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1 Abstract 

Arsenic is a potent environmental contaminant and human carcinogen, occurring 

naturally in the earth‟s crust and entering the food chain through leeching into the 

water supply.   Upon entering the body, inorganic arsenic is methylated to mono- 

and di-methylated forms, the trivalent versions of which have been shown to have 

increased toxicity over their inorganic counterparts.  The majority of arsenic is 

methylated in the liver and is eliminated from the body in urine.  Multidrug 

resistance protein 2 (MRP2) can transport the seleno-bis(S-glutathionyl) arsinium 

ion, [(GS)2AsSe]
-
, and coupled with the apical expression of MRP2 in the liver, 

provides a mechanistic explanation for the cooperative detoxification observed 

between arsenic and selenium.  Multidrug resistance protein 1 (MRP1) was 

capable of transporting monomethylarsenic diglutathione (MMA(GS)2) and due to 

the broad tissue distribution of MRP1, is likely to be important for protecting cells 

from arsenic.   Multidrug resistance protein 4 (MRP4) can transport MMA(GS)2 

and dimethylarsinic acid (DMA
V
) and due to its basolateral localization in the 

hepatocyte and apical localization in the renal proximal tubule, is likely crucial in 

the disposition of arsenic from the liver into the blood stream and then into urine.  

The results of this thesis demonstrate the role and the importance of MRP1, 

MRP2, and MRP4 in the protection against arsenic and its metabolites.   
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2 General Introduction 

2.1 The ATP-binding cassette (ABC) transporter super-family 

2.1.1 ABC transporter superfamily members 

In humans, the ABC transporter superfamily includes 49 genes that have been 

assigned to 7 different subfamilies, designated A through G [1].  Eukaryotic ABC 

transporters can transport a wide variety of physiological and drug substrates and 

were originally identified based on the ability to confer resistance to anti-

neoplastic agents [2].   While the majority of ABC transporter superfamily 

members are ATP-dependant transporters, the cystic fibrosis transmembrane 

conductance regulator (CFTR/ABCC7) [3] is a channel gated by ATP. Other 

exceptions to the transporter function include the ATP-dependant sulfonylurea 

receptors SUR1/ABCC8 and SUR2/ABCC9, that serve as ion channel regulators 

[4].  ABC proteins in subfamilies E and F do not have transmembrane domains, 

but contain ATP-binding domains that closely resemble those of other ABC 

transporters [5, 6].  ABCE contains one subfamily member, ABCE-1 (RNase L 

inhibitor), which binds specifically to RNase L and has roles in cell growth, 

development and some pathological processes [6].  The human genome contains 3 

ABCF genes of unknown function, however in yeast the ABCF1 protein is 

required for the activation of a kinase that phosphorylates the translation initiation 

factor eIF2 [7].  In humans it has been shown that the ABCF1 protein copurifies 

with eIF2, suggesting it performs a similar function [8]. 
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The first eukaryotic ABC transporter to be identified and characterized 

was P-glycoprotein (ABCB1) [2].  The discovery of P-glycoprotein and the idea of 

multidrug resistance led to the discovery of other ABC transporters notably, 

multidrug resistance protein 1 (MRP1/ABCC1) and the breast cancer resistance 

protein (BCRP/ABCG2) [9-12].  MRP1 was identified in the H69AR small cell 

lung cancer cell line after step-wise selection of the parental H69 cell line with 

doxorubicin [9].   MRP1 and P-glycoprotein share only 20% sequence identity, 

but confer resistance to a similar spectrum of drugs [1].  BCRP/ABCG2 was 

independently identified in placenta in addition to the drug resistant breast tumor 

cell lines, MCF-7/AdrVp and MCF-7/AdVp3000 [10-12].  BCRP confers 

resistance to anticancer drugs and is expressed in many tissues, including the 

blood-brain, blood-placental, and blood-testis barriers, where it is thought to play 

a protective role [13, 14].   

2.1.2 ABC protein structure 

The core functional unit of ABC transporters consists of two membrane spanning 

domains (MSDs) and two nucleotide binding domains (NBDs) [15].  Some ABC 

transporters, such as BCRP/ABCG2, contain only one MSD and one NBD and 

require dimerization for functional activity.   

The nucleotide binding domains of all ABC transporters contain three 

common motifs; the Walker A, Walker B, and the “C” signature motif (LSGGQ) 

[16].   The Walker A, Walker B, and “C” signature motif are essential for ATP 

binding and hydrolysis [1].  The two NBDs of a functional ABC transporter form 
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a head-to-tail „sandwich‟ dimer [17] in which each C-signature motif is opposed 

to the Walker A motif of the opposite NBD, thus forming two ATP-binding sites.   

2.1.3 ABCC protein structure 

Several ABC proteins in subfamily “C” (MRP1, MRP2, MRP3, MRP6, MRP7, 

SUR1, SUR2), have an additional NH2-terminal MSD, known as MSD0 (while 

CFTR, MRP4, MRP5, MRP8, and MRP9 do not) as shown in Figure 2.1.  The 

function of MSD0 and the associated cytoplasmic loop (CL3) has been 

investigated for MRP1, MRP2, and SUR1.  Unlike SUR1, in which MSD0 has a 

functional role in trafficking of the protein [18], no functional role of MSD0 has 

been found for MRP1.  MSD0 of SUR1 contains the ER retention signal „RXR‟ 

and when expressed alone, is retained in the ER.  When expressed with Kir6.2 

(the major component of the ATP sensitive K
+
 channel), which also contains an 

ER retention signal, both signals are „masked‟, preventing recognition of the ER 

retention signal, resulting in both proteins properly trafficking to the membrane at 

a 1:1 ratio [19].  This is important because Kir6.2 and SUR1 form an octameric 

functional channel, consisting of 4 Kir6.2 subunits, and 4 SUR1 subunits [20].  

The CL3 of MRP2 contains a lysine-rich sequence responsible for apical 

expression of the protein [21]. Original studies of MRP1, without MSD0 and 

CL3, expressed in insect cell lines suggested that MSD0 was involved in function 

[22, 23], but it was later determined that removal of MSD0 of MRP1 expressed in 

mammalian cell lines had no effect on protein function or trafficking  [24, 25].  

Removal of CL3 was responsible for causing the effect on protein trafficking 

[24].   
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In the majority of ABC transporter NBDs, the amino acid following the 

Walker B motif is Glu, which contains the carboxylate side chain involved in the 

cleavage of the β-phosphodiester bond of ATP.   This Glu residue in NBD1 is not 

conserved in the ABCC family [26].  In addition, while the COOH-proximal 

NBDs of the ABCC family closely resemble typical ABC structure, the NH2-

proximal NBDs of ABCC proteins are quite divergent [9].   A 13 amino acid 

deletion exists between the Walker A and C-signature motif (10 in 

MRP7/ABCC10) [27].   As expected from the structural differences between the 

NBDs of the ABCC family, they play distinct roles in the transport cycle and 

several studies have shown that NBD1 of MRP1, CFTR, and SUR is incapable of 

ATP hydrolysis [28-34].   
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Figure 2.1.   Predicted secondary structure of ABCC/MRP family members.  (A) 

Contains the NH2-terminal membrane spanning domain (MSD0) (MRP1, MRP2, 

MRP3, MRP6, MRP7, SUR1, SUR2).  (B) The „short‟ structure resembling 

typical ABC structure (MRP4, MRP5, MRP8, and MRP9). This figure was 

modified from [35] with permission. 
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MRP4 (ABCC4) CFTR (ABCC7) 

 

Figure 2.2.  Phylogenetic dendrogram of the sequence similarities of the full-

length human ABCC proteins.   Dendrogram is based on ClustalW2 alignments 

and generated using TreeView.  Accession and version of sequences used for 

alignment:  ABCC1- P33527.3  GI:296439301, ABCC2- Q92887.3  GI:308153583, ABCC3- 

O15438.3  GI:6920069, ABCC4- O15439.3  GI:206729914, ABCC5- O15440.2  GI:8928547 , 

ABCC6- O95255.2  GI:269849624, ABCC7- P13569.3  GI:147744553, ABCC8- Q09428.6  

GI:311033501, ABCC9- O60706.2  GI:215273925, ABCC10- Q5T3U5.1  GI:74756298, 

ABCC11- Q96J66.1  GI:74762666, ABCC12- Q96J65.2  GI:161788999 
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2.1.4 Mechanism of transport 

The mechanism by which ABC transporters hydrolyze ATP in order to translocate 

their respective substrates is currently incompletely understood.  Two proposed 

models for the function of ABC transporters have evolved from biochemical data 

and the solved crystal structures of nine prokaryotic and two eukaryotic ABC 

transporter proteins [36-48].   One model referred to as “The Switch” mechanism 

arose from the alternating access model [49] and the first solved structures of the 

ABC family members, MsbA and Sav1866 [37, 48].  Sav1866 is a bacterial 

multidrug efflux “half-transporter” that forms a homodimer [37], currently with 

an unknown physiological role [50].     MsbA is also a bacterical efflux “half-

transporter” that effluxes lipid A, preventing toxic accumulation within the inner 

leaflet of the bacterial membrane [51].  The Switch transport mechanism involves 

the dimerization of the NBDs upon binding of two ATP molecules.  Both NBDs 

are thought to completely dissociate after the sequential hydrolysis of the two 

ATP molecules.  The Switch mechanism involves the transporter starting from the 

inward facing conformation with a low affinity for ATP.   Substrate binds, 

inducing a conformational change which increases the affinity for ATP and two 

ATP molecules bind the NBDs to cause their dimerization.  ATP-binding and 

NBD dimerization results in the transporter shifting to the outward-facing 

conformation and the release of substrate.   Hydrolysis of ATP is thought to return 

the transporter to the inward-facing conformation, resetting the cycle.   Several 

structures providing evidence in support of the „Switch‟ mechanism, in which 

NBDs are dissociated, are based on crystal structures of proteins in a nucleotide-

free state [36, 45, 52], whereas Sav1866 was resolved in the presence of ADP and 
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showed a close association between NBDs [37].  These nucleotide-free states are 

unlikely to occur physiologically.  Solved crystal structures such as P-gp [52], in 

the absence of nucleotide, leave significant room for question regarding their 

mechanistic relevance as the presence of nucleotide would cause significant 

conformational changes and also better represent an in situ snap shot of the 

protein. 

The second proposed mechanism is known as the “Constant Contact” 

model.  The primary difference is that the ATP molecules are proposed to be 

sequentially hydrolyzed but nucleotide binding domains remain in contact 

throughout the cycle [53-57].   The constant contact model involves alternating 

ATP hydrolysis at each site, with one site opening at the point of hydrolysis and 

the second NBD remaining closed with ATP bound and occluded.  While one site 

opens to allow nucleotide release, the NBDs do not separate fully, ATP binds to 

the newly opened site, the second site undergoes ATP hydrolysis and this process 

repeats in alternating cycles.   Structural studies of Sav1866, CFTR and MalK 

support the constant contact model through demonstration of non-equivalent 

NBDs [58-60].   These studies indicate that only one of the two NBDs is capable 

of ATP hydrolysis, leaving one pocket NBD permanently occupied by ATP and 

thus in constant contact and never completely dissociating as proposed in the 

switch mechanism.  Recently, the heterodimeric bacterial multidrug transporter 

TM287/288, with non-equivalent NBDs was solved in the inward facing state and 

provided strong evidence for the constant contact model [40].  This structure 

showed, in contrast to other inward facing crystal structures, an open substrate 
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binding cavity, while NBDs remained in contact [40].   Large bodies of evidence 

exist for both the constant contact model and the switch model.  Determining the 

correct representation of the transport cycle will require the difficult task of 

solving high resolution crystal structures of ABC transporters in all possible 

conformations (outward facing substrate bound, outward facing substrate free, 

inward facing substrate free, inward facing substrate bound, closed outward 

facing, closed inward facing, in addition to the various possible nucleotide bound 

states of each).   

2.1.5 Multidrug resistance protein 1 (MRP1) 

2.1.5.1 Expression 

MRP1 is expressed in most tissues throughout the body, with relatively high 

levels found in the lung, testes, kidney, placenta, skeletal muscles, and peripheral 

mononuclear cells [61].  MRP1 is not detected in healthy human liver, but is 

present in liver cancer cell lines, such as HepG2 [62].  MRP1 is localized to the 

basolateral membrane in epithelial cells, and to the luminal surface of brain 

microvessel endothelial cells [63].   

2.1.5.2 Role in drug resistance and anticancer drugs transported 

MRP1 was originally discovered in the doxorubicin-selected H69AR small cell 

lung cancer cell line with an associated multidrug resistant phenotype [9].   Since 

then, MRP1 has been associated with poor outcome in many different 

haematological and solid tumors and MRP1 expression has important 

implications in clinical anticancer drug resistance [15].  Upregulation of MRP1 

following anticancer drug treatment occurs in many tumor types and cell lines 



30 
 

including prostate, hepatocellular, myeloid leukemia, renal cell, adrenocortical, 

and colon cancers [64-67].   Genetic polymorphisms in MRP1 have also been 

associated with poor clinical outcomes of hepatocellular carcinoma [68].  Recent 

work has identified several single nucleotide polymorphisms (SNPs) of MRP1, 

which are associated with increased haematological toxicity of the 

chemotherapeutical regimen of 5-fluorouracil, epirubicin, and cyclophosphamide 

(FEC) [69], demonstrating the important role of MRP1 in protecting non-

malignant tissues during drug treatment. 

