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Abstract 
 

Phase II metabolites, or conjugates, are highly polar, non-volatile and thermolabile compounds 

that need to be analysed in biological matrices such as urine, bile and plasma. Liquid 

chromatography (LC) and capillary electrophoresis (CE) are proven techniques for the analysis 

of compounds of this kind, but the standard detectors in LC and CE lack sensitivity and 

especially specificity. Coupling of LC or CE to mass spectrometry (MS) provides a powerful 

tool for qualitative and quantitative analysis of drug conjugates. Atmospheric pressure 

ionisation (API) methods produce soft ionisation of the compounds and are well suited for the 

analysis of thermolabile secondary metabolites. 

 

The mass spectrometric and tandem mass spectrometric (MS/MS) behaviour of nitrocatechol-

type glucuronides was systematically studied using atmospheric pressure chemical ionisation 

(APCI) and electrospray ionisation (ESI). The effect of operational parameters on the 

fragmentation of the compounds and the MS and MS/MS spectra is described. The applicability 

of APCI and ESI and a new atmospheric pressure photoionisation (APPI) method for the 

analysis of several phase II metabolites in biological matrices was evaluated. 

 

With the help of enzymatically synthesised standard compounds, three direct methods relying 

on liquid chromatography−tandem mass spectrometry (LC−MS/MS) and capillary 

electrophoresis−tandem mass spectrometry (CE−MS/MS) were developed for the quantitative 

analysis of nitrocatechol glucuronides. ESI in negative ion mode giving deprotonated molecules 

as base peaks in the spectra was found to be the most suitable for the analysis of acidic 

glucuronides. Conditions in the ion source were optimised to produce high abundance of 

deprotonated glucuronide as parent ion, to be fragmented by collision induced dissociation to 

the product ions that were analysed. All methods were based on highly specific selected reaction 

monitoring. 

 

The applicability of the methods was demonstrated in the analysis of intact glucuronides in 

urine and plasma. Urine samples were purified before analysis by simple solid phase extraction 

(SPE). For plasma samples, on-line purification using column-switching technique and 

restricted access material (RAM) column was more effective. All methods were shown to be 

repeatable and sensitive, the limits of quantitation being few femtomoles of glucuronide to MS. 
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1. Introduction 
Drugs are xenobiotic to living organisms and are metabolised by organisms as a protection. 

Drug metabolism reactions are commonly divided into phase I and II reactions. In phase I 

reactions functional groups are added to or generated in the molecule, while in phase II 

reactions the molecule is conjugated with some endogenous species. The most important phase 

II reaction in vertebrates is glucuronic acid conjugation. The others are sulphation, methylation, 

glutathione conjugation and acetylation. 

 

The purpose of conjugation is to inactivate the compound or to make it more readily excretable 

by increasing its water-solubility. Drug conjugates are polar, non-volatile and thermolabile 

compounds, found in biological matrices such as bile, blood and urine. Bioanalysis is an 

important area of research when the metabolic pathways and clinical usefulness of a drug 

candidate need to be assessed. Highly selective and sensitive analytical methods are required in 

these studies. Conjugated products in complex biological matrices must be identified and 

quantitated, preferably without time-consuming pre-treatment of the samples.  

 

Mass spectrometry (MS) providing both qualitative and quantitative information on the analytes 

is needed in bioanalysis. Mass spectra have been widely recorded for the identification of drug 

conjugates in conjunction with liquid chromatographic retention parameters, nuclear magnetic 

resonance spectra and tandem mass spectra (MS/MS). In quantitative analysis the lack of 

commercially available specific standard compounds often complicates the work, so that 

enzymatic or acid hydrolysis of the conjugates to parent compounds is required before the 

analysis. These indirect methods are time-consuming, however, and not always reliable−for 

example if the hydrolysis is incomplete. 

 

In this work, mass spectrometric and tandem mass spectrometric behaviour of synthesised 

glucuronide conjugates of nitrocatechol-type compounds was studied with use of electrospray 

ionisation (ESI) and atmospheric pressure chemical ionisation (APCI) methods (I). Conjugates 

of catechol-type compounds were identified and their amounts in biological matrices were 

compared (II). Direct methods of quantitative analysis relying on hyphenation of liquid 

chromatography (LC) or capillary electrophoresis (CE) with mass spectrometry were optimized 

for nitrocatechol-type glucuronides (III,IV). An LC-MS/MS method utilising a restricted access 

material (RAM) column for on-line sample purification and allowing direct plasma injections 

was developed for the analysis of glucuronide of entacapone in rat plasma (V). 
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2. Review of the literature 
 
2.1. Drug metabolism 
 
Drugs are xenobiotic to living organisms causing organism to biotransform them in various 

ways. Determination of a drug’s fate through its in vivo behaviour is a challenging task for the 

pharmaceutical industry (Clarke et al. 2001). Knowledge of the metabolism of a new drug is 

nevertheless highly important since the metabolism can lead to the production of inactive or 

toxic species, or activate the drug (Clarke and Burchell 1994). Although many drugs are 

extensively excreted unchanged by the kidney, most drugs metabolise before excretion. 

Typically, drug metabolism reactions are divided into phase I and phase II reactions (Gibson 

and Skett, 1994). Phase I reactions, such as oxidation, reduction and hydrolysis, are 

functionalisation reactions in which reactive groups are added to or created in the molecule. 

Phase I reactions prepare the molecule for phase II reactions, conjugative reactions in which 

small endogenous species such as glucuronic acid are attached to the molecule. Compounds are 

usually detoxified in conjugation, become more water-soluble than the original compound and 

are more readily excreted (Clarke and Burchell 1994). 

 

Cytochrome P-450 is the most important and extensively studied enzyme family catalysing 

phase I reactions. Enzymes like UDP-glucuronosyltransferases, sulphotransferases, glutathione-

S-transferases, acetyltransferases and methyltransferases are responsible for phase II reactions. 

The latter enzymes are important in the inactivation of pharmacologically active compounds and 

in detoxifying the carcinogenic and otherwise toxic compounds formed in phase I reactions.  

 

2.2. Glucuronic acid conjugation 

 

Glucuronic acid conjugation is the most common conjugative pathway in drug metabolism and 

drugs from almost all therapeutic classes are glucuronidated (Miners and MacKenzie 1991, 

Clarke and Burchell 1994). There are many reasons for this: the functional groups for 

glucuronidation are numerous, the D-glucuronic acid for the synthesis of co-enzyme, uridine 

5’diphospho-α-D-glucuronic acid (UDPGA), is readily available in all tissues of the body, and 

the water solubility of the conjugated product is greatly increased by glucuronic acid 

conjugation (Low and Castagnoli, 1991). The physiological purpose of glucuronidation is to 

enhance the excretion of such endogenous compounds as steroid hormones, bile acids, thyroid 

hormones and 5-hydroxytryptamine, as well as to terminate the biological activity of 

xenobiotics like drugs (Tukey et al. 2000). Glucuronidation can take place with alcohols, 
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phenols, hydroxylamines and carboxylic acids, with amines and sulphonamides, and with thiols 

with the formation of O-, N- and S-glucuronides, respectively. Glucuronidation is catalysed by 

enzymes of the uridine diphosphate glucuronosyltransferase multigene enzyme family. UDPGA 

provides the glucuronic acid moiety for the reaction, which is a nucleophilic SN2 displacement 

reaction (Fig 1) (Tephly and Burchell, 1990). The products of the reaction are ether or ester 

glucuronides, depending on whether the uridine diphosphate group is replaced by an alkoxyl or 

phenoxy group or by an acyloxy group.  

 

The liver has been established both quantitatively and qualitatively as the most important site 

for glucuronidation (Mulder et al. 1990). Several extra-hepatic tissues also glucuronidate 

compounds, though with more restricted substrate specificity and capacity than hepatic tissue. 

Rat kidney has activity towards phenols and bilirubin but not towards (−)-morphine and 

testosterone, while human kidney does not conjugate bilirubin but is capable of conjugating 

both (+) and (−) enantiomers of morphine (Clarke and Burchell 1994). Phenols, (−)-morphine, 

certain steroids and bilirubin are glucuronidated in the rat gastro-intestinal tract. The tissues 

with high activity to simple phenols are lungs, bronchus, and nasal tissue, while the UGT 

activity found in spleen, thymus, brain and heart is lower (Clarke and Burchell 1994). 

 

Glucuronide conjugation usually leads to inactive products. However, conjugation can also 

convert drug metabolites to compounds that are biologically active or to prodrugs that serve as 

carriers of biological activity to specific tissues (Kauffman et al. 1994). Probably the best 

known example of pharmacologically active glucuronide is 6-O-glucuronide of morphine, 

which is 650 times more potent as an analgesic than is the parent drug (Paul et al. 1989). 

 

Fig. 1. Glucuronidation of morphine catalysed by uridine glucuronosyltransferase. 
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2.3. Sulphate conjugation 

 

Sulphation is a major conjugation pathway for phenols but also occurs for alcohols, amines and 

thiols (Weinshilboum and Otterness 1994). Sulphation enhances the water solubility of most 

compounds and usually results in a decrease in biological activity. As with glucuronide 

conjugation, exceptions to this are well known; for example, sulphate conjugation is necessary 

for activity of minoxidil (Meihseri et al. 1988). In contrast to glucuronidation, the amount of co-

substrate, 3’-phosphoadenosine-5’-phosphosulphate (PAPS), for sulphation may be limited 

(Weinshilboum and Otterness 1994). PAPS is synthesised from inorganic sulphate and 

adenosine triphosphate (ATP) in a two-step process in which the concentration of inorganic 

sulphate may be the limiting factor. This is because a significant amount of the sulphate pool is 

used for the conjugation of endogenous compounds such as steroids, catecholamines, heparin 

and thyroxin. Most drugs and endogenous compounds that can be glucuronidated can also be 

sulphated, and competition for the substrate between the two pathways may result (Mulder et al. 

1990, Gibson and Skett 1994). Sulphate conjugation is considered to predominate in low 

substrate concentration and glucuronidation at high concentration. 

 

2.4. Methylation 

 

The transfer of a methyl group to heteroatoms such as oxygen, nitrogen and sulphur i s catalysed 

by many methyltransferase enzymes (Creveling and Thakker, 1994). Most of the 

methyltransferases are specific for endogenous compounds, but also some exogenous 

compounds can be methylated by non-specific N-methyltransferase found in lung (Gibson and 

Skett 1994). S-Adenosyl-L-methionine is a common methyl donor shared by all enzymes 

catalysing methyl transfer reactions. The co-factor required in methylation processes, S-

adenosylmethionine, is produced under the influence of L-methionine adenosyltransferase from 

L-methionine and ATP. Unlike other conjugation reactions, methylation usually leads to a less 

polar compound and excretion of the drug is hindered (Gibson and Skett 1994). 

