte, with an ideal Nernstian response [36,37]. Based on the Nernst Equation (24), R is the
gas constant, T is the absolute temperature, F is the Faraday constant, and concentrations
(ci) are noted in terms of H+ ion activity of inner and outer solutions (ai) [20].

∆ϕ =

(
RT
F

)
ln

ainner

aouter
(24)

Glass membrane electrodes are classified as solid electrodes responsive to changes in H+

activity and may consist of a combined reference and pH electrode. Compared to colorimetric
methods, commercially available glass electrodes give a good linear response in the pH
range 2 to 9, with a short pH response time up to pH 14, give good reproducibility, and are
durable [38,39]. Glass probes are most suited to laboratory use and given their brittle nature
and relatively small operation temperature range, there are limitations when used in the
food, beverage and biomedical industry [31]. However, with developing technology, there
are several new and innovative designs such as microelectrodes [40,41], disposable electrode
tubes [42,43] and needle-type pH electrodes, gel-filled electrodes, solid-state electrodes, ion
selective electrodes (ISE), and epoxy body electrodes. Hashimoto et al. [44] recently developed
a novel metal-oxide-coated stainless steel pH sensor with a pH sensitivity of 88–100%, pH
repeatability of 0.1–0.6 pH units, and an initial pH response time of ~1 s which is significantly
shorter than commercial glass electrodes (typical response time of 14 s).

3.2. Monitoring pH
3.2.1. Off-Line and At-Line Measurements

Off-line analysis is commonly used for most analytical methods and particularly
for pH measurements, whereby a sub-sample or aliquot of product is removed from
the production process and analyzed independently of the manufacturing process. A
disadvantage of off-line analysis is the inevitable time delay, which may allow significant
changes to occur between sampling and pH analysis, such as fluctuations in temperature,
pressure, microbial contamination, or time-related changes in mineral equilibrium (e.g.,
calcium phosphate 
 ionic calcium).
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At-line analysis is similar to off-line measurements; the sample is removed from the
process but is measured close to the manufacturing line (Figure 1). There is little time delay
between sampling and analyses, although changes may still occur to the sample, similar
to off-line where temperature and other environmental factors may change. For most
applications, at-line analysis offers a suitable compromise where in-situ measurements of
pH are not feasible.
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Figure 1. Schematic representation of off-line, at-line, on-line, and in-line approaches to measuring
pH in dairy processing.

3.2.2. On-Line Measurements

On-line measurement for pH might prove most feasible, whereby the sample is di-
verted from the manufacturing process as a bypass stream and may be returned to the
process if need be. The sample is automatically measured in the bypass line by the pH
probe. On-line instruments may be defined as a process analytical tool (PAT), allowing
for real-time capture of process and product qualtiy and giving the flexibility to make
in-process changes when needed. The advantages of this approach are that product can be
diverted to the sensor or can be closed off for a straight-through process.

3.2.3. In-Line/In-Situ Measurements

In-line or in-situ measurements take place directly in the process and monitor product
properties in real-time (Figure 1), such as dissolved CO2, conductivity, pH, temperature,
etc. [45–47]. In-situ pH monitoring is ubiquitous in the dairy industry for applications
such as cheese and yogurt manufacture, monitoring fermentation properties within biore-
actors, and particularly in cases of large-scale protein hydrolysis where pH may have to
be maintained or controlled for optimum enzyme activity. However, where in-situ pH
measurement becomes more difficult is during high-temperature heat treatment, partic-
ularly during thermal processing in excess of 90 ◦C. Essentially, the dairy industry uses
off-line and at-line measurements for capturing pH data of milk and milk derivatives, with
the general exception of specific fermentation processes which make use of in-situ pH
analysis, although this usually takes place at relatively low temperatures. In-situ probes
should be of sanitary design, i.e., European Hygienic Engineering Design Group (EHEDG)
standards or 3A design, without moving parts or seals [34]. These in-situ sensors should
also be compatible with repeated cleaning-in-place or sterilization-in-place regimes, while
extended periods at high temperatures should not affect the sensor‘s performance. Regular
calibration is also required using appropriate buffering solutions.