 In addition to doxorubicin, MRP1 has been shown to confer resistance to 

other anticancer drugs; including, methotrexate, etoposide, mitoxantrone, 

vincristine, vinblastine, and tyrosine kinase inhibitors [70-72].    MRP1 also 

transports many non-cancer related drugs, including the antiviral drugs ritonavir 

and saquinovir, as well as the antibiotics difloxacin and grepafloxacin [73-76].  

MRP1 and Pgp confer resistance to a similar spectrum of anti-cancer drugs, but 

through different transport mechanisms.    Unlike Pgp, MRP1 has complex 

interactions with the cytosolic tripeptide, glutathione (GSH/ γ-Glu-Cys-Gly).  

Cellular GSH is the most abundant low molecular weight thiol with cytosolic 

concentrations ranging from 0.5-10 mM [77].  In addition to MRP1 transporting 

both GSH and its oxidized form GSSG, MRP1 can transport a number of 

substrates in which conjugation to GSH is required for transport,  and transport of 

several substrates are stimulated by GSH but do not form conjugates for which a 

GSH-stimulated transport mechanism has been proposed [15].  Necessity of 

conjugate formation versus GSH stimulation has been partially elucidated using 
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the GSH analogues, S-methyl GSH and ophthalmic acid (OA) (shown in Figure 

2.3), which are structurally similar to GSH but have a methyl „capped‟ thiol group 

or methyl substituted thiol group, respectively.  S-methyl GSH and/or OA have 

been shown to substitute functionally for GSH for a number of substrates 

including vincristine (only S-methyl GSH) and mitoxantrone [78-82].  S-methyl 

GSH replaces GSH in vincristine transport whereas dipeptides and reducing 

agents did not, demonstrating that the tripeptide structure of GSH was required 

for stimulation [83]. More extensive lists of MRP1 substrates are shown in Tables 

2.1, 2.2, and 2.3.  
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Figure 2.3 Chemical structures of GSH and the GSH analogs ophthalmic acid 

(OA) and S-methyl GSH.   Bracketed sections represent the thiol group of GSH, 

or the substituted group in S-methyl GSH and ophthalmic acid.  
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     Table 2.1.  Selected Drug Substrates of human MRP/ABCC drug 
transporters 

     Substrates   MRP1 MRP2 MRP4 

Methotrexate 
 

  

Sorafenib 
 



 Doxorubicin(+GSH) 
 

 

Etoposide (+GSH) 
 

 

Mitoxantrone 
 

 

Cisplatin [Pt(GS)2] 
 



Vincristine (+GSH) 
 

 

Vinblastine (+GSH) 
 

 

 Camptothecin 
  



Leucovorin 
   



Topotecan 
 

  

Adefovir 
   



Tenovir 
   



Ceftizoxime 
   



Cefotaxime 
   



Cefmetazole 
   



Hydrochlorothiazide 
  



Furosemide 
   



Oimesartan 
   



Edaravone glucuronide 
  



p-aminohippurate 
   



6-mercaptopurine 
   



6-thioguanine 
   



Azathioprine 
   



Morphine 6-glucuronide 
 



Morphine 3-glucuronide 
 



Acetominophen-glucuronide 

Tyrosine Kinase Inhibitors1 

  Paclitaxel 
 

 

 Saquinovir 
 

  

Ritonavir 
 



  Difloxacin 
 



  Grepafloxacin        
1Small-molecule 4-anilinoquinazoline-based tyrosine-kinase inhibitors 
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     Table 2.2.  Selected Physiological Substrates of human MRP/ABCC drug 
transporters 

     Substrates   MRP1 MRP2 MRP4 

Bilirubin-glucuronide 
 



 Unconjugated bilirubin 

  GSSG 
 

 

 GSH 
 

  

LTC4 
 

  

Folic Acid 
 

  

DHEAS 
 

  

E217βG 
 

  

Estrone 3-sulphate 
 

 

 cGMP 
   



cAMP 
   



ADP 
   



urate 
   



PGE1 
   



PGE2 
   



PGE2α 
 



 


TXB2 
   



LTB4 
   



Taurocholate (+GSH) 
   



Cholate 
   



Cholylglycine 
   



Cholyltaurine 
 



 


Deoxycholylglycine 
   



Chenodeoxycholylglycine 
  



Ursodeoxycholylglycine 
  



Ursodeoxycholyltaurine     
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     Table 2.3.  Selected Toxicological Substrates of human MRP/ABCC drug transporters 

     Substrates   MRP1 MRP2 MRP4 

As(GS)3 
 

 

 MMA(GS)2 
 

  

[(GS)2AsSe]- 
  



 Potassium Antimonite 
 



  Methoxychlor 
 



 Dinitrophenyl-GS 
 

  

Ethacrynic Acid-GS 
 



 NNAL-O-glucuronide 
 

 

Methylmercury-N-acetyl-L-cysteine 
 

 

N-ethylmaleimide glutathione 
 



 Ochratoxin A 
  



Metolachlor-GS      
  
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2.1.5.3 Physiological function and substrates 

In addition to its role in drug resistance, MRP1 is present in non-malignant tissues 

and transports a diverse array of physiologically relevant substrates.   MRP1 is 

important for the efflux of the leukotriene, LTC4 from the cell [81].  Leukotrienes 

elicit a number of biological effects including contraction of bronchial smooth 

muscles, stimulation of vascular permeability, and the attraction and activation of 

leukocytes.  LTC4 is produced in mast cells, basophils, neutrophils, eosinophils, 

dendritic cells, platelets, kidney, and brain [84].  LTC4 is synthesized within the 

cell starting from arachidonic acid which is converted to LTA4 by 5-lipoxygenase.  

LTA4 is converted to LTB4 or LTC4 by LTA4 hydrolase and LTC4 synthase 

respectively [15].  Mrp1
-/-

 mice are healthy and fertile and show no physical or 

histological abnormalities [85]. Consistent with the role of MRP1 as an LTC4 

transporter, studies in Mrp1
-/- 

mice showed a reduced IgE-mediated inflammatory 

response [85].    The transport of LTC4 by MRP1 is involved in dendritic cell 

migration from the skin to the lymph nodes [86].   Regulation of dendritic cell 

migration to the chemokine CCL19 was shown to be regulated by LTC4, and 

Mrp1-/- mice had greatly reduced dendritic cell migration, which could be 

restored by the addition of exogenous LTC4 [86]. 

 Human MRP1 transports the GSH conjugate of 4-hydroxy-2-nonenal 

(HNE) [87].   HNE is a toxic and highly reactive product of lipid peroxidation, 

and being a strong electrophile, readily reacts with nitrogen in nucleic acids or 

sulphur in proteins to form covalent adducts [88].  Mouse studies demonstrated an 

increase in Mrp1 expression after treatment with doxorubicin, which induces 

oxidative stress and thus the formation of HNE [89].  Together, these data suggest 
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that MRP1 plays an important role in protecting cells against the toxic products of 

lipid peroxidation.   

MRP1 transports GSH and GSSG and it has been suggested that through 

this function MRP1 is involved in maintaining the redox state of the cell [90].  

Levels of MRP1 have been shown to increase significantly after the induction of 

oxidative stress [91].  mrp1
-/- 

mice have shown increased levels of cellular GSH in 

tissues normally expressing high levels of Mrp1 [92, 93].    

MRP1 transports unconjugated bilirubin and could potentially play a role 

in preventing bilirubin neurotoxicity  in infants [94-96].  In addition to its 

dramatically increased toxicity compared with conjugated bilirubin, unconjugated 

bilirubin is insoluble in water and cannot be eliminated in urine or feces. 

Hyperbilirubinemia occurs in neonates due to immature hepatic  and intestinal 

glucuronidation pathways.   Neonates also lack the intestinal flora required for the 

breakdown and excretion of bilirubin in feces [97].   These factors combined with 

an incompletely developed blood brain barrier make neurotoxicity a concern.  

MRP1 is thought to serve as a back-up defense pathway, as its expression is 

upregulated by unconjugated bilirubin in the glia of the brain [94]. 

 MRP1 has been shown to transport folic acid, suggesting a role in folate 

homeostasis [98].  Since folate cannot be synthesized de novo, and is essential for 

DNA synthesis, repair, and methylation, the cellular regulation of folate levels has 

implications for the regulation of cell growth and proliferation.    Expression of 

MRP1 in fetal capillaries within the placenta has been proposed to protect the 

developing fetus from conjugated estrogen hormones such as estrone sulphate 
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(E1SO4) and 17estradiol 17-D-glucuronide (E217βG) [99, 100].  E217βG is an 

estradiol metabolite formed in the liver that is transported into bile under normal 

circumstances by MRP2 [101].  Accumulation of E217βG is implicated in 

cholestasis during late stage pregnancy.  Estrone sulphate is the predominant 

circulating estrogen in post-menopausal women and has also been considered as a 

prognosis factor in prostate cancer [102].  Additionally, the expression of MRP1 

in Leydig cells may contribute to protecting the testis from estrogen [103, 104]. 

2.1.5.4 Role in tissue protection and toxicological substrates 

With its broad substrate specificity and tissue distribution, MRP1 is thought 

to play a protective role in cells and tissues by preventing xenobiotic 

accumulation.  In support of this role, MRP1 transports many substrates of 

toxicological relevance.  For example, MRP1 transports the GSH conjugates of 

the carcinogen aflatoxin B1.  Aflatoxin B1 is a fungal toxin that enters the body 

via inhalation, oral, or dermal exposure and is activated within the cell by 

cytochrome P450 to form aflatoxin B1-8,9-epoxide, which can be further 

metabolized by glutathione S-transferases, UDP-glucuronyl-transferases, or 

sulfotransferases [105].   If not conjugated, aflatoxin B1-8,9-epoxide can react 

with  the nucleophilic centers of DNA, RNA, and protein and thus exhibit its 

carcinogenic effect.   Specifically, aflatoxin B1 induces tumors in lung and more 

commonly the liver, where it induces mutations of p53 in human hepatocytes 

[106], a cell which under normal circumstances does not express MRP1, thus 

lacking the protective role MRP1 has in other tissues.  MRP1 also transports the 

glucuronide conjugate of the nicotine derived tobacco-specific lung carcinogen 4-
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(methylnitrosamino-1-(3-pyridyl)-1-butanol (NNAL), but only in the presence of 

GSH [79].   NNAL is formed from the intracellular carbonyl reduction of NNK, 

another potent lung carcinogen.  NNK and NNAL both been induce tumor 

formation in rodent models [107].    

2.1.6 Multidrug resistance protein 2 (MRP2) 

2.1.6.1 Expression 

Prior to the identification and cloning of MRP2 in rats and humans [108-110], it 

was known as the canalicular multispecific organic anion transporter (cMOAT) 

where it was found to be expressed apically in hepatocytes and transport 

amphiphilic anions into bile.   MRP2 is localized to the apical membrane of 

epithelial cells and is expressed in the liver, kidney, small intestine, colon, gall 

bladder, placenta, and lung [15].    Similar to MRP1, MRP2 isimplicated in  

providing cellular protection in non-malignant tissues such as liver, testis [111], 

lung, stomach [112], and placenta, where expression has been shown to increase 

over the course of pregnancy [113].    

2.1.6.2 Role in drug resistance and anti-cancer drugs transported 

Increased expression levels of MRP2 is found in oesophageal squamous cell 

carcinoma, ovarian cancer, hepatocellular carcinoma, bladder cancer, and colon 

cancer cell lines [114-118], however expression is not associated with clinical 

outcome and MRP2 is not thought to be a factor in drug resistance.  Similar to 

MRP1, MRP2 transports a number of antineoplastic agents, such as the Vinca 

alkaloids through GSH stimulated transport [119] and the GSH conjugates of 

chlorambucil and cyclophosphamide [120, 121].   The chemotherapeutic agents 
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sorafenib, doxorubicin, etoposide, methotrexate, mitoxantrone, and camptothecin 

are also substrates for MRP2 [99, 120, 122, 123].  Although MRP2 shares highly 

overlapping substrate specificity with MRP1, it differs in having the ability to 

transport platinum containing drugs, such as the controversial MRP2 substrate, 

cisplatin [123].  More extensive lists of MRP2 substrates are shown in Tables 2.1, 

2.2, and 2.3.   