 

2.5. Other conjugation reactions 

 

Acetylation, amino acid conjugation, glutathione conjugation and fatty acid or cholesteryl ester 

conjugation are the other phase II reactions. Acetylation reactions are common for aromatic 

amines and sulphonamides (Gibson and Skett 1994). The co-factor required in these reactions, 

acetyl-CoA, can be obtained from the glycolysis pathway or via direct interaction of acetate and 
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coenzyme A. In common with acetate, exogenous carboxylic acids can form CoA derivatives in 

the body and then react with endogenous amines to form conjugates. In this special form of N-

acylation, not the endogenous co-factor but the drug is activated (Gibson and Skett 1994). 

Glycine, glutamine, ornithine, arginine and taurine are common amino acids involved. Many 

drugs are, or can be, metabolised by phase I reactions to strong electrophiles, which can react 

with glutathione to form non-toxic conjugates. These may be excreted directly in urine or may 

further metabolise to cysteine conjugates, and finally, via N-acetylation pathway, yield N-

acetylcysteine conjugate or mercapturic acid. Conjugation of fatty acids, like stearic or palmitic 

acid, takes place, for example, with 11-hydroxy-9∆-tetrahydrocannabinol (Gibson and Skett 

1994).  

 

2.6. Analysis of glucuronide conjugates 

 

Glucuronide conjugates, commonly known as glucuronides, were earlier considered to be 

merely inactive species and less important products of metabolic pathways. Discovery of the 

high activity or toxicity of some glucuronides (e.g. morphine-6-O-glucuronide) has led to 

growing interest in both qualitative and quantitative analysis of glucuronides. Indirect methods 

are often utilised. In such methods, drug metabolites suspected of being glucuronides are 

incubated with a glucuronidase, an enzyme that hydrolyses glucuronide conjugates, and the 

released aglycone is then quantified. An estimate of the extent of formation of glucuronides is 

obtained by summing the amount of unchanged drug and that released from the conjugate. 

Indirect methods are time-consuming, however, and sometimes unreliable, because the 

hydrolysis is incomplete due to inhibiting enzymes present in the matrix. Direct, especially 

quantitative methods of analysis for glucuronides are few, mainly because of the lack of 

commercially available standard compounds. 

 

Analysis of glucuronides is not straightforward. Glucuronides are thermolabile, highly polar, 

non-volatile compounds excreted in complex biological matrices such as urine, blood, bile, 

cerebrospinal fluid and faeces. Thus separation from the disturbing matrix compounds is 

required before detection. The amount of glucuronide may also be extremely low, as, for 

example, at the end of a pharmacokinetic series, so that extremely high sensitivity is required of 

the analytical method. A variety of methods have been developed for the analysis of 

glucuronides (Bedford 1998). Techniques, such as gas chromatography, in which high 

temperatures are used are inappropriate because glucuronides are thermolabile. Capillary 

electrophoresis is particularly good technique for the analysis of polar compounds, like 
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glucuronides, and has recently attracted growing interest (Bedford 1998, Boone et al. 1999, 

Ding and Vouros 1999, Heitmeier and Blaschke 1999, Wey et al. 2000, Meier and Blaschke 

2000). A major technique for the determination of non-volatile, polar and water-soluble 

glucuronides is liquid chromatography. Liquid chromatography with ultraviolet (UV) or 

fluorimetric detection is included in about 80% of references cited in a review of analytical 

methods for glucuronic acid conjugates (Bedford 1998). The most commonly used stationary 

phase in LC analysis of glucuronides is unpolar octadecylsilane or octylsilane with mobile 

phase consisting of acetonitrile and acidic buffer species (pH 1.8-4.0) in reversed phase mode. 

Relatively low pH ensures protonation of carboxylic acid in glucuronide moiety and ensures 

good chromatography of the compounds (Bedford 1998). Limitations of the technique are 

mostly related to detection: poor sensitivity because of the aglycone structure or poor selectivity 

of the standard LC detectors.  

 

2.6.1. Liquid chromatography−mass spectrometry 

 

Coupling of LC to mass spectrometry provides additional sensitivity and most notably, high 

selectivity for the analysis of drug conjugates (Baillie 1992). Early work in mass spectrometric 

analysis of glucuronides was done using ionisation methods such as electron impact and 

chemical ionisation (Perchalski et al. 1982, Bruins 1981), thermospray (TSP) (Liberato et al. 

1983, Rudewicz and Straub 1986) and fast atom bombardment (FAB) (Rudewicz and Straub 

1986, Fenselau et al. 1984). In the late 80’s and early 90’s, the majority of glucuronide studies 

employed TSP-LC−MS and FAB-MS, as reviewed by Baillie in 1992. The sensitivity of these 

techniques is highly dependent upon analyte type, however, and TSP mass spectra are often 

affected by temperatures at the interface. Introduction of atmospheric pressure ionisation (API) 

techniques, in which the eluent from LC is nebulized the ion source at atmospheric pressure, has 

made coupling of LC to MS easy and nowadays practically all LC−MS methods, including 

those in glucuronide analysis, rely on these ionisation techniques (Niessen 2000). Interfaces for 

atmospheric pressure chemical ionisation and electrospray ionisation are compatible with 

reversed-phase solvent systems, suitable for a wide range of structural types, easy to operate, 

and available from all major mass spectrometer manufacturers. More recently a new interface, 

based on atmospheric pressure photoionisation (APPI), has been introduced to the market (Robb 

et al. 2000).  

 

API techniques are soft ionisation methods that yield abundant even-electron parent ions 

([M+H]+ or [M-H]-), which indicate the molecular weight of the unknown compound. The 
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spectra obtained by soft ionisation methods often suffer from the absence of significant 

fragment ions, but this problem can be solved by the use of tandem mass spectrometry. MS/MS 

is an irreplaceable tool in the structure elucidation of drug metabolites and utilised also in the 

“metabolic mapping” of drug substances as first outlined in 1982 (Perchalski et al. 1982) and 

further developed shortly thereafter (Rudewicz and Straub 1986). In the “metabolic mapping” 

procedure, possible metabolites are searched by precursor ion scanning or neutral loss scanning 

in collision induced dissociation (CID) conditions. The parent ion found with this procedure is 

selected for CID and the molecular structure of the compound is further confirmed by a 

daughter ion spectrum. 

 

Electrospray ionisation 

 

Electrospray mass spectrometry was first introduced in 1984 (Yamasita and Fenn 1984a,b), 

though some early experiments were made in 1968 (Dole 1968). In this technique the ions are 

formed primarily in the liquid-phase and the solution is passed through a small diameter (i.d. 0.1 

mm) capillary held at high potential (3-6 kV) to the ion source. Because the capillary tip is very 

narrow, the electric field in the air at the capillary tip is very high (Kebarle and Tang 1993). 

This field partially penetrates the liquid at the capillary tip. If a positive potential is set to the 

capillary, positive ions in the liquid will drift towards the liquid surface, while negative ions 

drift away from it. As a result, the positively charged surface is drawn outfield such that a liquid 

cone, called Taylor cone, which emits a fine spray of positively charged droplets, is formed. 

Two models have been presented for the mechanism by which the ions are formed from the 

spray: the charged-residue model, also called the single ion in droplet theory (Dole et al. 1968), 

and the ion-evaporation concept of Iribarne and Thomson (Iribarne and Thomson 1976).  

 

The stability of the electrospray process is limited to flow rates of 5-10 µl/min (Yamasita and 

Fenn 1984, Whitehouse et al. 1985). This requires significant splitting of the flow when the 

interface is used to couple conventional 4.6 mm I.D. LC columns. Formation of the spray can be 

improved, and thus the flow rate increased, by pneumatically assisting the nebulisation with a 

method called ionspray (Bruins et al. 1987). This interface design allows the use of moderate 

voltages and eluents with high water content or higher flow rates (50-200 µl/min). Also various 

other approaches have been used to avoid splitting, among them thermally assisted electrospray 

(Lee and Henion 1992), ultrasonically assisted electrospray (Banks et al. 1994a,b), multiple 

sprayers in pneumatically assisted electrospray (Kostiainen and Bruins 1994, Shia and Wang 

1997), electrospray needle with heated tip (Ikonomou and Kebarle 1994) and orthogonal spray 
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(Hiraoka et al. 1994). The turbo-ionspray is a commercially available electrospray interface in 

which additional heated desolvation gas is directed to the ion source to assist the evaporation of 

the solvent. Use of this gas makes it possible to increase the f low rate up to 1 ml/min. However, 

under API conditions the mass spectrometer is generally considered to act as a concentration-

sensitive device, that is, the response of the detector is independent of the flow-rate (Kebarle 

and Tang 1993, Hopfgartner et al. 1993, Bruins 1998), and thus the need for such capacity is 

questionable.  

Fig. 2. Schematic drawing of an electrospray ion source. 

 

As is evident from the theory presented above, only polar eluents capable of conducting 

electricity and volatile buffer species are compatible with ESI. Non-volatile buffers cause 

contamination of the instrument in long-term use and may even lead to a total plugging of the 

system. Improvements in interfaces, such as orthogonal or Z-sprayers creating an off-axis ion 

pathway (Yu and Balogh 2001), and an interface with a self-cleaning solvent delivery system 

(Rao 2001), have been developed to minimise this problem. However, routine, long-term use of 

non-volatile buffer species, such as phosphates or ion-pairing agents, is probably not possible. 

Some solutions such as on-line continuous-flow liquid-liquid extraction, coupled-column and 

valve switching techniques, and application of micromembrane suppressors have been 

developed to solve this incompatibility problem (Niessen and Tinke 1995). More often, volatile 

additives such as formic acid, acetic acid, ammonium hydroxide and ammonium acetate are 

used for pH adjustment. 
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Atmospheric pressure chemical ionisation 

 

The coupling of LC to MS through a heated nebulizer interface was demonstrated by Horning’s 

group in 1974 (Horning et al. 1974, Carroll et al. 1975). In this interface the sample is 

introduced to the ion source in an eluent flow surrounded by a flow of carrier gas. The eluent is 

vaporised with the help of heat, making possible the use of a higher flow rate than in ESI. The 

vaporised sample molecules are ionised in the APCI source as in normal chemical ionisation. 

The major primary ions are formed by electron impact of corona-created electrons of the major 

neutral components in the air (Horning et al. 1974). These ions react extremely rapidly to form 

protonated eluent molecules, which react with the analytes by charge exchange or proton 

transfer.  

 

In charge exchange reactions a charge from a positive ion is transferred to a neutral molecule. 

Charge exchange reactions can occur if the recombinant energy of the reactant ion is greater 

than the ionisation energy of the neutral molecule. Charge exchange reactions are expected for 

nonbasic compounds with ionisation potential lower than that of benzene (Horning et al. 1973). 