4. Industrial Applications of In-Line pH Measurement under Challenging
Environmental Conditions

In-line pH sensors, designed for continuous data measurement, have been used in the
biotech and pharmaceutical industries for a number of years [48–50]. However, there are
a limited number of electrode systems capable of providing in-situ pH measurements at
temperatures greater than 100 ◦C and at pressures greater than saturated water pressure.
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Advances in probe technology have recently allowed relatively inexpensive glass probes to
be developed. Recently, Aydogdu et al. published two studies examining the pH of skim
milk, milk permeate [51], and milk protein solutions [52] under relatively high temperatures
(i.e., 120 ◦C and 140 ◦C) using a static batch type system and a continuous method where
the probe was inserted in the holding section of a tubular heat exchanger. While the
aforementioned studies were a first for dairy products, the pharmaceutical and geothermal
industries have been measuring pH under challenging environmental conditions such
as high temperature and pressure for a number of years. A report by Sanjuan et al. [53]
highlighted a number of probe types and listed their capabilities and disadvantages when
operating under harsh geothermal conditions. These geothermal conditions are far more
severe than almost anything experienced in the dairy industry, with pH measurements
required at temperatures up to ~500 ◦C and pressures up to 50 MPa, such as those in
geothermal vents and hydrothermal fluids.

One of the most robust probes for measuring pH is the solid-state yttria-stabilized
zirconia (YSZ) ceramic probe combined with an Ag-AgCI reference electrode allowing
in-situ pH to be measured under the most severe environmental conditions. The pH
electrode assembly is located at the tip of the sensor and housed in a titanium casing.
Several studies have used variations of the YSZ probe. An early study by Inda et al. [54]
showed that the YSZ probe followed an almost Nernstian response to potential as a function
of pH and gave a stable pH reading within 30 s, as opposed to other probes, which can
take significantly longer. At the same time, Jung and Yeon [55] designed a loop system
using stainless steel coated in titanium and a YSZ probe to measure the pH of coolants
in pressurized water reactors and were capable of accurately measuring pH at 280 ◦C. A
comprehensive study by Truche et al. [56] measured the pH in-situ of NaCl hydrothermal
solutions at temperatures up to 280 ◦C and 150 bar. The pH probe was an oxygen-ion
conducting ceramic sensor coupled to an Ag/AgCl reference electrode. An additional
custom-made water-cooled jacket was fitted around the external extremity of the reference
probes to keep the Ag/AgCl couple at room temperature and to stabilize the reference
potential. Accurate pH measurements require that the potential of the reference electrode
remains constant. These authors stated that room temperature measurements could not
be extrapolated to experimental conditions by numerical simulations when dealing with
complex and extreme systems such as those occurring in the Earth’s crust or geothermal
wells. Similarly, Aydogdu [51] made a similar statement for milk and milk permeates
where capturing pH data from 25 up to 80 ◦C was not representative of pH at 140 ◦C when
quantified by extrapolation. Limitations of YSZ sensors have been highlighted in recent
years, especially dealing with sensor durability when exposed to high temperatures [57],
but for the most part, this is within environments of extremes well beyond those used in
dairy processing.

This probe may be relevant to the dairy industry for UHT processing systems where
temperatures in excess of 140 ◦C can be reached, although the product is usually only held
for a short period (≤5 s). This type of pH probe may also find more practical applications
in high-temperature processing with extended holding times, such as in the use of in-
container sterilization, where time–temperature combinations are in the region of 121 ◦C
for >15 min. Previous studies by Aydogdu [51,52], while practical, relatively cheap, and
ideal for laboratory applications up to 140 ◦C, are not suitable for in-line measurements
during industrial processing due to the use of a glass housing for the probe (Figure 2). There
are, however, more commercially available probes capable of withstanding temperatures up
to 130 ◦C comprised of titanium or ceramic housing and may be an option for pilot–plant
applications where run times are relatively short. These probes may also be used during
cleaning- or sterilization-in-place for processing equipment. Implementation of analytic
tools and smart sensors for real-time monitoring would enable consistent and accurate pH
measurements and allow process optimization for maximum efficiency and quality.
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Considerations for Choosing the Right Probe

There are many commercial suppliers offering a range of probes capable of measuring
pH at high temperatures, and it is often a case of weighing up the conditions of use, i.e.,
temperature, pressure, accuracy, durability to corrosion, physical abrasion, length of time
spent under such conditions and ultimately cost.

5. pH in Dairy Systems

The pH of milk is mainly influenced by the amino acid profile, temperature, and
mineral composition. Other milk components such as lactose, lactose breakdown products,
and microorganisms all play a role in milk pH but may be considered either secondary or
external factors. However, one means of assessing the influence of the entire milk ecosystem
on pH is by examining buffering capacity. The method involves adding a known volume
of acid or base and monitoring the subsequent pH change. Van Slyke [58] defined the
buffering capacity as ((25) and (26)):

β =
dB

dpH
or β = − dA

dpH
(25)

where B is the number of moles of a strong base and A the number of moles of strong acid.