2.1.6.3 Physiological function and substrates 

MRP2 transports a wide variety of physiological substrates including GSH and 

estradiol conjugates, leukotrienes, conjugated bile salts, bilirubin glucuronides, 

and some steroid compounds [123].   Dubin-Johnson syndrome is caused by any 

of a number of mutations in MRP2 that result in the absence of a functionally 

active MRP2 protein [124].  This lack of MRP2 function causes conjugated 

hyperbilirubinemia, due to the accumulation of bilirubin glucuronide in liver and 

blood.  Patients with Dubin-Johnson syndrome are generally asymptomatic under 

normal conditions and treatment is usually unnecessary [125].   Mrp2
-/-

 mice and 

Mrp2 deficient rat strains (TR
-
/EHBR) are healthy and exhibit mild abnormalities 

similar to those seen in Dubin-Johnson patients [126-129].   Transport deficient 

(TR
-
) and Eisai hyperbilirubinemic rat (EHBR) rats were originally identified 

from a spontaneous hereditary mutation of the Mrp2 gene in Wistar and Sprague 

Dawley rats, respectively [128, 130].   These rodents have increased levels of 

serum and urine bilirubin glucuronide, increased hepatocyte GSH concentrations, 

16-fold lower biliary GSH, and decreased bile flow rates [126, 131].   MRP2 has a 

complex interaction with GSH, similar to MRP1, in that it is capable of 
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transporting GSSG, GSH, GSH conjugates [132, 133], and other conjugated 

substrates that require or are enhanced by GSH [119, 123, 134].   

2.1.6.4 Role in tissue protection and toxicological substrates 

MRP2 is expressed at several pharmacologically and toxicologically important 

barriers, including the placenta, the apical surfaces of hepatocytes, enterocytes, 

and proximal tubule of the kidney.  Mrp2 transports a number of toxicologically 

relevant substrates, including the glucuronide conjugate of the tobacco specific 

carcinogen (NNAL), and acetaminophen glucuronide [79, 99, 135, 136].    MRP2 

also transports the toxic and carcinogenic ochratoxin, and due to its apical 

expression in proximal tubular cells in the kidney, likely contributes to ochratoxin 

urinary elimination [135, 137, 138].  Rat and human MRP2 also transport the 

GSH conjugates of the toxic metals/metalloids arsenic, cadmium, and mercury 

[132, 133, 135, 139-141].   MRP2 transports As in the forms arsenic triglutathione 

(As(GS)3), monomethylarsenic diglutathione (MMA(GS)2), and the seleno-bis(S-

glutathionyl) arsinium ion ([(GS)2AsSe]
-
) [132, 142, 143].   Bile duct cannulated 

Mrp2-deficient rats (TR
-
) were found to eliminate more As in urine [142], likely 

because less biliary elimination occurred compared to wild-type.    

2.1.7 Multidrug resistance protein 4 (MRP4) 

2.1.7.1 Expression 

The multidrug resistance protein 4 (MRP4/ABCC4) is expressed in many tissues, 

including cardiovascular, kidney, liver, brain, testis, prostate, ovary, adrenal gland 

and intestine [144-146].   MRP4 distinguishes itself from other members of the 

multidrug resistance protein family by its ability to localize apically in some 
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epithelial cell types and basolaterally in others.  In hepatocytes and choroid plexus 

epithelium, MRP4 is localized to the basolateral membrane, whereas in the 

kidney, it is expressed at the apical membrane of renal proximal tubule cells 

[147]. In a colonic epithelial cell line, MRP4 was found to be localized to both 

apical and basolateral membranes [148].    The COOH-terminus of MRP4 

contains a consensus class I PDZ-interaction motif that is similar to what is found 

in MRP2 and CFTR, both of which express at the apical membrane of polarized 

cells [149].   The adaptor protein, NHERF1 is involved in trafficking of MRP2, 

MRP4, and CFTR by interacting with the PDZ interaction motif [150, 151].   

High levels of NHERF1 in the LLC-PK1 cell line relative to lower levels 

expressed in MDCKI cells were associated with apical and basolateral expression 

of MRP4, respectively [149].   

2.1.7.2 Role in drug resistance and anti-cancer drugs transported 

MRP4 confers resistance to nucleoside and nucleotide analogs, irinotecan, and 

toptecan [152, 153].  While MRP4 confers resistance to anticancer drugs, it has 

not been shown to be a factor in clinical drug resistance.    However, MRP4 

expression is a powerful indicator of clinical outcome in neuroblastoma [153] and 

plays a complicated and incompletely understood role in prostate cancer.  While 

studies have shown upregulation of MRP4 in prostate cancer [154], recent reports 

have shown a decrease in expression that is associated with tumor progression 

[155], possibly due to the androgen depletion associated with advanced cancers 

and the association between androgen levels and MRP4 expression [156].   

Because of its tissue distribution, localization, and broad substrate specificity, 
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MRP4 plays a role in the disposition of various drugs.   Using a mouse knockout 

model, Mrp4 has been shown to be functionally involved in the renal elimination 

of the antiviral drugs adefovir and tenofovir [157].  Studies of mrp4-/- knockout 

mice showed that Mrp4 protects the brain from the anticancer drug topotecan 

[158]. Similar studies have shown that Mrp4 prevents thiopurine-induced 

hematopoetic toxicity [159].  Mrp4 greatly decreased the accumulation of 6-

thioguanine nucleotides in myelopoetic cells.  A more extensive list of MRP4 

substrates is shown in Tables 2.1, 2.2, and 2.3.   

2.1.7.3 Physiological function and substrates 

MRP4 transports many important physiological substrates, such as bile salts[160], 

prostaglandins PGE1 and PGE2 [161], cyclic nucleotides, ADP, eicosanoids, urate, 

conjugated steroid hormones, folic acid, and bile acids [144].   The cyclic 

nucelotides, cAMP and cGMP, were among the first endogenous substrates 

proposed for MRP4 and function as second messengers that mediate a very broad 

range of cellular activities through the activation of protein kinases.   MRP4 may 

plays a role in regulating cAMP and cGMP levels through active efflux from the 

cell.  In the proximal tubule of the kidney, where MRP4 is apically expressed, it 

has been proposed that MRP4 is involved in tubular regulation of water and salt 

homeostasis through the efflux of cAMP and cGMP into the primary urine [162].   

Chen et al. reported the Km of MRP4 for cAMP and cGMP to be 44.5 µM and 9.7 

µM respectively [152].   Cellular cAMP and cGMP levels have been reported to 

range from ~1-10 µM and ~1 µM respectively [163, 164].  The affinity for cAMP 

and cGMP, within range of the physiological levels, provides evidence for MRP4 
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being a potential physiological transporter of cAMP and cGMP.   A recent study 

has demonstrated that MRP4 plays a role in regulating intraocular pressure 

through regulating cellular concentrations of cAMP and cGMP by efflux [165].     

Knock-down of MRP4 in the rat pancreatic cell line, AR42J, using siRNA caused 

a decrease in extracellular cAMP [166].   In addition, efflux of cAMP in a number 

of cells was shown to be ATP and probenecid sensitive, demonstrating that MRP4 

plays a role in the regulation of cellular levels of cAMP [167].  mrp4-/- mice have 

an increased unvascularized retinal area when challenged with forskolin, a 

compound used to raise cAMP levels, suggesting a role for Mrp4 in the protection 

of the developing retina through the reduction of cAMP [168].    

 Urate is a possible physiological substrate for MRP4 [169].   Urate is the 

end product of purine metabolism in humans and higher primates, whereas in 

other mammals, it is further metabolized to allantoin.   The relatively high blood 

levels of urate (0.3-0.5 mM) in higher primates compared with other mammals 

has been associated with extended lifespan through its free radical scavenging 

ability [170].   The basolateral expression of MRP4 in hepatocytes where the 

majority of urate is produced demonstrates the importance of MRP4 in urate 

regulation.  In addition, the expression of MRP4 at the apical surface of the 

proximal tubular cells in the kidney, where urate can be transported into urine and 

eliminated from the body provides evidence for the involvement of MRP4.   The 

reported Km of MRP4 for urate is 1.5 mM [169], which is within range of serum 

levels, in addition to the increased concentrations that would likely be found in 

the liver and kidney.   Demonstration of a clear physiological role of MRP4 in the 
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transport of urate is yet to be shown.  Bataille et al. proposed that MRP4 is the 

dominant apical transport pathway for urate in birds, however this conclusion is 

grounded on their experiments using the LTD4 receptor antagonist, MK571, as a 

“MRP4-specific inhibitor”, which is misleading as MK571 also inhibits many of 

the MRPs and other transport proteins [171, 172].   

Similar to MRP1 and P-gp [86, 173], MRP4 also plays an important role 

in dendritic cell migration, although the MRP4 related mechanism has not been 

identified [174]. Dendritic cells are key initiators of the immune system, 

recognizing foreign antigens and presenting them to other cells in the immune 

system, acting as a bridge between the innate and adaptive immune systems [175]. 

2.1.7.4 Role in tissue protection and toxicological substrates 

In the brain, MRP4 is found in the luminal membrane of the capillary 

endothelium, the basolateral membrane of the choroid plexus, and in astrocytes 

[158, 176].   MRP4 contributes to blood brain barrier protection as demonstrated 

by the increased brain levels of adefovir in Mrp4-knockout mice compared to 

wild-type [158].   It has been proposed that MRP4 also contributes to protection 

of the liver during cholestasis by preventing the accumulation of toxic bile acids 

through efflux for their ultimate urinary elimination [160, 177] and is supported 

by the observation that Mrp4-knockout mice are sensitive to cholestatic induced 

liver injury [178]. With the expression of Mrp4 in the lumen of brain capillaries 

and in the basolateral membrane of choroid plexus, it is a candidate for protection 

of the brain against harmful compounds.   Mrp4 is also upregulated in the liver 

after acetaminophen-induced cholestasis and was proposed to provide a relief to 
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the chemical burden during critical stages of regeneration and repair following 

liver injury [179].   In the human bronchoalveolar cell line, H358, MRP4 reduces 

DNA-adduct formation caused by benzo[a]pyrene [180].   Benzo[a]pyrene is a 

ubiquitous polycyclic aromatic hydrocarbon, which can be metabolized in cells to 

form (+)-anti-trans-B[a]PDE-dGuo which can enter the nucleus and react with 

DNA to form adducts.     

 

2.2 Arsenic 

2.2.1 Arsenic occurrence and exposure 

The metalloid arsenic (As) is a component of the earth‟s crust and through natural 

as well as human influences can be released into the environment [181].  Arsenic 

is water soluble and is therefore susceptible to leeching into surrounding water.   

One infamous occurrence of As leaching was caused by the digging of shallow 

tube wells in Bangladesh in order to evade microbial contamination of drinking 

water [182].  This resulted in the contamination of drinking water with As-

containing strata and Bangladesh becoming a site of massive numbers of humans 

chronically exposed to As.   It is estimated that 60% of all ground water in 

Bangladesh is contaminated with unacceptable levels of arsenic resulting in the 

exposure of 35-77 million people [183].  In addition to environmental exposure, 

several industrial sources of As are responsible for human As exposure.  For 

example, treatment of wood with arsenical preservatives, arsenic containing 

pesticides, and the mining/smelting of copper, gold, lead, and zinc are possible 

exposure sources of As [184].   
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The main As-exposure route for populations world-wide is drinking water, 

and through crops irrigated with contaminated water [185].   The majority of 

arsenic consumed in a North American diet is in relatively non-toxic organic 

forms in seafood, such as arsenobetaine, arsenosugars, and arsenolipids [184].     

Seaweed and mollusks are high in arsenosugars and arsenobetaine [186], and fatty 

fish are rich in arsenolipids [187].  The significantly more toxic inorganic arsenic 

species arsenite (As
III

) and arsenate (As
V
) are of global concern as pollutants of 

drinking water and groundwater.   Unacceptable levels (WHO limit of 10 ppb) 

have been reported in over 70 countries, including regions of USA, China, Chile, 

Bangladesh, Nepal, Vietnam, Taiwan, Mexico, Argentina, Poland, Italy, Finland, 

Spain, Canada, Hungary, New Zealand, Japan and India [184, 185, 188]. 

2.2.2 Carcinogenicity of Arsenic 

Arsenic was first identified as a human carcinogen in 1977 [189], and is 

associated with bladder, lung, and skin cancers [190].    Multiple pathways have 

been reported for the mechanism for As-induced carcinogenesis, and it is likely a 

result of a complex combination of several factors.   Extensive studies have been 

performed using animal models to investigate arsenic carcinogenicity [191-195]. 

However, the results of these studies are complicated by species differences in As 

metabolism.  For example, arsenic in rodent drinking water at levels 100-200 

times greater than levels in human drinking water result in similar levels of As in 

blood [196].  Because of these species differences, early studies failed to 

demonstrate any carcinogenic effect of As [191].   Despite early studies being 

unable to demonstrate the carcinogenicity of As in rodents, As interacts with 
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many other carcinogenic substances and increase oncogenesis in many tissues and 

tumor types, including hepatic, ovarian, pulmonary, adrenal, skin, colorectal, and 

bladder tumors [197-200].   However, the metabolic differences between rodents 

and humans result in varied handling and transport pathways.   In addition, the As 

exposure required to cause cancer in rodent models requires very high levels of 

As (20+ ppm) [192, 196, 198, 201], 2000-fold higher than the WHO limit set at 

10 ppb, demonstrating the importance of developing human models for 

understanding the handling and carcinogenicity of As.   In addition to the 

difference in doses required to cause cancer in humans versus rodents, rodent 

models are unable to demonstrate dermal cancer [201], which is a prominent 

pathology in humans exposed to As.  