Ionisation of basic drugs is mainly due to proton transfer reaction, which is the main reaction in 

positive ion chemical ionisation (Harrison 1982). Proton transfer reaction is exothermic and 

efficient if the proton affinity (PA) of the analyte is higher than that of the eluent molecule. The 

greater the difference in the PA values, the more exothermic is the reaction and the more 

internal energy is transferred to the analyte, leading to stronger fragmentation. Proton transfer 

reactions are also important in negative ion mode, where deprotonated molecules are produced. 

In deprotonation a proton is transferred from the analyte to the deprotonated eluent molecule if 

the PA of the deprotonated eluent molecule is higher than that of the deprotonated analyte. 

Ionisation in negative ion mode APCI may also occur by electron capture, on condition that the 

analyte has a free orbital for the electron. Adding suitable chemical ionisation reagents, such as 

ammonia, to the eluent may enhance ionisation in APCI. 
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Fig. 3. Schematic drawing of a heated nebulizer interface. 

 

Atmospheric pressure photoionisation 

 

The interface used in APPI ionisation is a heated nebulizer interface in which the corona needle 

is replaced by a photoionisation lamp. The initial reaction is formation of a radical cation of the 

dopant molecule, e.g. acetone or toluene, due to the photons emitted by the photoionisation 

lamp (Robb et al. 2000, Koster and Bruins 2001, Kauppila et al. 2001). If PA of the eluent 

molecules is higher than that of benzyl radical (831.4 kJ/mol) (NIST Chemistry WebBook, 

2001), the radical cation reacts with the eluent molecules producing protonated eluent 

molecules. If the PA of the analyte is higher than that of the eluent molecule the analyte is 

ionised in the proton transfer reaction. Alternatively, if the PA of the eluent molecules is lower 

than that of the benzyl radical, the charge exchange reaction between the radical cation and 

analyte is favoured, but only if the recombination energy of the analyte is lower than that of the 

radical cation. Deprotonation and charge exchange reactions are also possible in APPI 

(Kauppila et al. 2001). 

 

Qualitative LC−MS in glucuronide analysis 

 

LC−MS is routinely applied in metabolic studies to the identification or characterisation of 

glucuronides as well as other drug metabolites; examples of these applications are presented in 

Table 1. Studies concerning the metabolic fate of drugs can be divided into three types: 

elucidation of biotransformation pathways of a drug through identification of excreted 
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metabolites, disposition studies involving determination of pharmacokinetic parameters for a 

drug or its metabolites, and identification of chemically reactive metabolites (Baillie 1992). 

Metabolism of a drug candidate can be investigated in in vitro or in vivo experiments. The 

results, however, may vary with the model, as occurred, for example, in work by Higashi et al. 

in 1999. 24,25-Dihydroxyvitamin D3, a metabolite of vitamin D3 being examined as an anti-

osteoporosis medicine, was found to give 3- and 24-glucuronides in equal amount as the main 

products in the presence of rat liver microsomal fraction, and only a small amount of the 

corresponding 25-glucuronide was obtained. After administration of 24,25-dihydroxyvitamin D3 

to rats, in vivo, glucuronidation was found to occur at the 24-position in preference to the 3-

position, and the 25-glucuronide was not detected at all.  

 

A typical example of the use of LC−MS in pharmacokinetic studies is a study of in vitro 

glucuronidation of anticonvulsant D-23129 by human microsomes and liver slices (McNeilly et 

al. 1997). In this work, the metabolites that formed were identified by LC−ESI-MS, and the 

apparent Km was determined for one of the glucuronides. The necessity of knowing the complete 

metabolic profile of a new drug was illustrated by the differences found in the in vitro 

metabolisms of D-23129 and flupirtine, which differ in a single atom. Bioactivation of a toxic 

metabolite of valproic acid via glucuronidation to further conjugate with GSH was 

demonstrated in work of Tang and Abbot in 1996. The GSH-glucuronide diconjugates of (E)-

2,4-diene valproic acid characterised with LC−MS/MS and 1H-NMR were suggested to be 

significant to further understanding of the potential mechanism for hepatotoxicity of valproic 

acid. 

 

In addition to the above-mentioned applications, LC−MS has been used for the characterisation 

of synthesised steroid glucuronides. The synthesis products are 5α-androstane-3α,17β-diol,17β-

glucuronide (Chung et al. 1992), [16,16,17,2H3]-testosterone and –epitestosterone glucuronides 

(Sanaullah and Bowers 1995), and enzymatically synthesised glucuronide conjugates of 5α-

estran-3α-ol-17-one, 5β- estran-3α-ol-17-one, 17α-methyl-5α-androstane-3α,17β-diol and 

17α-methyl-5β-androstane-3α,17β-diol (Kuuranne et al. 2000).  
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Table 1. Qualitative LC−MS applications in glucuronide analysis. 
Compound Sample matrix Ionisation Reference 
Dolasetron human urine pos ESI Ackermann et al. 1996 
Olanzapine human urine, human serum pos APCI Bogusz et al. 1999 
Flunixin dog urine pos ESI Brady et al. 1998 
S12813 (analgesic) rat liver slices pos ESI Brownsill et al. 1994 
Azaperone equine urine pos APCI Chui et al. 1994 
Ibuprofen human urine neg ESI Clayton et al. 1998 
19-nortestosterone laurate bovine hepatocytes pos ESI Coldham et al. 1998 
51W89 (neuromuscular 
blocker) 

cat, dog, and human urine, 
cat and dog bile 

 
neg ESI, pos ESI 

 
Dear et al. 1995 

Soy isoflavone human colon microsomes, 
human blood 

 
pos ESI 

 
Doerge et al. 2000 

LY335979 human microsomes, rat bile pos ESI Ehlhardt et al. 1998 
Propofol human urine neg APCI Favetta et al. 2000a 
Propofol human urine neg ESI, pos ESI Favetta et al. 2000b 
SFZ-47 (anti-inflammatoric), 
etofesalamide, propafenone, 
5-hydroxypropafenone 

 
 
human urine 

 
 
neg ESI 

 
 
Gu et al. 1999 

Prostaglandin E2 rat hepatocytes neg ESI Hankin et al. 1997 
Benztropine rat urine, rat bile pos ESI He et al. 1995 
24,25-dihydroxyvitamin D3 rat liver microsomes, rat 

bile 
 
neg ESI, pos ESI 

 
Higashi et al. 1999 

24,25-dihydroxyvitamin D3, 
25-hydroxyvitamin D3 

 
rat bile 

 
neg ESI, pos ESI 

 
Higashi et al. 2000 

Ibuprofen human urine neg ESI Ikegawa et al. 1998 
Olanzapine human plasma, urine, faeces pos ESI Kassahun et al. 1997 
32Ifetroban buffer solutions pos ESI Khan et al. 1998 
NK-104 (HMG-CoA 
reductase inhibitor) 

 
rat, rabbit and dog bile 

 
pos ESI 

 
Kojima et al. 1999 

Candesartan cilexetil rat plasma pos ESI Kondo et al. 1996 
Tea catechins human urine  neg ESI Li et al. 2001 
Clozapine human urine pos ESI Luo et al. 1994 
Carbamazepine human urine pos ESI Maggs et al. 1997 
D-23129 (anticonvulsant) human liver microsomes 

and liver slices 
 
neg ESI, pos ESI 

 
McNeilly et al. 1997 

Efavirenz rat bile neg ESI Mutlib et al. 1999 
14C-Bromfenac  monkey urine neg ESI Osman et al. 1998 
CP-93,393 (antianxiety) rat urine, bile, plasma pos ESI Prakash and Soliman 

1997 
[3H]formoterol human urine pos ESI Rosenborg et al. 1999 
Clozapine human urine neg ESI, pos ESI Schaber et al. 2001 
Talinolol human, dog, rat and mouse 

urine 
neg ESI, pos ESI, pos 
TSP 

 
Schupke et al. 1996 

Vitamin D2, 25-
hydroxyvitamin D2 

 
rat bile 

 
neg APCI, pos APCI 

 
Shimada et al. 1997 

Acetaminophen human urine pos ESI Shockor et al. 1996 
Clofibric acid incubation mixture, rat bile pos ESI Shore et al. 1995 
Naproxen human urine neg APCI Sidelmann et al. 2001 
Lamotrigine human urine pos ESI Sinz and Remmel 1991 
U-91502 (bisphosphonate 
ester) 

 
rat urine, rat bile 

 
pos ESI,  

 
Slatter et al. 1995 

Valproic acid rat bile pos ESI Tang and Abbott 1996 
Eltanolone dog urine neg ESI Tjernberg et al. 1998 
Quercetin human plasma pos ESI Wittig et al. 2001 
Benzo[a]pyrene rat urine neg ESI Yang et al. 1999 
Daidzin, daidzein rat urine, rat bile neg ESI Yasuda et al. 1994 
Vintoperol rat bile, dog urine pos ESI Yoshitsugu et al. 1999 
Clozapine rat urine, rat bile neg ESI, pos ESI Zhang et al. 1996 
Celecoxib rabbit urine neg ESI Zhang et al. 2000 
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Quantitative LC−MS in glucuronide analysis 

 

Although LC−MS is routinely used in the identification and characterisation of glucuronides, 

direct, quantitative methods for glucuronides are few. Most quantitative methods rely on ESI 

since it operates without heat input in the spray-ionisation step, thus allowing the labile and 

polar glucuronides to be ionised without thermal degradation (Whitehouse et al. 1985). The 

majority of the direct methods described in the literature have been developed for the 

quantitation of biologically active morphine 3-β-D- (M3G) and morphine 6-β-D-glucuronides 

(M6G) in serum, plasma or urine. These glucuronides are metabolites not only of morphine but 

also of codeine and abused illegal diacetylmorphine (heroin). Analysis of these compounds is 

important in pharmacokinetic studies and in routine analysis of drugs of abuse in forensic 

toxicology.  

 

The methods developed for the analysis are based on single ion monitoring (Dienes-Nagy et al. 

1999, Pacifici et al. 1995, Tyrefors et al. 1996, Zuccaro et al. 1997, Schänzle et al. 1999) or 

selected reaction monitoring in LC−ESI-MS/MS (Zheng et al. 1998, Blanchet et al. 1999, 

Naidong et al. 1999, Slawson et al. 1999, Shou et al. 2002). Sensitivity of the methods varies, 

the limit of quantitation for M3G is between 0.25 ng/ml (Slawson et al. 1999) and 100 ng/ml 

(Pacifici et al. 1995). The majority of the assays for M3G and M6G rely on reversed phase 

chromatography with acidic eluents. This is because morphine contains an amino group suitable 

for protonation, and ionisation in positive ion mode is thus easily achieved. To obtain 

reasonable retention of morphine and its glucuronides in reversed phase material is complicated 

by the highly polar nature of the compounds, even in neutral form. Two of the assays are based 

on normal phase columns, which are able to retain polar compounds even with eluents of high 

concentration of organic solvent (Zuccaro et al. 1997, Naidong et al. 1999). The advantage of a 

high percentage of organic solvent is lowered surface tension of the eluent and thus enhanced 

spray formation and sensitivity of the method during the ESI process. The use of a phenyl 

column is also possible (Zheng et al. 1998).  