β =
dB

dpH
=

(volume o f acid added)× (normality o f the acid)
(volume o f the sample)× (pH change)

(26)

Upreti et al. [14] stated that a total of 36 chemical species were relevant for modeling
the buffering capacity of bovine milk and listed them as non-protein substances such as
cations (i.e., Na+, K+, Ca2+, Mg2+), anions (i.e., phosphate, citrate, and lactate), metal ion
complexes and insoluble calcium phosphate, as well as protein-bound amino acids. The
association of ions with proteins, particularly caseins, occurs via electrostatic interactions
between phosphoserine residues on the proteins and positively charged free ions, although
phosphoserine groups mainly bind with colloidal calcium phosphate. Minerals represent
a relatively small fraction of milk compared to fat, protein, lactose, and water; however,
they play a vital role in the stability and configuration of casein micelles and concomitantly
on the physicochemical and functional properties of dairy products [59]. The six major
minerals in milk include Ca, Mg, K, Na, P, and Cl, which are found as complex minerals
or free ions and are in a constant state of dynamic equilibrium. This dynamic equilibrium
is affected by numerous environmental conditions such as pH, temperature, and solids
concentration [60]. Aside from the environmental conditions that effect the mineral balance,
it is the protein content, and specifically the micellar casein concentration that distinguishes
the distribution between the soluble and insoluble mineral fraction. Soluble milk minerals
are present as free ions or associated with counter ions and distributed throughout the
aqueous phase, compared to insoluble minerals mainly associated with the micellar casein
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fraction (e.g., micellar calcium phosphate) [16,17,61]. Approximately one-third of calcium
(~9.0 mM), two-thirds of magnesium (~3.0 mM), half of the inorganic phosphate (~11.0 mM),
and almost 90% of citrate (~8.0 mM) are found in the aqueous phase, while the remaining
minerals are associated with the phosphorylated residues of caseins and form micellar
calcium phosphate [60,62].

5.1. Effects of Solids Content and Temperature on Milk pH during Dairy Processing

The removal of water in milk systems equates to an increase in the solute-to-solvent
ratio, with a concomitant increase in the ionic strength of the solution. As shown in
Section 2.4, the increase in ionic strength directly influences the hydrogen ion activity and,
consequently, the pH. Therefore, during evaporation, the pH of milk decreases, and ionic
strength increases, causing a reduction in the activity coefficient of soluble calcium and
phosphate [63]. Aside from the increase in ionic strength, the concentration of milk often
coincides with an increase in viscosity that can affect pH measurement, as the electric
potential between the sample and reference can be hindered. This becomes particularly
relevant in highly viscous products such as processed cheese. Concurrently heat treatment
often occurs simultaneously with evaporation, and as a result, there are multiple factors to
be considered when measuring the pH of milk concentrates. As described in Section 3.1,
the pH–temperature relationship is described by the Nernst equation and is important for
milk systems, which may be subject to thermal conditions ranging from refrigeration at
4 ◦C, during milk intake and storage, up to ultra-high temperatures (≥140 ◦C).

Thermal treatment of milk is common practice in the dairy industry in order to in-
activate microorganisms, maximize shelf life [64], and alter product functionality (e.g.,
low, medium, and high heat-treated milk) [65,66]. Studies have shown that milk sub-
jected to heat treatment result in changes in the pH and mineral equilibrium, which is
correlated to the extent and severity of the heat treatment [67–71]. Heat treatment of
milk at temperatures greater than 90 ◦C is known to cause irreversible changes to both
protein and mineral properties, such as precipitation of calcium phosphate, denaturation
and aggregation of whey proteins, casein de-phosphorylation, and release of non-protein
nitrogen compounds [57,72]. However, at temperatures less than 90 ◦C, the shift in the
mineral equilibrium from soluble to insoluble is considered to be largely reversible after
cooling [73,74]. At ~25 ◦C, ~66% of the calcium and ~50% of the phosphate in milk are
found to be associated with the micellar casein fraction (colloidal calcium phosphate).
Increasing the temperature of milk causes a decrease in the soluble contents of both calcium
and phosphate with a concomitant release of hydrogen, resulting in a decrease in pH [17,75].
This would mean a shift in equilibrium from left to right in Equation (27) below.