A number of mechanisms have been proposed to be responsible for the 

carcinogenicity of As.  Oxidative stress, chromosomal abnormalities, 

genotoxicity, inhibition of DNA repair, altered DNA methylation patterns, altered 

growth factors, enhanced proliferation, promotion/progression, gene 

amplification, and suppression of p53  have all been proposed to contribute to the 

carcinogenic mode of action of arsenic [192, 202-208].  Interestingly, inorganic 

arsenic is metabolized through methylation and uses the same methyl donor (S-

adenosyl-L-methionine) as required for DNA methylation [209-211]. This is 

likely to cause reduced capacity for DNA methylation under arsenic-induced 

stress and is likely to contribute to the carcinogenic effect of arsenic by reducing 

normal DNA methylation, resulting in abberant gene expression [209]. 
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2.2.3 Health effects of environmental arsenic 

Acute arsenic poisoning is rare and historically has occurred due to accidental 

ingestion or intentional administration to commit suicide or murder [212].    Acute 

arsenic toxicity presents with severe abdominal pain, nausea, vomiting, and 

diarrhea and can lead to hypotension, shock, arrhythmia, congestive heart failure, 

encephalopathy, and coma [184].   In acutely toxic doses, arsenic disrupts the 

tricarboxylic acid (TCA) cycle of the cell by causing allosteric inhibition of 

pyruvate dehydrogenase and thus prevents the oxidation of pyruvate to acetyl-

CoA eventually causing cell apoptosis [203].   In addition to causing apoptosis 

due to the disruption of the TCA cycle, free radical formation caused by trivalent 

arsenic species may result in cell necrosis [213].    

Chronic exposure to inorganic arsenic is associated with a multitude of 

disease states with effects on many organs and systems.  One trademark sign of 

arsenic exposure is skin hyper-pigmentation and palmoplantar hyperkeratosis.   

These arsenic “skin lesions” are commonly used as a diagnostic tool to identify 

individuals chronically exposed to dangerous levels of arsenic [214].   Chronic 

arsenic exposure is linked to diseases of the cardiovascular, neurological, 

gastrointestinal, haematological, respiratory, hepatic, and dermal systems of the 

body [184, 215].   Arsenic causes the unique peripheral vascular disease known as 

blackfoot disease, which is characterized by high arsenic levels in arterial walls, 

thromboangitis obliterans, and arteriosclerosis [216, 217].  Blackfoot disease 

results in black colouration of the feet, numbness, and in some cases can lead to 
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gangrene [216, 217].   In mice, arsenic levels equivalent to the WHO limit of 10 

ppb can exhibit an effect on blood vessel remodeling [218].    

There is an association between high levels of As exposure in drinking 

water and risk for type 2 diabetes mellitus [219-222], although this is somewhat 

controversial.  Several mechanisms have been proposed for the association.   The 

first proposed mechanism is through the chemical similarity of arsenate and 

phosphate, resulting in the uptake of arsenate through phosphate carriers and the 

formation of ADP-arsenate which could interfere with phosphate uptake and thus 

ATP synthesis.  However, with the low levels of arsenate exposure to the cell, this 

is an unlikely scenario [223-225].   A second possible mechanism is the affinity of 

As for sulfhydryl groups and the inhibition of pyruvate dehydrogenase or α-

ketoglutarate dehydrogenase. Arsenite, as well as trivalent methylated arsenic 

species, inhibit these enzymes, but at concentrations much higher (>100-fold) 

than those encountered during environmental exposure [226].   Oxidative stress 

and alteration of gene expression have also been proposed for the mechanism 

behind the association [225], but current evidence remains inconclusive.   

2.2.4 Medicinal use of arsenic 

The medicinal use of arsenic dates back over 5000 years in Traditional Chinese 

medicine, and the first record of arsenic trioxide is mentioned in the Shennong 

Materia Medica (200 BC) [227].   In early use, arsenic trioxide was prescribed for 

a wide variety of ailments including toxin accumulation, obstructive symptoms, 

gangrene, chronic ulcers, and cervical lymphadenopathy and was recognised as a 

„drug with violent side effects‟ [227].  Arsenic made its first appearance in 
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western medicine as „Fowler‟s solution‟, which contained 1% potassium arsenite 

(KAsO2).   Fowler‟s solution was used as a tonic for anaemia and rheumatism, 

and was later used as a treatment for psoriasis, asthma, cholera, and syphilis 

[228].   In 1865, Fowler‟s solution became the first chemotherapeutic agent used 

in the treatment of leukemia [229].    

 The toxicity of inorganic arsenicals as medicinal treatments led to research 

into the less toxic organic arsenicals and the search for a more „specific‟ arsenic 

species [228].  In 1907, Paul Ehrlrich developed an arsenobenzene compound 

(Salvarsan), for the treatment of the recently discovered syphilis spirochaete 

[228].   

 Currently, arsenic-containing drugs are only used for one non-cancer 

related condition, African trypanosomiasis (African sleeping sickness) [227].  

African trypanosomiasis is a fatal parasitic disease caused by Trypanosoma brucei 

and is transmitted by the Tse tse fly [230].  Currently, the most common treatment 

for this disease is Melarsoprol, an arsenic containing compound.  Melarsoprol 

administration causes very similar side effects to arsenic poisoning and fatality 

rates from treatment have been reported to be as high as 8% [231]. 

2.2.5 Arsenic and cancer treatment 

Acute promyelocytic leukemia (APL) was first characterized in the mid 1900‟s 

and until 1970 had a 100% mortality rate [232].  The majority of cases of APL 

involve a translocation of retinoic acid receptor alpha (RARα) on chromosome 17 

and the promyelocytic leukemia (PML) gene on chromosome 15.   This 

translocation results in a fusion of the PML and RARα proteins and creates a 



52 
 

hybrid protein with altered function.    The PML-RARα fusion protein acts by 

binding DNA with an enhanced affinity and blocks transcription and 

differentiation of granulocytes [233].   Currently two drugs are used for the 

treatment of APL, all-trans retinoic acid (ATRA) and arsenic trioxide 

(As2O3/Trisenox).  Both ATRA and As2O3 act by promoting the degradation of 

PML-RARα.   As2O3 exerts its effect by binding to cysteine residues in the zinc-

finger proteins of PML.  This binding causes a conformation change in the PML 

protein and promotes oligomerization, leading to SUMOylation.  Sumolyated 

PML recruits ring finger protein 4, also known as SUMO-dependent ubiquitin 

ligase, which leads to ubiquitination and degradation of the PML-RARα 

oncoprotein, allowing for PML stem cell differentiation [234].   

 The GSH conjugate of the trivalent dimethylated As metabolite 

dimethylarsinous acid (DMA
III

), DMA(GS), is currently in clinical trials as a 

single agent for the treatment of lymphohematopoietic malignancies and solid 

tumors, under the drug name Darinaparsin [235, 236].   Interestingly, darinaparsin 

does not cause PML-RARα degradation in APL, as other arsenicals have been 

shown to [235], demonstrating a different mechanism for this GSH conjugate of 

DMA
III

.   It is known that trivalent methylated arsenicals are much more potent 

toxicants than inorganic arsenic [237], and being conjugated to GSH likely 

provides DMA
III

 with protection against oxidation during drug delivery to the 

tumor.    
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2.3 Arsenic metabolism and transport 

2.3.1 Cellular arsenic uptake 

Contamination of drinking water occurs primarily with the inorganic As species 

arsenate (As
V
) and arsenite (As

III
) and are the forms encountered initially at the 

intestinal epithelium.  As
III

 enters cells at a much faster rate than As
V
, which 

accounts for its higher level of toxicity [238, 239].  In solution at physiological 

pH, As
V
 (pKa values 2.19, 6.94, and 11.5), predominantly HAsO4

-2
 with some 

H2AsO4
-
) is chemically similar to inorganic phosphate, and enters cells through 

the sodium/phosphate cotransporter type IIb (SLC34A2) [240].  In solution, As
III

 

(pKa 9.2) exists in the neutral form As(OH)3, and has been shown to passively 

enter cells through aquaglyceroporins (AQPs) [241, 242].  AQP9 is expressed at 

high levels in hepatocytes, and has been proposed to contribute to As
III

 

accumulation in the liver [238].   Cells transfected with liver-specific solute 

carrier protein, organic anion transporting polypeptide 1B1 (OATP1B1/ 

SLCO1B1) were more sensitive to As
V
 and As

III
 than untransfected cells, 

suggesting that OATP1B1 could allow the uptake of these inorganic As species 

[243]. 

 

2.3.2 Overview of arsenic metabolism 

The majority of arsenic ingested from drinking water occurs in the inorganic 

forms As
III 

and As
V
, while the majority of arsenic eliminated from the body 

occurs as the methylated forms of arsenic, monomethylarsonous acid (MMA
III

), 

monomethylarsonic acid (MMA
V
), dimethylarsinous acid (DMA

III
), and 
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dimethylarsinic acid (DMA
V
).   The majority of As is eliminated in urine (60-

80%).  Of the As eliminated in urine, 10-30% is As
V
 and As

III
, 10-20% MMA

V
 

and MMA
III

, and 60-80% DMA
V
 and DMA

III
 [244].  Several pathways for the 

methylation of arsenic have been proposed.  The older and more commonly 

accepted pathway, proposed by Challenger in 1951 [245] involves arsenic 

undergoing a series of oxidative methylation steps as shown in Figure 2.4A.   

An alternative pathway for the metabolism of arsenic has been proposed in 

which arsenic undergoes reductive methylation while complexed to glutathione or 

another cellular thiol (Figure 2.4B) [246, 247].    Both methylation pathways 

require the enzyme As (+3 oxidation state) methyltransferase (As3MT), which 

catalyzes the methylation of As using S-adenosyl-L-methionine as the methyl 

donor.   
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Figure 2.4.  Proposed Arsenic methylation pathways.  (A) Challenger pathway   

(B) Alternative „thiol-bound‟ pathway.  [245, 247] 
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In cell line studies the trivalent methylated species are at least 250-fold 

more toxic than their pentavalent forms and ~2-fold more toxic than As
III 

[226, 

237, 248, 249].   This contradicts the concept that methylation is a detoxification 

process, and suggests methylation is an activation step.   In contrast, studies with 

as3mt-/- mice treated with  high doses of As
V
, showed increased As toxicity, 

lower urinary elimination of As, and higher whole body accumulation [250, 251].  

Thus, despite increased toxicity of the trivalent methylated As species, 

methylation is still protective at least during acute exposures [250, 251].  During 

chronic human exposure, low urinary excretion rates of DMA compared to MMA 

are associated with higher tissue retention of arsenic and increased risk of 

carcinogenesis [252, 253], suggesting that even during chronic exposure, 

complete methylation to DMA is a crucial process to prevent As-induced 

carcinogenesis. 

2.3.3 Importance of GSH conjugates in arsenic detoxification 

The cysteinyl thiol group within GSH is responsible for its ability to react with 

and inactivate many harmful compounds, such as peroxides, free radicals, and 

many other toxicants.  Studies have shown a protective role for GSH in As 

exposure through its role in As efflux [132, 133, 142, 143, 248, 254].   Depletion 

of GSH from cells significantly increases sensitivity to As
III

 and MMA
III

 [248, 

255-257].   

MRP1 transports inorganic arsenic conjugated to GSH, as the triglutathione 

conjugate, As(GS)3 with a high affinity [143].  Studies with Mrp1-/- mice 

revealed no increased survival advantage of Mrp1 expression, or increased 
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urinary elimination after treatment with relatively high doses of As [93, 258].   

However, the high affinity low capacity transport capabilities of MRP1 for 

As(GS)3 could play an important protective role against chronic doses of arsenic 

in drinking water.   

GSH forms conjugates with inorganic as well as methylated arsenic 

species. In addition to the triglutathione conjugate formed by inorganic As, 

MMA
III

 forms a complex with two GSH molecules to form MMA(GS)2, and 

DMA
III

 forms a complex with one GSH molecule to form DMA(GS) [259].  The 

biliary excretion of MMA(GS)2 and As(GS)3 was dependent on the expression of 

Mrp2 [133].   Mrp2 deficient, TR
-
 Wistar rats had less than 1% of As in bile 

compared to control Wistar rats.   In addition,  Wistar rats treated with buthionine 

sulfoximine (BSO), which inhibits γ-glutamylcysteine synthetase, the rate limiting 

enzyme in GSH synthesis, caused a marked decrease of As transport into bile, 

providing support for the importance of GSH in As elimination [133]. 

 Identification of As-GSH conjugates in biological samples has been 

challenging due to their short half-lives at physiological pH, ranging from 5-40 

minutes [133, 260].  As(GS)3 and MMA(GS)2 are stable at acidic pH with half-

lives of 35 and 37 minutes, respectively (at pH 2), but have half-lives less than 6 

minutes at physiological pH [260].  While the GSH conjugate of DMA
III

 was 

shown to be the most stable As-GSH conjugate, with a half-life between 23-37 

minutes at physiological pH [260], it has never been identified in a biological 

sample.  Although Mrp2 is important for the biliary excretion of As(GS)3 and 

MMA(GS)2, urinary excretion accounts for the majority of elimination [142].  
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The instability of As(GS)3 and MMA(GS)2 can result in the dissociation of these 

compounds in bile and reabsorption of As across the intestine into the portal 

circulation and therefore undergo enterohepatic circulation.  Thus a hepatic 

transporter(s) at the basolateral surface of the hepatocyte is/are likely responsible 

for the efflux of As into sinusoidal blood, ultimately for urinary elimination.  