 

Testosterone (T) and epitestosterone (E) are endogenous steroids that yield glucuronide (TG, 

EG) and sulphate conjugates in urine. Detection of testosterone abuse in athletes starts from the 

knowledge that the normal ratio (T/E) of these compounds excreted in human urine is below 6. 

Direct LC−ESI-MS/MS methods for the quantitation of intact glucuronides at low nanomolar 

range have been developed in order to improve the reliability of the determination of this ratio 

(Bean and Henion 1997, Borts and Bowers 2000). Direct quantitation of EG and TG is also 
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possible with a method presented in 1996 by Bowers and Sanaullah. The method is suitable as 

well for the analysis of androsterone, ethiocolanone and epiandrosterone glucuronides.  

 

Certain steroids need to be measured in clinical studies. An LC−MS method was recently 

developed for quantitation of 17-ketosteroid conjugates in human urine (Jia et al. 2001). The 

method was developed as a means of generating reference values to be used in research 

regarding the relation between steroids and ageing or disease as well as monitoring of steroid 

abuse in sports. Separation of 17-ketosteroid conjugates−glucuronides and sulphates of 

dehydroepiandrosterone, epiandrosterone and etiocholanol-17-one−was achieved by using a 

high concentration (0.1 M) of ammonium acetate buffer. ESI was found inappropriate because 

the high concentration of buffer led to significant signal loss. Sonic spray ionisation (SSI), 

which was found to be over 20 times more sensitive than ESI, was chosen for the analysis. The 

limit of quantitation for 17-ketosteroid glucuronides was 3-30 ng/ml and 1450-2000 ng/ml 

under SSI and ESI conditions, respectively. 

 

Other, miscellaneous quantitative ESI methods have been published. An LC-ESI-MS method 

for the determination of ethyl glucuronide (EtG), a minor metabolite of ethanol, is useful for 

forensic chemists and for police monitoring driver inebriation, since EtG is detectable up to 8 h 

after complete ethanol degradation (Nishikawa et al. 1999). The detection limit of the method 

was 30 ng/ml in the selected ion monitoring mode. Diastereoisomeric glucuronides of 

propafenone, an antiarrhythmic agent, were quantitated in human plasma and urine by an 

LC−ESI-MS method developed for a pharmacokinetic study assessing the influence of 

rifampicin on propafenone disposition (Hofmann et al. 2000). Naphthalene metabolites were 

determined in human urine under ion-suppressed reversed phase conditions (Andreoli et al. 

1999). The mobile phase for gradient analysis was prepared of 2 mM aqueous formic acid and 

methanol in order to prevent ionisation of the analytes on reversed phase column during high 

speed separation. The ionisation of naphthalene metabolites, i.e., α-naphthol, α-

naphthylglucuronide and β-naphthylsulphate, was obtained in negative ion mode. The limit of 

detection for α-naphthylglucuronide was 20 ng/ml. Buprenorphine (BUP) is a semi-synthetic 

opiate used, for example, for the treatment of opioid dependence. Recently detected BUP-

related deaths have raised concern about the possible abuse and misuse of this compound. With 

an LC−ESI-MS/MS method developed for the simultaneous determination of BUP, 

norbuprenorphine and BUP-glucuronide in plasma, the analysis of the compounds is simplified 

and the analysis time shortened relative to earlier methods. The limit of quantitation was 0.1 

ng/ml for the three analytes (Polettini and Huestis 2001). Glucuronides are found not only in 
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biomatrices of animals but also in plant material. Major active compounds of Erigeron 

breviscapus, a medicinal herb used for the treatment of paralysis caused by cerebral vascular 

accidents, have been identified as glucuronides. An LC−ESI-MS/MS method was recently 

developed for the search, structural elucidation and quantitation of the glycosides, among them 

apigenin-7-O- and quercetin-3-O-glucuronides, in this plant material. The limit of detection was 

30 and 110 pg/ml for apigenin-7-O- and quercetin-3-O-glucuronide, respectively (Qu et al. 

2001). 

 

All the above methods utilise commercially available or synthesised standard compounds for 

quantitation. In a study of n-hexane metabolites, however, it was found that the response for the 

glucuronides of phenol, aniline, naphthol and p-nitrophenol in negative-ion ESI-MS is only 

slightly affected by the structure of the aglycone part, but fully determined by the glucuronic 

acid moiety. This suggests that at least semi-quantitative determination of the glucuronide 

conjugates can be achieved without standard compounds (Manini et al. 1998a). This is possible 

only in ESI, however; in APCI the structure of the aglycone has some effect on the response 

(Manini et al. 1998b).  

 

Few quantitative LC−MS methods have been based on atmospheric pressure chemical 

ionisation. APCI has been utilised in quantitative analysis of the glucuronides of codeine, heroin 

and morphine (Bogusz et al. 1997a, 1997b) and in determination of the glucuronides of 

aminophenyl, phenyl, nitrophenyl and α-naphthyl (Manini et al. 1998b). The probable reason 

why APCI is less frequently used than ESI is that glucuronides partially dissociate to aglycones 

in the heated nebulizer interface (Chui et al. 1994). Dissociation was also detected by a group 

that developed a direct method for quantitation of heroin metabolites in post-mortem biological 

fluids (Boguz et al. 1997a). The limit of detection with their LC−APCI-MS method was 1 ng/ml 

for M3G and M6G, which is highly comparable with ESI-MS methods for the compounds. In 

other work by the same group, the extent of fragmentation of morphine glucuronides was found 

depend on the composition of the mobile phase: the higher the concentration of organic solvent 

(acetonitrile) in the mobile phase, the greater was the fragmentation (Boguz et al. 1997b). This 

contrasts with later observations that the fragmentation of glucuronides is stable and 

independent of the composition of the mobile phase when the concentration of acetonitrile is 

varied between 0 and 90% (Dienes-Nagy et al. 1999). 
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2.6.2. Capillary electrophoresis−mass spectrometry 

 

Capillary electrophoresis was originally introduced in 1967 (Hjertén 1967). Interest has grown 

particularly since 1981 when a paper on CE employing narrow capillaries was published 

(Jörgenson and Lukacs 1981). The technique is based on the separation of charged analytes in 

narrow bore capillaries (i.d. 10-100 µm) of small volume (1-2 µl) under the influence of an 

electric field (10-30 kV). It can be employed in different modes of operation with different 

separation principles: capillary zone electrophoresis, micellar electrokinetic chromatography, 

isotacophoresis, capillary electrokinetic chromatography, capillary gel electrophoresis and 

isoelectric focusing (Boone et al. 1999). Different modes are chosen simply by selecting 

appropriate pH and type and concentration of buffer or the separation media. Samples are 

loaded to the capillary by hydrodynamic, vacuum or electrokinetic injection and the detection of 

the separated zones is usually performed on-line in capillary. 

 

CE has several interesting features that make it useful for the analysis of charged compounds in 

biological samples. Probably that most often mentioned is the high separation efficiency; 

theoretical plate values up to 1.5×106 have been measured (Kuhr 1990). Other features of CE 

are easily optimised resolution, small dead volume, minimal consumption of eluents and 

minimal amount of sample to be injected. The small sample volume is also a major drawback of 

the system: optimal separation efficiency can be achieved only if the loading volume is below 

2% of the total capillary volume (Cai and El Rassi 1992), which means injection volumes of 1-

100 nl. And this inevitably means poor sensitivity, especially when dilute solutions or low 

concentrations of metabolites in biological matrices are to be analysed. Many solutions have 

been developed to overcome this problem, including concentrative injection techniques, on-line 

sample preconcentration, wide-bore capillaries and modified capillaries (Altria 1999).  

 

MS detection for CE has been actively pursued in recent years not only because MS improves 

detection limits in comparison with UV, but also because the selectivity and specificity of MS 

compensate for variations in migration times of the analytes (Ding and Vouros 1999). Capillary 

electrophoresis−mass spectrometry (CE−MS) was first introduced in 1987 (Olivares et al. 

1987). Coupling of the instruments is usually achieved with an electrospray interface using 

coaxial sheath liquid (Smith et al. 1988) or with a liquid junction coupling (Lee et al. 1989). 

Sheathless coupling with a nanospray interface may provide better limits of detection because 

dilution of samples is avoided. New, more simple and robust interface designs (Moini 2001) as 

well as new coating materials (Nilsson et al. 2001) for sheathless coupling have recently been 



 23

developed. With an interface using a split-flow technique there is no dead volume and the 

bubble formation due to redox reactions of water at the electrode was found to have no effect on 

CE−ESI-MS performance (Moini 2000). New coating material, a graphite-polyimide mixture, 

was shown to have a good performance during oxidative stress and to be stable up to two weeks 

(Nilsson et al. 2001). However, sheathless coupling probably is not yet sufficiently robust for 

extended routine analysis. 

 

CE−MS applications in glucuronide analysis 
 

CE−MS is a highly promising technique for the bioanalysis of drugs owing to the high 

separation power of CE and the high specificity of MS. Though the technique has been applied 

in the bioanalysis of many drugs, the analysis of drug metabolites is still unusual. In particular, 

glucuronides, whose ionic characters makes them ideal compounds for analysis with this 

technique, are seldom analysed in this way (Boone et al. 1999, von Brocke et al. 2001). A 

CE−MS screening method has been developed for the analysis of non-opioid analgesics and 

their metabolites in urine (Heitmeier and Blaschke 1999), and a preliminary confirmatory assay 

has been published for codeine, dihydrocodeine and their glucuronides in human urine (Wey et 

al. 2000). Mono- and dihydroxyglucuronides of praziquantel, a drug for the treatment of human 

schistosomiasis, were qualitatively determined in human urine by CE−MS (Meier and Blaschke 

2000). It is strange that the glucuronides were not separated during CE−MS analysis, though 

they had different masses. CE−MS and µ-LC−MS methods were compared in the analysis of 

midazolam and three of its metabolites, one of them the glucuronide (Lausecker et al. 1998). 