3Ca+ + 2H(PO4)2 ↔ Ca3(PO4)2 + 2H+ (27)

An early study by Brule et al. [76] investigated the effect of heat treatment intensity
on the protein-free aqueous phase of milk. In their study, milk permeate (obtained by
ultrafiltration of skim milk at 20 ◦C) was heated to 30 ◦C, 60 ◦C, or 90 ◦C. Results showed
that heat treatment significantly affected the precipitation of either mono-calcium phosphate
or tri-calcium phosphate based on temperature and initial pH of the permeate. Increased
temperature resulted in increased precipitation of calcium and phosphorus and a greater
decrease in the pH as a result of hydrogen ion release. These authors suggested that the
precipitation of calcium and phosphorus decreased by decreasing the initial pH of the
permeate. At pH 6.6, approximately 40% of the calcium and 26% of the phosphorus was
precipitated; however, when the pH was adjusted to more acidic values, such as pH 6.0,
almost no precipitation was observed. A review by Fox [77] on heat coagulation of milk
stated that heat-induced changes are mainly a result of heat-induced acidity, as continuous
neutralization delays coagulation indefinitely, regardless of all other heat-induced changes
that occur.
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5.2. Addition of Salts

The addition of salts to milk and dairy products occurs for numerous reasons, often
added as processing aids for binding free ions or added as mineral fortification to meet
nutritional requirements. Thus, there is a plethora of research articles and reviews already
published focusing on this subject. Primarily covering the addition of ethylenediaminete-
traacetic acid (EDTA), citrates, phosphates, etc., to milk systems in order to increase heat
stability, particularly in infant formula manufacture, or for protein standardization in
milk through the addition of milk permeate [78–85], all of which significantly affect pH
depending on concentration and type of mineral addition. Ion sequestrants, such as citrates
and phosphates, are well known to influence protein stability and mineral equilibrium
and can concomitantly affect pH [84,86,87]. Sequestrants are often added to high-protein
dairy concentrates on enhancing their subsequent rehydration and solubility properties
after spray drying [86,88]. This is achieved by binding free divalent ions and calcium from
colloidal calcium phosphate, which results in swelling and even dissociation at certain
levels of the casein micelle. McCarthy et al. [88] showed significant changes in the pH of
milk protein solutions with the addition of salt type and concentration, with trisodium
citrate increasing pH, whereas sodium dihydrogen phosphate caused a significant decrease
in pH. Therefore, there was not only an effect from sequestering ions but also from the
protonation or deprotonation of amino acids affecting protein electrostatic charge. Seques-
trants are often referred to as emulsifying salts in the area of processed cheese manufacture,
where they are added to hydrate the protein from cheese and allow hydrated proteins
to sufficiently emulsify the melted fat during the cooking process, which usually takes
place at temperatures between 80 ◦C and 100 ◦C [89]. pH is adjusted to between pH 5.7
and 6.0 using either citric acid, lactic acid, or sodium hydroxide at a dry matter content
of ~50% (w/w). However, as shown by Guinee and O’Callaghan [90], pH adjustment is
often performed off-line (Section 3.2.1), where subsamples were cooled, pH adjusted, and
re-measured after 24 h. Given the influence of pH on the texture and microstructure of
processed cheese, in-situ pH monitoring during cooking and shearing could be particu-
larly valuable, where hydrogen ion activity will differ significantly at high temperature in
addition to the ion binding capacity of emulsifying salts.

6. Conclusions

Hydrogen ion concentration defines most chemical reactions, influencing the biolog-
ical and physical properties of systems. From its inception in the early 20th century, the
measurement of pH has remained a barometer for chemical processes. However, it is appar-
ent that the significant level of pH monitoring in the dairy industry is usually performed
at-line or off-line with a significant lack of in-situ measurements taking place. However,
advances in pH measurement have increased steadily with more rapid and accurate probes
available. This review has highlighted these probes are able to withstand high pressure and
temperatures and that the dairy industry could potentially avail of them. Processed cheese
and infant formula applications are ideal examples of where high solids (~50%, w/w, dry
matter), high-temperature processing, and the sequestering of monovalent and divalent
ions is performed and where real-time in-situ monitoring of pH could provide greater in
process control and product quality. Aside from the dairy industry, examining potential
technologies from other industries, such as the geothermal sector, has allowed dairy scien-
tists to examine pH in milk-based systems under challenging conditions, highlighting the
benefit of using cross-sector technology.
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