Mice deficient in γ-glutamyl transpeptidase, a brush border enzyme responsible 

for the degradation of GSH, had As(GS)3 and MMA(GS)2 in their urine.  These 

conjugates accounted for 60-70% of urinary arsenic with the remainder of urinary 

arsenic being DMA
V
 [142]. In addition, similar to studies with rats as mentioned 

previously, treatment of mice with BSO caused a marked decrease in arsenic 

elimination [142].   Together, these data suggest that As-GSH conjugates account 

for a major portion of eliminated As. MRPs are the predominant transporters of 

GSH conjugates, and thus are also likely to be important for As elimination.   

2.4 Selenium 

2.4.1 Selenium overview 

Selenium is an essential trace element for human nutrition, involved in a wide 

variety of biological processes and has been demonstrated as a requirement for the 

growth of mammalian cells in culture [261].   In mammals, selenium functions 

primarily as a part of selenoproteins [262].  Selenium is a unique trace element 

that is contained in the 21
st
 amino acid, selenocysteine, coded for by UGA [262].  

Selenium has been implicated to have a role in the preventation of cancer and the 

progression of many pathophysiologies including cardiovascular disease.  

Selenium is also involved in the inhibition of viral expression, delaying the onset 



59 
 

of AIDS in HIV positive patients, and in mammalian development, male 

reproductive function, and immune function [263, 264].    

Within the cell, selenium is reduced and forms diglutathionyl selenide (GS-

Se-GS), which is converted to gluathionyl selenol (GS-SeH), and finally is 

converted to hydrogen selenide (H2Se) [265].  Hydrogren selenide is serially 

methylated ultimately to dimethyl selenide and trimethylselonium, which are 

eliminated through exhalation and in urine, respectively [266].   Methylation of 

selenium, similar to arsenic requires S-adenosylmethionine (SAM) as a methyl-

donor [265].    

2.4.2 Arsenic and selenium 

In addition to having similar metabolic and elimination pathways, arsenic and 

selenium have a reciprocal effect on their biliary elimination [267]. An interaction 

between arsenic and selenium has been known since the early 1900s when 

toxicity of inorganic selenium in the form of selenite (Se
IV

) was alleviated by 

supplementation of cattle with As
III

 [268].   

 A seleno-bis(S-glutathionyl) arsinium ion [(GS)2AsSe]
-
, has been identified 

in rabbit bile and erythrocytes [269, 270] and demonstrates a higher stability at 

the alkaline pH of bile than As(GS)3 and MMA(GS)2 [133, 269].   As(GS)3 and 

MMA(GS)2 are unstable at neutral and basic pH and this most likely results in the 

conjugate dissociating after transport into bile and free As
III

 and MMA
III

 being 

reabsorbed into the enterohepatic circulation [142].   The formation and biliary 



60 
 

excretion of [(GS)2AsSe]
-
 could provide a physiological explanation for the 

cooperative detoxification between arsenic and selenium.     

2.4.3 Objectives, hypothesis, and rationale 

The metabolic and transport pathways of arsenic are complex and incompletely 

understood.   With a high incidence of human arsenic exposure and the clinical 

use of arsenic compounds as anticancer drugs it is critical to understand the 

cellular handling of As.   Understanding how arsenic is handled and eliminated, 

will allow the development of strategies to protect against its toxic effects and the 

optimization of therapeutic use.   For example, certain methylated species of 

arsenic may be crucial for the therapeutic effect of As2O3 during treatment of 

acute promyelocytic leukemia [271].   Tissue disposition and elimination of 

arsenic can be modulated by various micronutrients, such as selenium [272].  This 

introduces a further complexity to arsenic handling, and also illustrates the 

possibility of preventing arsenic toxicity through nutritional supplementation.  

The overall goal of my research has been to identify and characterize multidrug 

resistant proteins that are capable of transporting inorganic and methylated arsenic 

species, with an emphasis on proteins expressed in the liver and kidney.   At the 

time this research was initiated, MRP1 was the only human MRP to be well 

characterized as a transporter of inorganic arsenic, in the form As(GS)3 [143].    

 The first objective of my research was to characterize the transport of 

arsenic by MRP2 and this gave me the opportunity to explore the possibility that 

MRP2 was involved in the transport of [(GS)2AsSe]
-
 in addition to As(GS)3.  At 
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the time, it had been well established that arsenic and selenium decreased the 

toxicity of each other, but mechanisms for this cooperative detoxification were 

incomplete without the identification of a canalicular transporter involved in the 

elimination of [(GS)2AsSe]
-
.  [(GS)2AsSe]

-
 had been recently identified and 

shown to form in vivo and earlier studies had shown an unknown arsenic selenium 

conjugate in fecal samples [270, 273].   With the apical localization of MRP2 in 

hepatocytes, it seemed logical that MRP2 might be transporting [(GS)2AsSe]
-
 into 

bile, resulting in its elimination in feces.   Characterization of the transport of 

[(GS)2AsSe]
-
 and As(GS)3 by MRP2 is presented in Chapter 3.   

 The second objective of my research was to determine if MRP1 was 

capable of transporting any of the methylated arsenic species.   This study, 

presented in Chapter 4, provides evidence for the ability of MRP1 to transport 

MMA
III

 in the form of the GSH conjugate MMA(GS)2.  MRP1 was shown to 

decrease the cytotoxicity and the cellular accumulation of MMA
III

 in a GSH 

dependant manner.  Direct transport studies showed that GSH was required for 

the transport of MMA
III

 and could not be substituted by OA, providing evidence 

that conjugation to GSH was required for transport.   

 The third and final objective of my research was to characterize the ability 

of MRP4 to transport inorganic and methylated As species.  The expression of 

MRP4 at the basolateral surface of the hepatocyte and apical surface of proximal 

tubular cells of the kidney made MRP4 an ideal candidate as an As transporter.  

The majority of arsenic methylation occurs in the liver and must be transported 
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across the basolateral surface into the blood stream to ultimately reach the kidney 

for urinary elimination.   Investigation into arsenic metabolites as substrates for 

MRP4, outlined in Chapter 5, revealed that MMA(GS)2 and DMA
V
 were both 

substrates for MRP4.  These findings demonstrated the potential importance of 

MRP4 in the elimination of arsenic.   
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3 Selenium-dependent and –independent transport of 

arsenic by the human multidrug resistance protein 2 

(MRP2/ABCC2): Implications for the mutual 

detoxification of arsenic and selenium 

 

3.1 Abstract 

Simultaneous exposure of lab animals to toxic doses of the human carcinogen 

arsenic (As) and the essential trace element selenium (Se), results in a remarkable 

mutual detoxification.  A likely basis for this is the in vivo formation and biliary 

excretion of seleno-bis(S-glutathionyl) arsinium ion [(GS)2AsSe]
-
; however, the 

transport protein responsible for the biliary efflux of [(GS)2AsSe]
- 

has not been 

identified.  The multidrug resistance protein 2 (MRP2/ABCC2) is an ATP-binding 

cassette transporter expressed at the canalicular membrane of hepatocytes.  Rat 

Mrp2 is known to excrete the As-GSH conjugates As(GS)3 and MMA(GS)2 into 

bile, and in vitro studies have established As(GS)3 as a substrate for human 

MRP2.  In the present study, membrane vesicles prepared from HEK293T cells 

transfected with human MRP2 were used to demonstrate that MRP2 transports 

[(GS)2AsSe]
-
.  In addition, the characteristics of MRP2 transport of As(GS)3 and 

[(GS)2AsSe]
-
 were investigated.  As(GS)3 and [(GS)2AsSe]

-
 are chemically labile 

and have the potential to dissociate. However, As
III

 (± Se
IV

) transport was not 

detected in the absence of GSH or in the presence of the non-reducing GSH 

analog, ophthalmic acid, suggesting that the conjugates are the transported forms.  

The apparent Km values for [(GS)2AsSe]
-
 and As(GS)3 were 1.7 μM and 4.2 μM, 

respectively, signifying high relative affinities.  Membrane vesicles prepared from 
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human erythrocytes, which express the MRP2-related MRP1/ABCC1, 

MRP4/ABCC4 and MRP5/ABCC5, transported As(GS)3 in an MRP1- and ATP-

dependent manner, but did not transport [(GS)2AsSe]
-
.  These results have 

important implications for the selenium dependent and independent disposition of 

arsenic. 

3.2 Introduction 

The metalloid arsenic is a type I human carcinogen and a high priority 

environmental contaminant capable of causing both chronic and acute toxicity [1].  

Arsenic occurs naturally in the earth‟s crust and is a serious health concern in 

many countries including Bangladesh and India, where wells were dug deep into 

arsenic containing bedrock in order to evade microbial contamination of drinking 

water [2].    This resulted in mg/L levels of inorganic arsenic, including arsenate 

(As
V
) and arsenite (As

III
), being released into the water in some areas.  These 

levels were 100-fold in excess of the World Health Organization‟s standard of 10 

μg/L.  In addition to developing nations, natural and industrial contamination of 

well water by arsenic is also an issue in some areas of North America [3]. 

Selenium is an essential trace element for human nutrition, involved in a 

wide variety of biological processes and has been demonstrated as a requirement 

for the growth of mammalian cells in culture [4].  Selenium is found in soil, 

accumulates in plants, and is therefore naturally present in the human diet [5]. A 

mutual protective relationship exists between arsenic and selenium that was 

discovered when arsenic containing drinking water protected rats against 

selenium induced liver damage [5].   It was later shown that selenium and arsenic 
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enhanced the biliary excretion of each other, resulting in a decreased retention of 

both metalloids in the liver, proportional to the levels excreted into bile [6].  More 

recently, a seleno-bis(S-glutathionyl) arsinium ion [(GS)2AsSe]
-
, has been 

identified in the bile of rabbits co-injected with selenite (Se
IV

) and As
III

 providing 

a molecular basis for the antagonistic interaction between these two metalloids [7-

9].  [(GS)2AsSe]
-
 can also be formed in rabbit erythrocyte lysate and it has been 

hypothesized that it is actively exported from the red blood cells into plasma for 

excretion by the liver [7, 8, 10]. 

The multidrug resistance protein 1 (MRP1, encoded by ABCC1) and the 

related MRP2 (ABCC2) are ATP-binding cassette transporter proteins that can 

work synergistically with phase II conjugation pathways to reduce the 

accumulation of a broad range of glutathione- (GSH, γ-Glu-Cys-Gly), 

glucuronide-, and sulfate-conjugated organic anions [11, 12].  In addition, MRP1 

and MRP2 require GSH for the transport of certain unconjugated and conjugated 

compounds [13-15].  For example, the transport of several chemotherapeutics that 

do not form conjugates is dependent on GSH [12, 14, 16].  In addition, GSH is 

required for MRP1 mediated transport of the O-glucuronide conjugate of the 

tobacco carcinogen 4-(methylnitrosamino)-1-(3-pyridyl)-1-butanol, and enhances 

the transport of several other conjugated compounds including estrone-3-sulfate 

[17-22].  The thiol group of GSH is not required for GSH-dependent transport as 

non-reducing GSH analogs such as S-methyl GSH and ophthalmic acid (γ-Glu-

aminobutyrate (Abu)-Gly) have been shown to substitute functionally for GSH in 

GSH-dependent or GSH-enhanced transport [14, 17, 21, 23]. 
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MRP2 is localized at the apical surface of polarized epithelia including 

hepatocytes and the proximal tubular cells of the kidney [24].  Studies comparing 

wild-type and Mrp2-deficient Wistar rats revealed that Mrp2 is responsible for the 

biliary excretion of two arsenic glutathione conjugates [As(GS)3 and MMA(GS)2] 

[15].  In vitro transport assays have shown that As(GS)3 is also a substrate for 

human MRP2 [25], but the properties of this transport have never been 

characterized.  In addition, the ability of MRP2 to transport [(GS)2AsSe]
-
 is 

unknown. 

In the current study, membrane vesicles prepared from human MRP2-

transfected HEK293T cells were used to identify [(GS)2AsSe]
-
 as a MRP2 

substrate.  The characteristics and mechanism of MRP2 transport of As(GS)3 and 

[(GS)2AsSe]
-
 were also investigated.  Human erythrocyte membrane vesicles were 

used to determine if erythrocytes transport As(GS)3 and/or [(GS)2AsSe]
-
 in an 

ATP-dependent manner. 

 

3.3 Methods 

3.3.1 Chemicals and Reagents 

73
As

V
 was purchased from Los Alamos Meson Production Facility (Los Alamos, 

NM).    GSH, ATP, AMP, sucrose, Tris base, sodium selenite, sodium arsenite 

and MgCl2 were purchased from Sigma-Aldrich (Oakville, Ontario).  Creatine 

kinase, glutathione reductase, creatine phosphate, NADPH, and protease inhibitor 

tablets (Complete™, mini EDTA free) were purchased from Roche Applied 

Science.  Ophthalmic acid was purchased from Bachem (Torrance, CA). 
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3.3.2 MRP2 expression in HEK293T cells 

The HEK293T cell line was maintained in Dulbecco‟s modified Eagle‟s medium 

containing 10% fetal bovine serum. MRP2 complementary DNA was a gift from 

Dr Susan P.C.Cole (Queen‟s University) and its construction in the pcDNA3.1(−) 

vector has been described previously [26]. 