The sensitivity of the CE−MS method for the glucuronide proved to be almost 10 times better 

than that of the µ-LC−MS method, the limit of detection being just 19 pmol of glucuronide 

injected. With the same amount of analyte introduced to the mass spectrometer, CE yields 

sharper peaks and thus better sensitivity for MS detection (Ding and Vouros 1999). The very 

high efficiencies achieved in CE can, however, cause severe problems for MS detection. This is 

because the scanning speed of MS instruments, especially quadrupoles, is low and it is difficult 

to obtain reliable spectra of very narrow peaks. 

 

2.7. Sample pre-treatment 

 

The biological matrices in which glucuronides need to be analysed contain interfering 

compounds in high concentrations, which may distort the separation in chromatography or 

suppress the ionisation process in mass spectrometry. Disturbing matrix compounds must be 
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removed in sample pre-treatment, not only to avoid clogging of columns and capillaries but also 

to improve the selectivity, accuracy, reliability, and repeatability of analyse. Analytes are often 

concentrated in the pre-treatment procedure and the sensitivity of the method is thus improved. 

Common pre-treatment methods for biological samples include filtration, protein precipitation, 

liquid-liquid extraction, solid-phase extraction (SPE), dialysis and centrifugation. Of these 

methods, SPE has achieved the widest acceptance owing to the ease of automation, high analyte 

recovery, extraction reproducibility, facility for selective increase of the analyte concentration, 

the commercial availability of SPE devices and the wide variety of SPE sorbents (Gilar et al. 

2001). Manual methods increase the risk of contamination and sources of error, however, and 

much interest is therefore being shown in the development of automated on-line sample pre-

treatment methods, such as column switching technique. 

 

Restricted access media (RAM) are a class of column packing materials that were developed to 

allow direct injection of untreated plasma and other biological fluids. A comprehensive review 

of these materials has been published in 1998 (Boos and Rudolphi 1998a). Although RAM 

materials are prepared by a variety of methods, the principle of their operation is the same: large 

molecules such as proteins only reach the hydrophilic, non-absorptive layers on the outer 

surface of silica particles and are eluted in a column void volume; small analyte molecules, in 

turn, penetrate the outer surface, reach the adsorption sites and are retained. The access of 

proteins to the inner pores is prevented by a physical diffusion barrier with an appropriate pore 

diameter (6 nm) or by a chemical barrier of an appropriate polymer at the outer surface of the 

particles preventing adsorption or denaturation of macromolecules. Restricted-access media can 

be further subdivided with respect to the topochemistry of the bonded phase (Boos and 

Rudolphi 1998a). Internal surface reversed-phase supports (ISRP) are the most popular RAMs 

(Hennion 1999). In ISRP, supports the internal pore surface of a glyceryl-modified silica is 

covered with a bonded C4, C8 or C18 reversed phase. These sorbents are also known as alkyl-diol 

silica. 

 

RAM columns have great potential as precolumns for use in on-line analysis with column-

switching or hyphenated techniques (Boos and Rudolphi 1998b). A column-switching set-up 

requires the addition of an HPLC pump and a six-port switching-valve to the normal HPLC 

system (Figure 4). The analytical procedure utilising column-switching can be divided into three 

steps: sample application and fractionation, transfer of the analyte fraction to the analytical 

column and separation of the analytes. Each of these steps requires careful optimisation. The 

sample in a biological matrix is loaded onto a RAM column in valve position A (Figure 4a). 
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Analytes of interest are retained on the pores of the packing material, while proteins and other 

large matrix compounds are flushed with the loading eluent to waste. All the matrix compounds 

should have been washed to the waste before the valve is rotated to position B (Figure 4b). 

After this switch the analytes are back-flushed onto the separation column with a mobile phase 

of stronger eluting power. The valve is switched back to its original position (Figure 4a) after 

complete transfer of the analyte fraction. The RAM column is washed and re-equilibrated with 

the solvents delivered by the first pump, and the next sample can be loaded while the first 

sample is still being analysed. 

 

 
Fig. 4. Set-up of a column switching system. Position a) is used in sample application and 
fractionation, and during the separation, while position b) is used for transfer of the analytes. 
 

The valve switching times are critical parameters in developing a successful column-switching 

method. The times can be calculated by determining the time of complete elution of the sample 

matrix (tM), breakthrough time of the analytes (tA), and the time of complete elution (transfer) of 

the analytes (tT) (Majors et al. 1996). After determination of these factors the valve switching 

times are calculated with the help of the following simple formulas: 

 

 tV1 = end of sample fractionation 

  tA < 10 min  tV1 = ½ (tM + tA), flow rate 0.8 ml/min 

  tA > 10 min tV1 = (tM + 5 min), flow rate 0.8 ml/min 

 

 tV2 = end of transfer 

  tV2 = (tT + 1 min), flow rate 1.0 ml/min 
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In drug analysis as elsewhere, an increasing number of applications now rely on RAM materials 

(Boos and Schäfer 2000). No applications were found for the quantitation of glucuronides, 

however. 
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3. Aims of the study 
 

The primary aim of the study was to evaluate the applicability of liquid chromatography−mass 

spectrometry and capillary electrophoresis−mass spectrometry for the analysis of drug 

conjugates in biological matrices. 

 

Specifically, the aims of the research were 

 

- to study mass spectrometric and tandem mass spectrometric behaviour of nitrocatechol-type 

glucuronides subjected to different ionisation methods (I) 

- to determine the optimal ionisation method for glucuronides as well as other drug 

conjugates (I,II) 

- to develop direct and fast quantitative methods of analysis for glucuronide conjugates in 

biological matrices (III-V) 

- to study and simplify pre-treatment of biological samples in MS and LC−MS (I,V) 
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4. Materials and methods 

 

Materials, samples, instrumentation and analytical conditions are briefly described in this 

section. More detailed descriptions can be found in the original publications I-V. 

 

4.1. Reagents and samples 

 

Chemicals and standard compounds used in this study are listed in Table 2. Structures of the 

studied compounds are presented in Figure 5. 

 

Table 2. Reagents used in the study. 

Compound Source 
Acetic acid Rathburn 
Acetonitrile Rathburn 
Ammonium acetate Merck 
Ammonium hydroxide Merck 
Apomorphine hydrochloride Sigma Chemical C.O. 
3,4-dihydroxy-5-nitrobenzaldehyde glucuronide (AG) Division of Pharmaceutical Chemistry* 

Dobutamine hydrochloride Eli Lilly Company 
Entacapone Orion Pharma 
E-Entacapone glucuronide (EEG) Division of Pharmaceutical Chemistry’ 

Z-Entacapone glucuronide (EZG), Division of Pharmaceutical Chemistry* 

Formic acid  Merck 
Hydrochloric acid Merck 
Hydroxypropyl-β-cyclodextrin (HP-β-CD) Janssen Biotech N.V. 
Methanol  Rathburn 
Nitecapone glucuronide Division of Pharmaceutical Chemistry* 
4-Nitrocatechol 1-O-glucuronide (1-O-NCG) Division of Pharmaceutical Chemistry* 
4-Nitrocatechol 2-O-glucuronide (2-O-NCG) Division of Pharmaceutical Chemistry* 
p-Nitrophenyl glucuronide  Sigma 
Perchloric acid  Merck 
Sodium hydroxide Eka Nobel 
Tolcapone glucuronide (TG) Division of Pharmaceutical Chemistry’ 
Toluene  Sigma-Aldrich 

*Luukkanen et. al 1999. 

 

Several biological matrices were obtained for study. Blank drug-free human urine (I,III,IV,V) 

was collected from healthy volunteers of both sexes. Authentic patient urine samples were 

obtained from a clinical patient study (IV). Blank human plasma (V) was from a blood bank 

(SPR, Helsinki, Finland). Blank rat plasma (V) was from male Han/Wistar rats (National 

Laboratory Animal Centre of the University of Kuopio, Finland). Other plasma samples were 

obtained from these rats after treatment with entacapone or with entacapone and HP-β-CD. Rat 

hepatocytes (II) were from adult male Sprague-Dawley rats (CNRS-University Henri Poincare 

Nancy, Faculty of Medicine, Vandoeuvre Nancy, France). Rat urine (II) was collected from 

male Wistar rats treated with apomorphine, dobutamine or entacapone (Helsinki University 
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Breeding Centre, Helsinki, Finland). Pooled human liver microsomes (II) were obtained from 

Human Biologics, Scottsdale, AZ, USA. 

 
4.2. Instrumentation 

 

The two hyphenated techniques, LC−MS (II, III, V) and CE−MS (IV), were carried out on 

different instruments. In the study of mass spectrometric and tandem mass spectrometric 

behaviour of glucuronides (I), the samples were introduced by direct infusion. The 

instrumentation and conditions for the studies are summarised in Table 3. 

 

Table 3. Instrumentation and conditions employed in development of methods for different drug 
conjugates. 
Paper LC or CE Column Eluent Mass 

spectrometer 
Ionisation 

I LKB 2150  
(LKB-produkter 
AB, Sweden) 
 

 0.1% acetic acid 
0.1% ammonium acetate 

Sciex API 300  
(Sciex, Concord, 
Canada) 

APCI 
(pos/neg) 
ESI 
(pos/neg) 

II HP 1100 
(Hewlett Packard, 
Waldbronn, 
Germany) 

Luna C18  
(150 x 1 mm, 5µm) 
Phenomenex, 
Torrance, CA, USA 
 
Waters Symmetry 
C18 (2.1 x 150 mm, 
5µm) 
Waters, Milford, MA, 
USA 
 

A: 0.1% FA  
B: 0.1% FA in 80% ACN 
 
Binary gradient: 
B 7.5% → 50% (45 min.),  
B 50% → 100% (1 min.) 

Sciex API 3000 
(Sciex, Concord, 
Canada) 
 
Esquire-LC Ion 
Trap LC/MS(n) 
system 
(Bruker Daltonics 
GmbH, Bremen, 
Germany). 

APCI 
(pos) 
APPI 
(pos) 
ESI (pos) 

III HP 1090 
(Hewlett Packard, 
Waldbronn, 
Germany) 
 
 

Waters Symmetry 
C18 (3.9 x 150 mm, 
5µm) 
Waters, Milford, MA, 
USA 

10 mM ammonium 
acetate (pH 7.0), 
acetonitrile 
(80:20a, 85:15b, 90:10c) 

Quattro II 
(Micromass, 
Altrincham, UK) 

ESI (neg) 

IV Beckman P/ACE 
System 2200 
(Beckman 
Instruments Inc., 
Palo Alto, CA, 
USA) 

Fused-silica  
(50 µm I.D. x 186 µm 
O.D., 85 cm) 
Polymicro 
Technologies Inc., 
Phoenix, AZ, USA 
 

20 mM ammonium 
acetate at ambient pH 
(6.84) 

Sciex API 300  
(Sciex, Concord, 
Canada) 

ESI (neg) 

V HP 1100 
(Hewlett Packard, 
Waldbronn, 
Germany) 
 
Waters 510 
(Waters, Milford, 
CA, USA) 

LiChrospher RP-18 
ADS  
(25x4 mm, 25 µm) 
Merck, Darmstadt, 
Germany 
 
Waters Symmetry 
C18 (3.9 x 150 mm, 
5µm) 
Waters, Milford, MA, 
USA 

20 mM ammonium 
acetate (pH 7.0), 
acetonitrile 
85:15, v/v 

Sciex API 300  
(Sciex, Concord, 
Canada) 

ESI (neg) 

ACN=acetonitrile, FA=formic acid 
a for TG, b for EEG and EZG, c for NG, 1- and 2-O-NKG 



 30

4.3. Mass spectrometric and tandem mass spectrometric behaviour of 
nitrocatechol glucuronides (I) 
 

Six standard compounds synthesised in the laboratory (Luukkanen et al. 1999) were used to 

clarify the mass spectrometric and tandem mass spectrometric behaviour of nitrocatechol-type 

glucuronides. Optimal MS and MS/MS conditions for each compound were determined in both 

positive and negative ion mode with APCI and ESI ionisation. The most important parameters 

optimised were declustering potential (orifice voltage), collision energy and, in APCI, also 

vaporiser temperature. 

 

4.4. Qualitative determination of drug conjugates in biomatrices (II) 

 

A screening method utilising LC−MS was developed for conjugates of catechols apomorphine, 

dobutamine and entacapone. The suitability of different ionisation methods−APCI, APPI and 

ESI−for the analysis was evaluated. The conjugates were analysed in different biomatrices: rat 

hepatocyte incubation mixture, rat urine and human microsome incubation mixture. Identities of 

the found conjugates (glucuronides, sulphates and methyl conjugates) were confirmed by 

MS/MS. 

 

4.5. Quantitation of nitrocatechol-type glucuronides in urine (III) 

 

A direct and fast LC−ESI-MS/MS method was developed for the quantitation of several 

nitrocatechol-type glucuronides in urine. Negative ion mode ionisation was used because the 

analytes were acidic. Ammonium acetate solution at pH 7 was chosen to ensure that the 

ionisation occurred in liquid phase; the ionic strength of the solution was optimised between 2 

and 20 mM. Urine samples were purified before analysis by solid-phase extraction. 

 

4.6. CE−−−−ESI-MS/MS assay for E- and Z-entacapone and tolcapone 
glucuronides in urine (IV) 
 

The on-line coupling of capillary electrophoresis with mass spectrometry was achieved with a 

laboratory-made coaxial sheath-flow interface. The CE and MS parameters were optimised 

separately before the coupling of the instruments. Separation of entacapone glucuronide isomers 

and tolcapone glucuronide was optimised by choosing appropriate ionic strength (10-50 mM) 

and pH (5-8) of the ammonium acetate used as electrolyte solution and by optimising the 
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applied voltage and injection volume. Sample stacking was used to enhance the sensitivity of 

the analysis. 

 

4.7. Column-switching LC−−−−ESI-MS/MS assay for entacapone glucuronide 
in plasma (V) 
 

Column-switching technique was utilised in the assay developed for direct analysis of 

entacapone glucuronide in rat plasma. A precolumn of restricted access media (RAM), allowed 

direct injection of plasma after the centrifugation step. The analysis proceeded as follows: 100 

µl of plasma was injected to the RAM column (25 × 4 mm, 25 µm), in which the analytes were 

retained, while proteins and other matrix components were eluted to waste. After sufficient 

washing time, the valve was switched, and with a change in eluent composition, the analytes 

were eluted in backflush mode to the analytical column for separation. During the separation 

step the precolumn was washed and equilibrated for the next sample. 
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5. Results and discussion 
 

The main results obtained in this work are shortly described in this section. More detailed 

information about the experimental conditions, analytical procedures and obtained results can be 

found in original papers I-V. Structures of the studied compounds are presented in Figure 5. 

 
5.1. Mass spectrometric behaviour of glucuronide conjugates 
 
Mass spectrometric and tandem mass spectrometric behaviour of six nitrocatechol-type 

glucuronides (structures I-VI in Fig. 5) ionised with ESI and APCI was discussed in detail in 

paper I. In the literature positive ion ionisation is more common than negative ion mode for 

glucuronide analysis, even though the glucuronide moiety has a carboxylic acid that is easily 

ionised in negative ion mode. This preference probably reflects the fact that many drugs that are 

metabolised via glucuronidation are basic in character and thus easily protonated and analysed 

in positive ion mode.  

Fig. 5. Structures of the catecholic compounds studied. 
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5.1.1. ESI-MS spectra 
 

Several mass spectrometric parameters have to be optimised in order to obtain the highest 

possible abundance of the analytes in MS. With ESI most of the ions are already formed in the 

liquid phase and thus the eluent composition has a significant role in the ionisation process. 

Optimisation of the eluent composition is discussed below (sect. 5.4). The first parameters to be 

optimised in ESI are those having an effect on the spray formation: the voltage of the capillary, 

which affects the intensity of the protonated molecules (Zhou and Cook 2000), and the velocity 

of the nebulising gas. The most important parameter, however, is the declustering potential (DP, 

i.e. orifice voltage or cone voltage), which determines the amount of in-source fragmentation. 

Glucuronides fragment readily and thus a careful optimisation of DP is necessary. Optimal DPs 

for the studied glucuronides were 10 and 30 eV in positive and negative ion mode, respectively, 

indicating a higher stability of the deprotonated molecules. At higher energies the compounds 

fragmented to a deprotonated or protonated aglycone decreasing the absolute intensity of the 

parent ion (paper I).  

 

Negative ion ESI-MS 

 

The negative ion ESI-MS spectra are presented in Table 2 of paper I. The main peak in all 

spectra was a deprotonated glucuronide [M-H]-. The other ions were small sodium adducts and 

the ions corresponding to deprotonated aglycone formed by the cleavage of the glycoside bond 

and the retention of negatively charged oxygen in the drug moiety. The glucuronides that were 

studied contain two acidic groups, carboxylic acid with pKa 3.2 (Perel et al. 1964) in the 

glucuronide part and less acidic phenolic hydroxyl group in the aglycone part. The pKa values 

of the phenolic hydroxyl groups in E-entacapone glucuronide (EEG) and Z-entacapone 

glucuronide (EZG) are 4.1 and 4.2, respectively (Wikberg et al. 1993). Probably, then, the 

primary site of deprotonation in the solvent employed (0.1% aqueous ammonium 

acetate/acetonitrile, 1:1, v/v) is the more acidic carboxylic acid moiety.  

 

Positive ion ESI-MS 

 

The positive ion ESI-MS spectra are presented in Table 3 in paper I. The main peak in the 

spectra was a protonated glucuronide [M+H]+. The spectra also showed the fragment ion [M+H-

glu]+ formed as a result of protonation of the aglycone moiety, followed by a transfer of 

hydrogen from the glucuronide part to the aglycone part and cleavage of the glycoside bond 
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with retention of oxygen in the aglycone moiety. The site of protonation cannot be determined 

with certainty since none of the compounds includes a basic group. The ionisation efficiency in 

positive ion mode is high for compounds having a nitrile or an amine group in their structure 

(EEG and EZG), suggesting that these groups are the site of protonation. From the weaker 

ionisation efficiency, the site of glucuronidation in compounds containing carbonyl group 

instead, (tolcapone glucuronide, TG and nitecapone glucuronide, NG) appears to be the 

carbonyl group. The failure of 4-nitrocatechol glucuronides to be ionised in positive ion mode is 

consistent with the above suggestions.  

 

5.1.2. APCI-MS spectra 

 

Formation of spray in a heated nebulizer interface is assisted by the heat and thus the 

temperature of the vaporiser needs to be optimised. The optimal temperature is dependent on the 

eluent composition, eluent flow rate and the analytes. Because they are thermolabile 

compounds, glucuronides are fragmented by the thermal energy of the heated nebulizer 

interface (Chui et al. 1994, Boguz et al. 1997a). As earlier, so in this study, the temperature was 

found to have an effect on the abundance of EZG (Figure 6). The abundance of EZG increased 

with the temperature up to 450°C, after which temperature the abundance decreased due to 

increased fragmentation. Neither the current nor the position of the corona discharge needle had 

much influence on the ionisation efficiency of the compounds. 

 
 
Fig. 6. Effect of temperature on the abundance of Z-entacapone glucuronide (precursor ion) and 
the fragment ion formed by loss of the glucuronide moiety. 
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Similarly to the ESI spectra, the main peaks in the negative ion APCI spectra were the ions [M-

H]- and [M-H-glu]- (I, Table 4). The influence of thermal energy was evident as a significantly 

more abundant deprotonated aglycone moiety than in the respective ESI spectra. In positive ion 

mode all APCI spectra exhibited an abundant protonated glucuronide ion, which was also the 

only ion in the spectra of TG and NG (I, Table 5). The positive ion mode spectra of EEG and 

EZG also showed an ion at m/z 306, corresponding to the loss of the glucuronide group and a 

proton transfer from the glucuronide group to the aglycone part. The ion at m/z 347 was 

confirmed by MS/MS experiments to have formed through loss of the 135 u [C4H7O5] species 

from the glucuronide moiety. This ion was not detected in positive ESI-MS spectra and thus a 

different site of protonation in APCI than in ESI is suggested. Owing to the low proton 

affinities, glucuronides of 4-nitrocatechol were not ionised under the positive APCI conditions. 

In contrast to the ESI spectra, no sodium adducts were found in APCI. 

 

5.2. Tandem mass spectrometry of glucuronide conjugates 

 

Tandem mass spectrometry of the studied compounds, in both positive and negative ion mode, 

gave unusual results: only one product ion, formed by the loss of the glucuronide moiety, was 

detected at low collision energies (below 30 eV) (paper I). The lack specific fragment ions is 

disadvantageous for structural characterisation. However, it is highly beneficial for quantitation, 

owing to the improved sensitivity. 

 

Dissociation of the glucuronides in MS/MS was studied with collision energies between 5 and 

40 eV in laboratory frame (ELAB). In negative ion mode, 30 eV produced the maximum 

abundance of deprotonated aglycone ions for EEG, EZG, TG and NG. 4-Nitrocatechols 

dissociated at somewhat lower collision energies (I, Figure 2). In positive ion mode the 

maximum absolute abundance of product ion was obtained at slightly different energies for each 

compound (I, Figure 3). The ESI-MS/MS spectra recorded in negative and positive ion mode 

are presented in Table 6, paper I.  

 

Fragmentation of the compounds was also studied with the same centre-of-mass collision 

energy (ECM). ECM was calculated with the following equation: (ECM = ELABmg/(mp + mg)) in 

which mg is mass of the target gas and mp is the mass of the parent ion (Dawson and Douglas 

1993). ECM was calculated to be 0.7 and 1.3 eV in positive and negative ion mode, respectively. 