HEK293T cells were transfected in 150 mm culture dishes using the 

calcium phosphate method as described previously, with minor modifications 

[27].   Briefly, 3×10
6
 cells were seeded onto 150 mm plates and 24 h later, 18 μg 

of DNA was prepared with calcium chloride (250 mM, final volume 1.3 ml) and 

added dropwise to 1.3 ml N-2-hydroxyethylpiperazine-N′-2-ethanesulfonic acid 

buffer (HEPES) (275 mM NaCl, 1.5 mM Na2HPO4 and 55 mM N-2-

hydroxyethylpiperazine-N′-2-ethanesulfonic acid, pH 7.0). The DNA solution was 

added dropwise to cells, incubated for 24 h and then the media was changed. 

Seventy-two hours post-transfection, cells were washed twice with Tris-sucrose 

buffer (50 mM Tris, pH 7.4, 250 mM sucrose), scraped into Tris-sucrose buffer 

and collected by centrifuging at 800g for 10 min. Cell pellets were stored at 

−80°C until membrane vesicles were prepared. 

3.3.3 Membrane vesicle preparation 

Plasma membrane vesicles were prepared from MRP2-transfected HEK293T cells 

according to methods described previously [25]. Briefly, cells were thawed and 

resuspended in buffer containing 250 mM sucrose, 50 mM Tris, pH 7.4, 0.25 mM 

CaCl2 and protease inhibitor tablets. Cells were then disrupted by nitrogen 

cavitation (pressurized to 200 p.s.i. and released to atmospheric pressure) and 
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ethylenediaminetetraacetic acid (1 mM) was added. The disrupted cells were 

centrifuged at 800g at 4°C for 10 min to remove unbroken cells and nuclei. The 

supernatant was layered onto 12 ml of 35% (wt/wt) sucrose, 50 mM Tris, pH 7.4 

and centrifuged at 100,000g for 1 h at 4°C. The interphase containing the plasma 

membrane-enriched fraction was removed and diluted with 25 mM sucrose, 50 

mM Tris, pH 7.4 and centrifuged at 100,000g for 30 min at 4°C. The membranes 

were washed with Tris-sucrose buffer and centrifuged at 100,000g for 30 min at 

4°C. The membranes were then resuspended in Tris-sucrose buffer by passing 

through a 27 gauge needle, then aliquoted and frozen at −80°C. Expression of 

MRP2 in membrane vesicles was confirmed by immunoblot analysis, using the 

mouse monoclonal antibody (mAb), M2 I-4 (1:2000) (Chemicon, Rosemont, IL). 

3.3.4 Erythrocyte membrane vesicle preparation 

Plasma membrane vesicles were prepared from human erythrocytes, according to 

a method described previously [28] with minor modifications. Human blood was 

obtained with the approval of the University of Alberta Human Ethics Review 

Board and with donor consent. Briefly, 12 ml of blood was drawn from human 

volunteers into K3 EDTA Vacutainer® tubes (BD, Franklin Lakes, NJ). Blood 

was centrifuged at 2000g for 10 min and washed three times with isotonic saline 

(150 mM NaCl and 5 mM sodium phosphate; pH 8.0). Packed cells were lysed by 

the addition of 40 vol of concentrated phosphate buffer (5 mM sodium phosphate, 

pH 8.0) and then centrifuged at 20,000g for 10 min, washed with phosphate buffer 

(0.5 mM sodium phosphate, pH 8.0), resuspended and incubated for 1 h on ice. 

Membranes were centrifuged at 100,000g for 30 min and resuspended in Tris 
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sucrose buffer by passage through a 27 gauge needle, then aliquoted and frozen at 

−80°C. 

3.3.5 Chemical synthesis of 73AsIII, 73As(GS)3 and [(GS)2
73AsSe]− 

73
As

III
 was prepared from 

73
As

V
 with a metabisulfite-thiosulfate treatment as 

described previously [29]. 
73

As
III

 + As
III

 was prepared to a concentration of 50 μM 

(50 nCi/μl). The formation of 
73

As
III

 was monitored using a previously established 

thin-layer chromatography method [30]. 
73

As(GS)3 was prepared as described 

previously [31], with minor modifications. Briefly, 
73

As
III

 (final concentration 25 

μM) and GSH (final concentration 75 mM) were mixed under a nitrogen 

atmosphere in Tris–sucrose buffer and incubated at room temperature for 30 min. 

[(GS)2
73

AsSe]
−
 was prepared as described previously [10] with minor 

modifications. Briefly, GSH (150 mM) was dissolved in Tris-sucrose buffer and 

the pH was adjusted to 8.5 with sodium hydroxide (NaOH). 
73

As
III

 (50 μM, 50 

nCi/μl) and sodium selenite (50 μM) were added to GSH and the final pH was 

confirmed to be above 7.5 using a pH meter. 

3.3.6 73AsIII, 73As(GS)3 and [(GS)2
73AsSe ]− transport assays 

Transport studies were completed using the rapid filtration method [25, 32]. 

Briefly, membrane vesicles were incubated at 37°C in Tris-sucrose buffer, with 

adenosine triphosphate (ATP) or adenosine monophosphate (AMP) (4 mM), 

MgCl2 (10 mM), creatine phosphate (10 mM), creatine kinase (100 μg/ml), GSH 

reductase (5 μg/ml), NADPH (0.35 mM), GSH (3 mM) and 
73

As(GS)3 or 

[(GS)2
73

AsSe]
−
. At 3 min, transport was stopped by diluting the transport reaction 

with 800 μl of ice-cold Tris-sucrose buffer. 
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The effects of Se
IV

 (1 μM), GSH (3 mM), the GSH analog OA (3 mM), 

the reducing agent dithiothreitol (DTT) (3 mM) or the MRP1-specific mAbs 

QCRL-1 and QCRL-3 (100 μg/ml) on 
73

As
III

 transport were measured at a 3 min 

time point. Kinetic parameters of 
73

As(GS)3 and [(GS)2
73

AsSe]
−
transport were 

determined by measuring the initial rate of uptake at eight different substrate 

concentrations (0.1–10 μM, 20–110 nCi) at a 3 min time point. 

Samples were filtered through glass fiber filters and then radioactivity was 

quantified by liquid scintillation counting. ATP-dependent transport was 

determined by subtracting transport in the presence of AMP from the transport in 

the presence of ATP. 

3.4 Results 

3.4.1 Transport of As(GS)3 and [(GS)2AsSe]- by MRP2-enriched membrane 

vesicles 

To determine if [(GS)2
73

AsSe]
- 

was a substrate for MRP2, the conjugate was 

synthesized and ATP-dependent transport into MRP2-enriched membrane 

vesicles was determined (Figure 3.1A).  [(GS)2
73

AsSe]
-
 (200 nM) was transported 

at ~5 pmol mg
-1

 3 min
-1 

compared to 
73

As(GS)3 (200 nM) which was transported 

at ~3 pmol mg
-1

 3 min
-1 

(Figure 3.1A).   When 
73

As
III

 (200 nM) and GSH (3 mM) 

were added separately to the transport mix, uptake was not significantly different 

than that of 
73

As(GS)3.  The addition of Se
IV

 (200 nM) to 
73

As
III

 and GSH did not 

enhance transport activity above the level observed for 
73

As
III

 + GSH or 

73
As(GS)3 (Figure 3.1A). In the presence of Se

IV
 and absence of GSH, 

73
As

III
 

transport was not detected, even in the presence of the GSH analog ophthalmic 
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acid.  No ATP-dependent transport was detected under any of the conditions 

tested using membrane vesicles prepared from untransfected HEK293T cells (data 

not shown).  Thus, MRP2 transports [(GS)2
73

AsSe]
- 
and the data suggests that the 

preformed conjugate is required for transport to occur. 

To characterize the mechanism of GSH-dependence involved in MRP2-

mediated transport of 
73

As
III

, a series of experimental conditions were tested.   In 

the presence of GSH (3 mM), 
73

As
III

 (200 nM) was transported at ~2 pmol mg
-1

 3 

min
-1 

(Figure
 
3.1B).  To confirm that this was not due strictly to the reducing 

capacity of GSH, transport assays were undertaken with the reducing agent DTT 

(3 mM).  Consistent with previous studies of MRP1, DTT did not substitute for 

GSH and 
73

As
III

 transport was not detected (Figure 3.1B) [32].  The non-reducing 

glutathione analog ophthalmic acid also did not substitute for GSH to enhance 

73
As

III
 transport even in the presence of DTT (Figure 3.1B).  Similar results were 

obtained when the reducing agent -mercaptoethanol was used in place of DTT 

(data not shown).  Overall, this demonstrated that the free thiol group of GSH, 

and not its reducing capacity, is required for 
73

As
III

 transport by MRP2.  These 

data provide evidence for transport being dependent upon the formation of 

73
As(GS)3 (Figure 3.1B). 
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Figure 3.1. MRP2-mediated transport of 
73

As(GS)3, [(GS)2
73

AsSe]
- 

, or free 
73

As
III

 in the presence and absence of Se
IV

, GSH or ophthalmic acid.   
Membrane vesicles (20 μg of protein) prepared from MRP2 transiently 

transfected HEK293T cells were incubated for 3 min at 37⁰C  in transport buffer 

with A) 
73

As(GS)3, [(GS)2
73

AsSe]
- 
, or free 

73
As

III
 (200 nM, 50 nCi) and Se

IV
 (200 

nM) in the presence or absence of GSH (3 mM) or ophthalmic acid (3 mM).  B) 

Incubations with 
73

As
III

 (200 nM, 50 nCi) were carried out in the absence, or 

presence of GSH (3 mM), ophthalmic acid (3 mM), or DTT (3 mM).  Columns 

represent the means of triplicate determinations (± S.D.) in a single experiment; 

similar results were obtained in at least two additional experiments.   No activity 

was detected in vector control vesicles.  
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3.4.2 Kinetic analysis of As(GS)3 
 transport by MRP2 

Time courses of 
73

As(GS)3 (100 nM) transport by MRP2-enriched membrane 

vesicles were completed to determine the linear range of uptake.  Transport was 

linear for up to 5 min with a maximum activity of ~8 pmol mg
-1

 at 10 min (Figure 

3.2A).  MRP2 dependent transport of 
73

As(GS)3 was further characterized by 

determining the initial rates of transport over several concentrations of 
73

As(GS)3.   

According to Michaelis-Menten kinetic analysis, the apparent Km for 
73

As(GS)3 

was found to be 4.2 ± 0.9 μM and the Vmax was 134 ± 12 pmol mg
-1

 min
-1

 (mean 

± SD of three independent determinations) (Figure 3.2B and Table 3.1). 

3.4.3 Kinetic Analysis of [(GS)2AsSe]- by MRP2. 

Time courses of [(GS)2
73

AsSe]
-
 (100 nM) transport by MRP2-enriched membrane 

vesicles were completed to determine the linear range of uptake.  Transport was 

linear for up to 3 min with a maximum activity of ~5 pmol mg
-1

 at 10 min.   

MRP2 dependent transport of [(GS)2
73

AsSe]
-
 was further characterized by 

determining the initial rates of transport over several concentrations of 

[(GS)2
73

AsSe]
-
 (Figure 3.3A).  According to Michaelis-Menten kinetic analysis, 

the apparent Km for [(GS)2
73

AsSe]
-
 was found to be 1.7 ± 0.8 μM and the Vmax 

was 45 ± 8 pmol mg
-1

 min
-1

 (mean ± SD of three independent determinations) 

(Figure 3.3B and Table 3.1). 

3.4.4 Transport of As(GS)3 and [(GS)2AsSe]- by human erythrocytes 

[(GS)2AsSe]
-
 is formed in rabbit erythrocyte lysate and it has been hypothesized 

that it is actively exported from red blood cells into plasma for excretion at the 

liver [7, 8, 10].  MRP1, MRP4 and MRP5 are known to be expressed in the 
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plasma membrane of human erythrocytes, while MRP2 is not [33]. To determine 

if human erythrocytes have the ability to efflux 
73

As(GS)3 or [(GS)2
73

AsSe]
-
 

membrane vesicles were prepared and ATP-dependent transport measured.  

73
As(GS)3 (1 µM) was found to be transported at a rate of ~22 pmol mg

-1 
3 min

-1
 

(Figure 3.4A) while no activity was detected for [(GS)2AsSe]
-
 (Figure 3.4B).  