These experiments showed fragmentation to increase with decreasing molecular weight. This is 

because the smaller the molecule is the fewer degrees of freedom exist. 
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The cis−trans-isomers of entacapone glucuronide gave rise to similar MS/MS spectra, while the 

positional isomers of 4-nitrocatechol glucuronides required different amounts of energy for 

fragmentation. It follows that EEG and EZG cannot be distinguished simply by MS or MS/MS, 

but 4-nitrocatechols can. 

 

Sodium adducts detected in positive ion mode ESI were more stable than the respective 

glucuronides under similar MS/MS conditions (I, Table 8). Sodium was concluded to be tightly 

attached to the aglycone part of the conjugate since the collisionally activated dissociation 

resulted in protonated sodium adducts of the aglycone moieties. In the case of TG, a fragment 

corresponding to the glucuronide moiety with sodium attached was detected, showing that the 

sodium can also be attached to the glucuronide part. 

 

APCI-MS/MS spectra in negative ion mode were similar to those recorded in ESI indicating 

similar internal energies of the compounds before the collision. As in positive ion APCI-MS 

spectra, an additional ion formed by the loss of 135 amu was observed in the positive ion APCI -

MS/MS spectra of EEG, EZG and TG. 

 

5.3. Evaluation of ionisation methods for the analysis of drug conjugates 

 

The suitability of different ionisation methods for the analysis of drug conjugates was studied in 

detail in paper II. In addition to the ESI and APCI methods discussed above, the applicability of 

a third method, APPI, was evaluated in conjugate analysis for the very first time. Analysis were 

made in positive ion mode. The compounds investigated were glucuronide, sulphate and methyl 

conjugates and mixed conjugates in which two groups are attached, generated in in vivo and in 

vitro incubations of drugs of catechol-structure−apomorphine, dobutamine, and entacapone.  

 

The number of conjugates was greatest with ESI (22). Methylated products, glucuronides and 

sulphates were all detected as their protonated molecules with good sensitivity, even though 

glucuronide and sulphate conjugates of apomorphine and dobutamine are ampholytes and 

entacapone glucuronide is an acid in water. In the case of apomorphine and dobutamine, the 

negative charge of the carboxylic acid appears to be neutralised, while the amino group retains a 

proton during the ionisation process. This can occur because the pH of the system is 

significantly increased due to the oxidation reactions of the eluent components at the tip of the 

sprayer. The difference in pH between the solution and a charged droplet may be as much as 
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four pH units (van Berkel et al. 1997). In the case of acidic entacapone glucuronide the negative 

charge is neutralised in the ESI process and protonation most likely takes place in the gas phase. 

Sulphate conjugates of entacapone were not detected. 

 

Ionisation in APCI is highly dependent on the proton affinities of the eluent and the analytes: 

ionisation occurs only if the PA of the analyte is higher than that of the eluent molecule. The 

proton transfer reaction was efficient for all compounds studied since the PAs of the amine or 

amide groups in their structures are higher than those of the eluent molecules. However, only 12 

conjugates were found with APCI than with ESI, probably because the sensitivity in APCI 

depends also on the volatility of the compounds. The sulphate and glucuronide conjugates of 

apomorphine and dobutamine were ionised in the acidic eluent owing to the strongly acidic 

character of the sulphates and the basic amine groups. The charged species are less volatile than 

the neutral ones and it follows that the conjugates mentioned are poorly vaporised in APCI. 

Entacapone, as noted earlier, has no basic group in its structure. Therefore, in acidic conditions, 

it is at least partly in neutral form and detected with reasonable sensitivity also with APCI.  

 

The ionisation mechanism in APPI has been explained above. The results obtained with APPI 

were similar to those obtained with APCI (II, Table 2). The poorer sensitivity with APPI than 

with ESI is probably mostly due, as in APCI, to the high vaporising temperatures of the charged 

glucuronide and sulphate conjugates and to the thermal degradation of the glucuronides. 

Nevertheless, the results obtained in this work, though promising, are only preliminary ones. 

The potential of APPI in drug conjugate analysis carried out with different eluents, dopants and 

temperatures must be thoroughly studied before conclusions are drawn about this new method. 

 

It is clear from the results that ESI is the method of choice for the present conjugates. When ESI 

was used, not only was the number of detected conjugates the greatest but also intensities were 

higher than when APCI or APPI was used. This indicates a better ionisation efficiency in ESI 

than in APCI or APPI. The aglycones and methyl conjugates were succesfully ionised with all 

ionisation methods. Glucuronide conjugates were ionised most efficiently in ESI, though they 

were also detected with APCI and APPI. Sulphate conjugates were detected only with ESI. No 

additional metabolites or information on the compounds was obtained with APCI or APPI 

relative to ESI.  
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5.4. Optimisation of the separation 

 

Separation of the analytes from matrix compounds, from each other, and from the internal 

standard is beneficial, or even necessary as in the case of isomers, even though a mass 

spectrometer is used for the detection. In this work, liquid chromatography (II,III,V) and 

capillary electrophoresis (IV) were evaluated for the separation. ESI was chosen as the method of 

ionisation for the reasons given above. Negative ion mode MS was preferred for detection when 

only glucuronides were analysed since good ionisation efficiency, owing to the acidic character of 

the glucuronides, was easily obtained in neutral pH (III-V).  

 

The development of an LC−MS method for the analysis of drug metabolites is sometimes quite 

difficult. The conditions required for a reasonable separation of the analytes and matrix 

compounds in LC may be unlike those needed for efficient ionisation and detection in MS. The 

best ionisation efficiency in ESI is normally achieved when the pH is adjusted to promote 

ionisation of the analyte above its neutral form, while the retention of the analyte with C 18 phase 

favours the neutral form. It follows that the conditions chosen for the identification of 

metabolites by LC−MS always involve compromise. In capillary electrophoresis, unlike in LC, 

ionised analytes are necessary. This is because the separation in CE is based on the 

electrophoretic mobilities of charged analytes; thus ESI is the ideal ionisation method for 

CE−MS. The problem in using CE and ESI together is the low flow rates required in CE 

compared with those needed for proper operation of the normal ESI source. Adding a suitable 

auxiliary eluent, a sheath liquid, to the flow via a T-piece, should solve this problem. 

 

Ammonium acetate was chosen as electrolyte for the LC−MS analysis of acidic glucuronides in 

urine samples (compounds I-VI in Fig. 5). A solution at pH 7 was found to ensure the ionisation 

and still give moderate retention of the analytes on the reversed phase column. Ionic strength of 

the electrolyte solution was optimised between 2 and 20 mM and the retention of the 

glucuronides was found slightly to increase with the concentration of ammonium acetate. Good 

separation and retention were obtained with the 10 mM electrolyte solution that was chosen for 

the analysis (III). Acetonitrile was preferred over methanol as organic solvent because lower 

backpressure and symmetrical peaks and better resolution were obtained with acetonitrile. 

 

Ammonium acetate and acetonitrile were also tested for the analysis of drug conjugates of 

apomorphine, dobutamine and entacapone (structures X, IX and III in Fig. 5) but found to be 

inappropriate (paper II). In this case, gradient elution was required to separate a wide range of 
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compounds with different acid-base properties. When ammonium acetate solution was used as a 

buffer, the baseline drifted and the stabilisation after the analysis took too long. Better results 

were obtained with an acidic eluent consisting of formic acid and acetonitrile. Because of the 

acidity of the eluent, positive ion mode was chosen for ionisation. 

 

Ammonium acetate was used as buffer species in the electrolyte solution for CE−MS to ensure 

the ionisation of the glucuronides. Optimisation of the ionic strength of the electrolyte solution 

is important since it has an effect on electroosmotic as well as on electrophoretic mobility. The 

ionic strength was optimised between 10 and 50 mM and the migration times of the studied 

glucuronides, EEG and EZG, were found to increase linearly with buffer concentration (IV, 

Table I). This is because the electro osmotic flow (EOF) from the anode towards the cathode 

decreased less than the electrophoretic mobility in opposite direction. Better resolution of the 

compounds was obtained at higher buffer concentrations, probably because of the diminished 

electrophoretic dispersion. The EOF and the dissociation state of the analyte, and thus the 

migration times, are dependent on pH. The influence of pH on the resolution of EEG and EZG 

was studied between pH 5 and 8. A pH of 6.84 (obtained for 20 mM electrolyte solution without 

adjustment) was chosen for the analysis as a compromise between the best possible resolution 

and shortest analysis time (IV, Table I). 

 

5.5. Comparison of LC−−−−ESI-MS/MS and CE−−−−ESI-MS/MS methods 

 

Three methods were developed for the quantitative analysis of nitrocatechol glucuronides in 

urine and plasma. A simple isocratic LC−ESI-MS/MS method was developed for the 

quantitation of EEG, EZG, TOG, NG and 4-nitrocatechol glucuronides in urine (III). The 

method is extremely rapid, allowing analysis of the compounds in just four minutes. After some 

modification of the eluent composition, it could probably be applied for other glucuronides, 

since the main fragment ion is the negatively charged drug moiety formed after the cleavage of 

the glucuronide part. The method is readily automated, and thus highly suitable for metabolic 

studies in which a large number of samples must be analysed. The only disadvantage of the 

method is the manual sample pre-treatment step, which increases the total analysis time, as well 

as the risk of sample loss and contamination.  

 

A similar LC−ESI-MS/MS was applied for the analysis of entacapone glucuronide in rat plasma 

(V). With this method the total analysis time of one sample was 22 minutes. However, the 

purification of the complex protein-containing samples was performed on-line with use of a 
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restricted access material (RAM) precolumn and column-switching technique. Thus the total 

time used for the analysis was less than for the method described for urine. With totally 

automated sample pre-treatment, the reliability and repeatability of the method are increased. 

Also the sensitivity is improved because the sample is concentrated in this procedure: up to 500 

µl of plasma can easily be injected to the RAM columns (Yu and Westerlund 1996a,b). The 

only manual step needed in the procedure is centrifugation and filtration of the samples. The 

method development is more complicated than for normal LC method development, however, 

because two different solvent compositions and column switching times must be optimised 

before it can be applied. The method can also be employed in the analysis of glucuronides in 

bile, urine and various in vitro incubation mixtures. For other matrices than plasma, the method 

is easily speeded up since a substantial part of the total time is used to wash the proteins of 

plasma to waste. 

 

The direct CE−ESI-MS and CE−ESI-MS/MS methods proved suitable for the quantitation of 

the glucuronide conjugates of entacapone and tolcapone in urine (IV). Analysis of the 

compounds takes 15 minutes. The rate limiting step is the required separation of the E- and Z-

entacapone glucuronides, which cannot be distinguished solely by MS. As is evident from the 

results, high plate numbers achieved in CE do not reflect the resolution between the compounds. 

Narrow peaks, however, together with low flow rates with no need for splitting, that usually is 

necessary in LC−ESI-MS, provide very low detection limits. Similarly to the fast LC−ESI-

MS/MS method (III), the samples were purified manually by solid-phase extraction, which 

increased the total analysis time. The development and optimisation of the CE−MS/MS method 

is a highly complicated and slow process demanding experienced personnel and much time. In 

routine applications this would be a major disadvantage. The advantages and the disadvantages 

of the different quantitative methods developed during this work are summarised in Table 4. 
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Table 4. Comparison of the LC−ESI-MS/MS and CE−ESI-MS/MS methods developed for the 
analysis of glucuronides in biological matrices. 

 LC−ESI-MS/MS (III) LC-RAM−ESI-MS/MS (V) CE−ESI-MS/MS (IV) 
Analytes EEG, EZG, NG, TG, 1-

O-NKG, 2-O-NKG, AG 
 

EEG, EZG EEG, EZG, TG 

Sample matrix Urine 
 

Plasma Urine 

Separation 
eluent/electrolyte 
composition 
 

10 mM NH4OAc pH 7, 
10-20% ACN 

20 mM NH4OAc pH 7,  
15% ACN 

20 mM NH4OAc,  
pH 6.84 

Sample pre-
treatment 
 

Off-line SPE On-line purification Off-line SPE 

Analysis time 
 

4 min 
 

22 min 15 min 

Disadvantages - off line sample pre 
treatment 

 

- multiple parameters to 
be optimised 

 

- fairly complicated method 
development and 
optimisation 

- easily clogged 
- small injection volume 
 

Advantages - simple to use 
- fast 
- easily automated 

- automated sample 
clean-up 

- suitable for different 
matrices 

- relatively fast method 
- no eluent waste 

 
 
5.6. Validation of methods 
 
Validation of a method is essential when its suitability for quantitative routine analysis is being 

evaluated. There are many validation guidelines to choose from, each with numerous parameters 

to evaluate. The thoroughness of a validation procedure should be in reasonable proportion to 

the intended use of the method. Parameters routinely tested in this work were linearity, 

repeatability (in-day and between-day), specificity, and limits of detection or limits of 

quantitation (III-V). Also, the recovery of extraction (IV,V), matrix effects and cross talk were 

evaluated (V). The validation of the methods is summarised in Table 5. For reasons of 

consistency, only the results obtained with E-entacapone glucuronide are presented. 

 

Between-day repeatability of the CE−ESI-MS/MS and RAM-LC−ESI-MS/MS methods was 

evaluated by injecting the same sample on consequent days (6-7 days) and was found to be 

acceptable for biological samples (relative standard deviation of the peak area ratios, RSD, 

below 15%). In-day repeatability was better for the fast LC−ESI-MS/MS method (III) (RSD 

2.6%) than for the RAM-LC−ESI-MS/MS method (RSD 5.7%). The repeatability of the 

instrumental system, studied by successive injections of the same sample, was good in both 

LC−MS systems (RSD 1.3-1.5%), but it was easier to determine the analytes in urine by LC-
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ESI−MS/MS than the analytes in plasma by RAM-LC−ESI-MS/MS. The linearity of the 

methods was good in all cases. In an evaluation of concentration range between 1 and 150 

µg/ml, the linearity varied between 0.9966 and 0.9998. Somewhat surprisingly, the most 

sensitive method was CE−ESI-MS/MS, despite the small injection volume (34 nl). With this 

method the limit of quantitation (S/N=3) was about 7 ng/ml, which means that only 0.3 pg of 

the compound was introduced to the MS. The RAM-LC−ESI-MS/MS method was almost as 

sensitive: despite the complexity of the plasma matrix the limit of detection was 1 pg of analyte 

introduced to the MS.  

 

The sensitivity of the LC−MS methods would probably be improved if the splitting of the flow 

(1:100, v/v) could be avoided or at least minimised. This is possible by using columns of 

smaller diameter (e.g. 2.1 or 1 mm). In this work a capillary column (i.d. 300 µm) was tested for 

the purpose. Use of capillary column, however, lengthened the analysis time dramatically. 

Therefore, the approach was not studied further. The use of shorter columns in order to reduce 

the analysis time is probably not possible either since the separation of entacapone glucuronides 

was critical even with the column length used (15 cm).  

 

Table 5. Summary of the validation of the quantitative methods. 

 LC−ESI-MS/MS CE−ESI-MS CE−ESI-MS/MS RAM-LC−ESI-
MS/MS 

 EEG EZG EEG EZG EEG EZG EEG EZG 
Repeatability 
- between-day 

 
- 

 
- 

 
13.2 

 
15.0 

 
14.8 

 
11.3 

 
14.0 

 
7.7 

- in-a-day 2.56 2.57 - - - - 5.7 6.9 
- instrument 1.52 1.52 8.34 8.10 5.02 13.6 1.3 1.9 
Linearity (r2) 0.9994 0.9998 0.9966 0.9970 0.9990 0.9988 0.9984 0.9968 
 1 – 60 µg/ml 2 –150 µg/ml 0.05 – 1 µg/ml 2 – 100 µg/ml 
Limit of detection 5 pg to MS 3.4 pg to MS 0.3 pg to MS 1 pg to MS 

 

 

5.7. Sample pre-treatment 
 

Sample loss during pre-treatment was evaluated in papers IV and V. Urine samples analysed by 

the methods described in papers III and IV were purified by simple SPE method in acidic 

conditions. Acidified urine samples were loaded to SPE columns (C18), washed with dilute acid 

and then a small amount of water in order to remove the salts in urine, and finally, the 

glucuronides were eluted from the columns with methanol. The recovery of the extraction was 

exceeded 95% demonstrating the suitability of the procedure for urine samples (IV). On-line 

sample purification with RAM column was applied in the study of rat plasma samples (V). In 
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the case of plasma samples SPE was inappropriate and recovery (10-61%) was poorer than that 

obtained with the RAM procedure (78-101%). 

 

Although CE and LC have been used for the analysis of biological samples with no or minimal 

sample pre-treatment, it is usually necessary to remove the endogenous compounds before the 

analysis in order to avoid serious matrix effects. Undetected endogenous compounds, such as 

amines, in biomatrices can ruin the chromatography or suppress the ionisation in ESI 

(Matuszewski et al. 1998, Fu et al. 1998). A significant part of the validation procedure of the 

RAM-LC−ESI-MS/MS method was the evaluation of specificity and studies on cross talk and 

the matrix effect. Specificity was studied by comparing the ion chromatograms obtained in the 

analyses of a blank plasma sample, a plasma sample spiked with the studied analytes, and a 

standard solution of the analytes. No peaks were present in the ion chromatogram of the blank 

plasma. Specificity, and the absence of cross talk between the MS/MS channels, were further 

confirmed by injecting a high concentration of E-entacapone glucuronide to the system and 

monitoring the channel of the internal standard (TOG) near LOD values. No cross talk existed 

because there was no rise in the signal of the channel at the retention time of EEG. Likewise, 

when the internal standard was injected there was no response on the channel of the analytes 

(Figure 4 in paper V). A matrix effect would be seen as poor reproducibility and accuracy of the 

assay, because the coeluting undetected matrix components would reduce the ion intensity of 

the analytes and affect the absolute peak areas (Matuszewski et al. 1998). No matrix effect was 

detected in this work: the absolute peak areas of the analytes and those of the internal standard 

spiked in five different batches of rat plasma were highly reproducible (RSD 7.3% and 8.5%, 

respectively).  
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6. Conclusions 
 

Mass spectrometric and tandem mass spectrometric behaviour of six nitrocatechol-type 

glucuronides was studied using electrospray and atmospheric pressure chemical ionisation in 

both positive and negative ion mode. All the glucuronides were ionised in negative but not in 

positive ion mode and thus the negative ion mode is preferred for the analysis. The 

deprotonation site in negative ion mode is suggested to be the carboxylic acid group in the 

glucuronide moiety. Though the compounds have no basic groups in their structures, four of 

them were ionised in positive ion APCI as well as in positive ion ESI. It follows that, at least in 

part, the ionisation in ESI takes place via gas phase reactions. Collisionally activated 

dissociation of the compounds in both positive and negative ion mode showed the ion formed 

by the loss of the glucuronide moiety as the main product. This ion was the only product ion in 

the negative ion mode and was extremely abundant and stable owing to the resonance 

stabilisation. Highly sensitive and selective methods of analysis can be developed on the basis 

of this finding. ESI was found to be over ten times more sensitive than APCI and is preferred 

for ionisation of the studied glucuronides.  

 

ESI also proved to be the most suitable ionisation method when the applicability of ESI, APCI 

and APPI was evaluated for the screening of different drug conjugates in biological matrices 

with LC−MS. The highest number of conjugates was found when ESI was used. As well, the 

abundance of the detected compounds was noticeably higher with ESI than with APCI or APPI. 

Most probably this is because the drug conjugates, being thermolabile and of low volatility, 

were not efficiently vaporised and were, at least in part, decomposed to the corresponding 

aglycone. The suitability of APPI was studied only superficially, however. More careful 

optimisation of the parameters and numerous additional tests are required before the superiority 

of the other methods can be concluded. Tandem mass spectrometry was required for the 

confirmation of the conjugates. The primary cleavage in the case of glucuronide and sulphate 

conjugates was the loss of the conjugate group. It follows that the site of conjugation cannot be 

determined only with MS/MS. This might be possible in the case of methylation, however, 

owing to the more stable molecule and characteristic product ions. 

 

Two LC−ESI-MS/MS methods and a CE−ESI-MS/MS method were developed for direct 

quantitation of nitrocatechol-type glucuronides in biological matrices. The methods, which were 

based on single reaction monitoring, were shown to be linear, repeatable, selective and highly 
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sensitive. The methods, developed with the help of synthesised standard compounds, allowed 

reliable analysis of intact glucuronides in complex biomatrices. The urine samples analysed 

with CE− or LC−ESI-MS/MS were purified by off-line solid-phase extraction before the 

analysis, while the plasma samples analysed with LC−ESI-MS/MS were purified on-line with 

the use of special precolumn material and column-switching technique. The two LC−ESI-

MS/MS methods are relatively simple to apply and easily modified for the analysis of different 

glucuronides in different matrices and so are well suited for routine use. The method 

development in CE−ESI-MS/MS was more difficult and the maintenance of the instrumentation 

requires highly skilled personnel. Probably, then, CE−MS is the method of choice only for 

research purposes or where only limited amounts of sample are available. 
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