Membrane vesicles prepared from HEK293T cells expressing MRP2 were used as 

positive controls for each conjugate (Figure 3.4A and B). 
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Figure 3.2. Kinetic Analysis of MRP2-mediated 
73

As(GS)3 transport.   A) 

Time course of ATP-dependent transport of 
73

As(GS)3 by membrane vesicles 

prepared from MRP2 transfected HEK293T cells.    Membrane vesicles (20 μg 

per time point) were incubated at 37 ⁰C in transport buffer with 
73

As(GS)3 (100 

nM, 50 nCi) for the indicated time points.  B) Membrane vesicles (20 μg of 

protein) prepared from MRP2 transfected HEK293T cells were incubated for 3 

min at 37 ⁰C in transport buffer with various concentrations of 
73

As(GS)3 (0.1-10 

µM).  Kinetic parameters were determined using the Graphpad Prism 5™ 

Michaelis-Menten kinetic modeling software.  Points shown represent the means 

(± S.D.) of triplicate determinations in a single experiment; similar results were 

obtained in two additional experiments.    

 

 

 

 

 

 

 



120 
 

 

 

Table 3.1 Summary of MRP1 and MRP2 transport kinetic parameters for 

arsenic glutathione conjugates. 

    
      Km (µM) Vmax Vmax/Km 

    (pmol/mg/min) (µl/mg/min)  

As(GS)3 (MRP1)
a
 0.32 ± 0.08 17 ± 5 53 

As(GS)3 (MRP2) 4.2 ± 0.9 134 ± 12 32 

[(GS)2AsSe]
-
 (MRP2) 1.7 ± 0.8 45 ± 8 27 

    

    a
Previous Study [25]  
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Figure 3.3. Kinetic Analysis of MRP2-mediated [(GS)2
73

AsSe]
-
 transport.   

A) Time course of ATP-dependent transport of [(GS)2
73

AsSe]
-
  by membrane 

vesicles prepared from MRP2 transfected HEK293T cells.  Membrane vesicles 

(20 μg per time point) were incubated at 37 ⁰C in transport buffer with 

[(GS)2
73

AsSe]
-
  (100 nM, 50 nCi).    B) Membrane vesicles (20 μg of protein) 

prepared from MRP2 transfected HEK293T cells were incubated for 3 min at 

37 ⁰C in transport buffer with various concentrations of [(GS)2
73

AsSe]
-
  (0.1-

10 µM, 50-100 nCi).  Kinetic parameters were determined using the Graphpad 

Prism 5™ Michaelis-Menten kinetic modeling software.  Points shown 

represent the means (±S.D.) of triplicate determinations in a single experiment; 

similar results were obtained in two additional experiments.   
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In order to determine the contribution of MRP1 in erythrocytes to the 

overall transport of As(GS)3, inhibition studies with MRP1-specific antibodies 

were completed.  When membrane vesicles were incubated with the MRP1-

specifc mAb QRCL-3, which recognizes a conformational dependent epitope, and 

has been shown previously to inhibit the transport of many MRP1 substrates [25, 

32, 34], complete inhibition of As(GS)3 transport was observed (Figure 3.4C).  

The MRP1-specific mAb QCRL-1, which recognizes a linear epitope in the linker 

region of MRP1 and does not inhibit the transport of other substrates [25, 34, 35], 

had no effect on the transport of As(GS)3 (Figure 3.4C).   Thus, MRP1 is 

responsible for the ATP-dependent transport of As(GS)3 in erythrocyte membrane 

vesicles, suggesting it can efflux this conjugate from erythrocytes into plasma. 
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Figure 3.4.  Erythrocyte Vesicle Transport of As
III

.  A) 
73

As
III

 uptake was 

measured after incubation with 
73

As(GS)3 or B) [(GS)2
73

AsSe]
-
 (1 µM, 50 nCi).  

The results shown are the means (±S.D.) of triplicate determinations in a single 

experiment; similar results were obtained in two additional experiments.  C) 
73

As(GS)3 uptake into membrane vesicles was measured after preincubation with 

the indicated MRP1-specific mAb (100 µg/ml)  Vesicles were incubated at 37⁰C 

in transport buffer with As(GS)3 (1 µM, 50 nCi).  The results shown are the means 

(±S.D.) of triplicate determinations in a single experiment; similar results were 

obtained in one additional experiment.   
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3.5 Discussion 

The formation and biliary excretion of the seleno-bis(S-glutathionyl) arsinium ion 

[(GS)2AsSe]
- 
provides a molecular basis for the mutual detoxification of arsenic 

and selenium [7, 8, 36].    In the present study, we have identified [(GS)2AsSe]
- 
as 

a substrate for human MRP2, a protein that is required for the biliary excretion of 

a broad array of endogenous and exogenous chemicals, including GSH conjugates 

[11, 12].  In addition to identifying [(GS)2AsSe]
- 
as an MRP2 substrate, we have 

characterized the transport characteristics of this conjugate and that of As(GS)3.  

The apparent Km values determined for As(GS)3 and [(GS)2AsSe]
-
 transport by 

MRP2 were 4.2 μM and 1.7 μM, respectively, signifying high relative affinities.  

The chemical instability of As(GS)3 and [(GS)2AsSe]
-
 combined with the ability 

of MRP2 to transport compounds either covalently attached to GSH or through a 

GSH co-transport mechanism [13, 15, 37], led us to confirm the chemical species 

transported.  Thus, As
III

 (± Se
IV

) transport was not detected in the absence of GSH 

or in the presence of the non-reducing GSH analog, ophthalmic acid, suggesting 

that the conjugates are the transported forms.  Transport assays using membrane 

vesicles prepared from human erythrocytes indicated that [(GS)2AsSe]
-
 was not 

effluxed by erythrocytes, but that As(GS)3 was. 

Studies using Mrp2-deficient (TR
-
) rats have shown that Mrp2 is required 

for the biliary excretion of As
III

 as As(GS)3 and the monomethylated diglutathione 

conjugate MMA(GS)2 [15, 38, 39].  As(GS)3 and MMA(GS)2 are chemically 

unstable at the alkaline pH of bile (pH 8) with half-lives of 20 and 40 min, 

respectively [15].  Thus, once biliary excretion of As(GS)3 and MMA(GS)2 has 
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occurred these conjugates will dissociate to GSH and As
III

 or MMA
III

, the arsenic 

will then be reabsorbed across the intestine and cycled back to the liver  [13, 38].   

Therefore, biliary excretion of As(GS)3 and MMA(GS)2 does not necessarily 

represent elimination of arsenic from the body.  In contrast, [(GS)2AsSe]
- 

is 

relatively stable at biliary pH and is more likely to remain intact and be excreted 

in feces than As(GS)3 and MMA(GS)2 [10].  [(GS)2AsSe]
-  

has never been 

identified in feces, but As
III

 and Se
IV

 co-treatment of rats resulted in a 4- to 5-fold 

increase in arsenic and selenium excretion into the intestine and feces [6].  In 

addition, treatment of hamsters with As
III

 and Se
IV

 significantly increased the total 

amount of arsenic in feces as well as the rate of fecal excretion [40]. Taken 

together these data suggest that [(GS)2AsSe]
-  

prevents arsenic from undergoing 

enterohepatic cycling and is therefore a true detoxification product. 

In addition to the higher stability of [(GS)2AsSe]
-
 in bile compared to 

As(GS)3, we originally predicted that [(GS)2AsSe]
-
 would have a higher affinity 

for MRP2 compared with As(GS)3, resulting in preferential excretion into bile.   

While the apparent Km of [(GS)2AsSe]
-
 for MRP2 was indeed 2.5-fold lower than 

for As(GS)3, the overall transport efficiencies (Vmax/Km) for the two compounds 

were remarkably similar (Figures 3.2 and 3.3, Table 3.1).  Thus, it is likely that 

the higher stability of [(GS)2AsSe]
-
 at biliary pH compared to As(GS)3 is the most 

critical component of the [(GS)2AsSe]
-
 contribution to the arsenic/selenium 

mutual detoxification. 

The apparent Km of As(GS)3 for MRP2 was 4.2 µM which is 

approximately 10-fold higher than the apparent Km of 0.32 µM reported 
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previously for MRP1 [25].  However, assuming comparable expression, MRP2 is 

a higher capacity (Vmax of 134 pmol mg
-1

 min
-1

) transporter of As(GS)3 than 

MRP1 (Vmax 17 pmol mg
-1

 min
-1

)  resulting in a similar overall transport 

efficiency (Table 3.1).  The lower Km value for MRP1 is consistent with its 

potential role in cellular protection against low levels of arsenic.  MRP2 is more 

likely to be involved in a higher capacity excretory role at the canalicular 

membrane of hepatocytes or apical surface of proximal tubular cells.  The 

apparent Km values for MRP1 and MRP2 are of physiological relevance for 

clinical arsenic exposure.  Pharmacological studies of patients undergoing 

chemotherapy with arsenic trioxide for acute promyelocytic leukemia showed 

plasma levels of arsenic nearing 0.5 μM [41] and hepatic concentrations would 

likely exceed this value. 

Previously, we reported that the formation of As(GS)3 is necessary for the 

transport of As
III

 by MRP1 [25].  Thus, MRP1-mediated transport of free As
III

 

only occurred in the presence of GSH and glutathione S-transferase P1 (GSTP1), 

implying that catalysis was required for the formation and subsequent transport of 

As(GS)3 [25].  In the present study, MRP2 transport of free As
III

 (± Se
IV

) only 

occurred in the presence of GSH and was not supported by the non-reducing 

glutathione analog ophthalmic acid.  This indicates that the free thiol group of 

GSH is required and that the conjugates are the transported forms.  The MRP2 

transport of As
III

 in the presence of GSH was not significantly different from the 

transport of As(GS)3, likely due to the high level of membrane associated GSTP1 

in the HEK293T membrane vesicles [42].  The conditions required 
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physiologically for the formation of [(GS)2AsSe]
-
 are unknown.  Transport of 

As
III

 in the presence of Se
IV

 and GSH was significantly lower than [(GS)2AsSe]
-
 

and equivalent to As
III

 + GSH or the preformed As(GS)3. The comparable activity 

suggests that this was the transport of As(GS)3 rather than spontaneously formed 

[(GS)2AsSe]
-
.  Further investigation is needed but this could imply that the 

formation of [(GS)2AsSe]
-
 at physiologically relevant concentrations of metalloids 

and pH (as reported in rabbit erythrocyte lysate [7]) is not efficient and potentially 

requires catalysis. 

In addition to the detoxification of arsenic and selenium through the 

biliary excretion of [(GS)2AsSe]
-
 , in vivo data have shown that injection of 

arsenic and selenium delays the transfer of these metalloids to the liver by 

extending their time in blood [43, 44].  After a two minute  incubation of As
III

 and 

Se
IV

 with rabbit erythrocyte lysate, ~70% of the metalloids were in the form 

[(GS)2AsSe]
-
 [7].  Manley et al., proposed that the delay in transfer from the 

blood to the liver could be caused by the time taken for [(GS)2AsSe]
-
 formation 

within the erythrocyte followed by active transport into plasma [7].  In the current 

study, membrane vesicles prepared from erythrocytes did not transport 

[(GS)2AsSe]
-
.  Human erythrocytes do not express MRP2 but do express the 

related MRP1, MRP4 and MRP5 [33].  MRP1 and MRP2 have similar substrate 

specificity [11] so it was unexpected that [(GS)2AsSe]
-
 would not be transported 

by the erythrocyte membrane vesicles.  The lack of ATP-dependent transport of 

[(GS)2AsSe]
-
 across the erythrocyte membrane suggests that formation of this 

conjugate within human erythrocytes would result in  sequestration.  This offers 



128 
 

an alternative explanation for the delay in processing of As
III

 and Se
IV

 from the 

blood to the liver.  In contrast with [(GS)2AsSe]
-
, As(GS)3 was transported by 

erythrocyte membrane vesicles.  Although multiple MRPs are expressed in the 

membrane of erythrocytes, As(GS)3 transport was completely inhibited by the 

MRP1-specific mAb QCRL-3.  This suggests that MRP1 is responsible for the 

ATP-dependent efflux of As(GS)3 from human erythrocytes and potentially 

contributes to the clearance of arsenic from human blood. 

The oral co-administration of Se and As could result in the efficient 

formation of [(GS)2AsSe]
-
 at the liver, followed by MRP2-mediated efflux into 

bile and the prevention of the distribution of arsenic to peripheral tissues.  In 

support of this, selenium in rodent chow completely blocked the passage of 

arsenic administered in drinking water to the skin and prevented arsenic enhanced 

skin carcinogenesis in a hairless mouse model [45].  The cooperative 

detoxification of arsenic and selenium may result in depletion of selenium, which 

is an important component of cellular antioxidant defense as well as many other 

anti-carcinogenic pathways, in addition to the formation of [(GS)2AsSe]
-
 [9].  

Low selenium status could make individuals more susceptible to arsenic induced 

carcinogenesis [8].  Investigation of selenium status and arsenic-related 

premalignant skin lesions in humans have shown that reduced blood selenium 

levels increased the risk for such lesions [46].  Results from selenium 

supplementation trials in arsenic endemic regions have shown some promise and 

benefit to oral supplementation with selenium and prevention of carcinogenesis 

[46]. 
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Active efflux of conjugated toxicants is the last step in cellular 

detoxification, preventing not only the reformation of active parent compound 

within the cell, but also the end-product inhibition of detoxification pathways 

[12].  The response of different individuals to chronic inorganic arsenic exposure 

is highly variable and not well understood [47].  Arsenic metabolism and 

excretion is complex and multiple pathways are likely responsible for the inter-

individual differences; however, the importance of transport proteins in arsenic 

excretion has become increasingly evident [48].  In the current study we have 

characterized MRP2 as a high affinity, high capacity transporter of As(GS)3 and 

[(GS)2AsSe]
-
 .  Polymorphic variants of MRP2 exist, and the influence of these 

variants on selenium-dependent or independent arsenic excretion, and ultimately 

carcinogenic risk, is worthy of further investigation. 
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Chapter 4 

 

 
Monomethylarsenic Diglutathione [MMA(GS)2] 

transport by the human multidrug resistance 

protein 1 (MRP1/ABCC1) 

 

 

*A version of this chapter has been published 

Carew M.W., Naranmandura H., Shukalek C.B., Le X.C., Leslie E.M. 

Monomethylarsenic diglutathione transport by the human multidrug resistance 

protein 1 (MRP1/ABCC1). Drug Metabolism and Disposition. 2011, 39(12):2298-

304. 

Contributions:  The work presented here utilized an ICP-MS method that was 

established by Hua Naranmandura.  Shukalek C.B. performed the MMA(GS)2 

inhibition of E217βG experiments (Figure 4.5B).   
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4 Monomethylarsenic Diglutathione [MMA(GS)2] 

transport by the human multidrug resistance protein 1 

(MRP1/ABCC1) 

4.1 Abstract 

The ATP-binding cassette (ABC) transporter protein MRP1 (ABCC1) plays an 

important role in the cellular efflux of the high priority environmental carcinogen 

arsenic, as a triglutathione conjugate [As(GS)3].  Most mammalian cells can 

methylate arsenic to monomethylarsonous acid (MMA
III

), monomethylarsonic 

acid (MMA
V
), dimethylarsinous acid (DMA

III
) and dimethylarsinic acid (DMA

V
).  

The trivalent forms MMA
III

 and DMA
III

 are more reactive and toxic than their 

inorganic precursors, arsenite (As
III

) and arsenate (As
V
).  The ability of MRP1 to 

transport methylated arsenicals is unknown and was the focus of the current 

study.  HeLa cells expressing MRP1 (HeLa-MRP1) conferred a 2.6-fold higher 

level of resistance than empty vector control (HeLa-vector) cells to MMA
III

, and 

this resistance was dependent on glutathione (GSH).  In contrast, MRP1 did not 

confer resistance to DMA
III

, MMA
V
 or DMA

V
.  HeLa-MRP1 cells accumulated 

4.5-fold less MMA
III

 than HeLa-vector cells.  Experiments using MRP1-enriched 

membrane vesicles showed that transport of MMA
III

 was GSH-dependent, but not 

supported by the non-reducing GSH analogue, ophthalmic acid, suggesting that 

MMA(GS)2 was the transported form.   MMA(GS)2 was a high affinity high 

capacity substrate for MRP1 with apparent Km and Vmax values of 11 µM and 11 

nmol mg
-1

min
-1

, respectively.  MMA(GS)2 transport was osmotically sensitive 

and inhibited by several MRP1 substrates including 17β-estradiol 17-(β-D-
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glucuronide) (E217βG).  MMA(GS)2 competitively inhibited the transport of  

E217βG with a Ki value of 16 µM, indicating that these two substrates have 

overlapping binding sites.  These results suggest that MRP1 is an important 

cellular protective pathway for the highly toxic MMA
III

 and have implications for 

environmental and clinical exposure to arsenic. 

 

4.2 Introduction 

Arsenic (As) is a multi-target human carcinogen: chronic exposure is associated 

with increased incidences of skin, lung, and bladder tumours [1].  Greater than 

100 million  people worldwide are chronically exposed to unacceptable levels of 

nonanthropogenic sources of As [both arsenate (As
V
) and arsenite (As

III
)] in their 

drinking water, the most common exposure route for adverse health effects [2].  

Arsenic compounds are also used in chemotherapy.  Arsenic trioxide (As2O3) has 

been approved for treating both newly diagnosed and relapsed acute 

promyelocytic leukemia, with high remission rates [3, 4].  Furthermore, As2O3 

and another arsenical, dimethylarsenic glutathione [DMA(GS)] are in clinical 

trials for the treatment of multiple haematological and solid tumours [3]. 

Arsenic undergoes extensive methylation in humans and most other 

mammals [5].  Originally it was thought that As methylation was a detoxification 

process because it increases the rate of whole body clearance of arsenic, and the 

methylated As
V
 species monomethylarsonic acid (MMA

V
) and dimethylarsinic 

acid (DMA
V
) are less toxic than As

V
 and As

III 
[5].  However, in vitro studies have 

revealed that the trivalent methylated species MMA
III

 and DMA
III

 are 

substantially more potent toxicants than As
III

, resulting in methylation being 
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considered an activation pathway [6]. 

The multidrug resistance protein 1 (MRP1/ABCC1) is an ATP-binding 

cassette transporter protein that was originally identified based on its ability to 

confer multidrug resistance in tumour cell lines through an ATP-dependent 

decrease in cellular drug accumulation [7].  MRP1 expression is elevated in a 

variety of hematological and solid tumours, and it has an important function in 

clinical anti-cancer drug resistance [8].  In addition, MRP1 is expressed in non-

malignant tissues and transports a chemically diverse array of endogenous 

molecules including reduced and oxidized glutathione (GSH and GSSG, 

respectively), conjugated organic anions such as the cholestatic steroid 17β-

estradiol 17-(β-D-glucuronide) (E217βG) and the cysteinyl leukotriene LTC4 [9, 

10].  Several substrates of MRP1, including the natural product drugs to which it 

confers resistance, are not conjugated to any extent in vivo, but their transport is 

stimulated by GSH [11].  Evidence suggests that at least some of these substrates 

are co-exported with GSH across the plasma membrane. 

In addition to anti-cancer agents and physiological substrates, MRP1 

transports many other drugs, carcinogens and toxicants and is believed to play a 

protective role by preventing xenobiotic accumulation and resulting toxicity [12].  

MRP1 is well known to play an important role in conferring cellular protection 

against inorganic arsenicals [13], and transports As
III

 in its triglutathione 

conjugate form As(GS)3 [14].  MRP1 is expressed in most tissues throughout the 

body; however, its levels are almost undetectable in the healthy human 

hepatocytes [8].  MRP1 localizes to the basolateral surface of epithelia and the 
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apical surface of brain capillaries, generally resulting in the efflux of MRP1 

substrates into the blood.  MRP1 is therefore unlikely to be directly involved in 

the elimination of arsenic from the body.  However, MRP1 is potentially 

important to prevent the accumulation of arsenicals in certain cell types and 

tissues.  The expression of MRP1 in tumours could also have negative 

consequences by conferring resistance to arsenic-based chemotherapeutics. 

The purpose of the current study was to identify methylated arsenicals that 

are substrates for MRP1 and characterize the mechanism by which they are 

transported.  MRP1 was found to confer cellular protection against MMA
III

 in a 

GSH-dependent manner and also reduced MMA
III

 cellular accumulation.   Direct 

transport studies using MRP1-enriched membrane vesicles revealed that MMA
III

 

was a substrate for MRP1, but only in the presence of GSH or as MMA(GS)2.  

Transport of MMA
III

 was not supported by ophthalmic acid, a GSH analog 

lacking a free thiol group, suggesting that the GSH conjugate is the transported 

form.  The transport of MMA(GS)2 was then extensively characterized. 

4.3 Methods 

4.3.1 Chemicals and Reagents.   

GSH, GSSG, ATP, AMP, sucrose, Tris base, As
III

, As
V
, MMA

V
, DMA

V
, L-

buthionine sulfoximine (BSO) and MgCl2 were purchased from Sigma-Aldrich 

(Oakville, Ontario).  Carrier free [6,7-
3
H]E217βG  (50.1 Ci/mmol) was purchased 

from Perkin Elmer (Woodbridge, Ontario).    Creatine kinase, glutathione 

reductase, creatine phosphate, NADPH, and protease inhibitor cocktail tablets 

(Complete™, mini EDTA free) were purchased from Roche Applied Science 



143 
 

(Torrance, CA).  Nitric acid was purchased from Fisher Scientific (Ottawa, 

Ontario).  E217βG was purchased from Santa Cruz Biotechnology (Santa Cruz, 

CA). Ophthalmic acid was purchased from Bachem (Torrance, CA).  MMA
III

 and 

DMA
III

 in the form of diiodomethylarsine (CH3AsI2) and iododimethylarsine 

([CH3]2AsI) were gifts from Dr. William Cullen (University of British Columbia).   

4.3.2 Cell lines. 

The HeLa-vector and HeLa-MRP1 cell lines were gifts from Dr. Susan P.C. Cole 

(Queen's University, Kingston, ON, Canada) and generated and maintained as 

described previously [15]. The HeLa-MRP1 stable cell population was checked 

routinely for MRP1 expression using immunostaining followed by confocal 

microscopy or fluorescence-activated cell sorting, as described previously [15]. 

The HEK293 cells were obtained from American Type Culture Collection 

(Manassas, VA) and cultured in Dulbecco's modified Eagle's medium (Sigma-

Aldrich) containing 7.5% fetal bovine serum. 

4.3.3 Cytotoxicity testing. 

HeLa-MRP1 and HeLa-vector cells were seeded in 96-well plates at 1 × 

10
4
cells/well and grown for 24 h. In quadruplicate, cells were then treated with 

As
III 

(0.1–100 μM), MMA
III

 (0.1–100 μM), DMA
III

 (0.1–100 μM), As
V
 (0.001–10 

mM), MMA
V
 (0.3–100 mM), or DMA

V
 (0.01–100 mM) for 72 h. To measure the 

influence of GSH depletion on As
III

 and MMA
III

 cytotoxicity, cells were treated 

with the γ-glutamylcysteine synthetase inhibitor BSO (100 μM) at the time of 

seeding and when the arsenicals were introduced. Reduction in cellular GSH 

levels by BSO was confirmed using the method described previously [16]. HeLa-
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vector and HeLa-MRP1 cells had cellular GSH levels of 1.8 and 1.1 ng/μg 

protein, respectively, before GSH depletion and 0.1 and 0.03 ng/μg, respectively, 

after BSO treatment. Cell viability was determined using the CellTiter96 

AQueous NonRadioactive Cell Proliferation Assay (Promega, Madison, WI) 

according to the manufacturer's instructions. Data were analyzed using the 

sigmoidal dose-response equation in GraphPad Prism 5 (GraphPad Software, Inc., 

La Jolla, CA), and EC50 values were determined. Relative resistance values were 

calculated as the ratio of the HeLa-MRP1 EC50/HeLa-vector EC50. 

4.3.4 Cellular accumulation of arsenic species. 

HeLa-vector and HeLa-MRP1 cells were seeded in six-well plates at 5 × 

10
5
cells/well and grown for 24 h. Cells were treated with 1 μM As

III
, MMA

III
, or 

DMA
III 

in culture media for 24 h. Cells were then washed three times with ice-

cold phosphate-buffered saline, trypsinized, pelleted by centrifugation at 

1000g for 10 min at 4°C, and then digested with 250 μl of concentrated nitric acid 

for >48 h. Digested cells were diluted 1:1 with deionized distilled water and 

filtered through 0.45-μm syringe filters (Whatman, Toronto, ON, Canada). The 

total concentration of arsenic in samples was determined using inductively 

coupled plasma mass spectrometry (ICP-MS) (Agilent 7500; Yokogawa 

Analytical Systems, Hachiouji, Japan) using the standard addition method as 

described previously [17]. Samples were introduced directly into the nebulizer of 

the ICP-MS. 
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4.3.5 Transient expression of MRP1 in HEK293 cells. 

HEK293 cells were transfected with pcDNA3.1(−)MRP1 (a gift from Dr. Susan 

P.C. Cole, constructed as described previously [15]) using the calcium phosphate 

method as described previously [18]. In brief, 3 × 10
6
 cells were seeded onto 150-

mm plates, and 24 h later, 18 μg of DNA was mixed with calcium chloride (250 

mM, final volume 1.3 ml) and added dropwise to 1.3 ml of HEPES buffer (275 

mM NaCl, 1.5 mM Na2HPO4, 55 mM HEPES, pH 7.0). The DNA solution was 

then added dropwise to cells and incubated for 24 h followed by a media change. 

Seventy-two hours after transfection, cells were washed twice with Tris (50 mM, 

pH 7.4) sucrose (250 mM) buffer, scraped into 10 ml of Tris sucrose buffer per 

plate and collected by centrifugation at 800g for 10 min. Cell pellets were stored 

at −80°C until membrane vesicles were prepared. 

4.3.6 Membrane vesicle preparation. 

Plasma membrane-enriched vesicles were prepared from MRP1 and empty 

pcDNA3.1(−)-transfected HEK293 cells, according to previously described 

methods [18]. In brief, cells were thawed and resuspended in buffer containing 

250 mM sucrose, 50 mM Tris, pH 7.4, 0.25 mM CaCl2, and protease inhibitor 

tablets. Cells were then disrupted by nitrogen cavitation (pressurized to 200 psi 

and released to atmospheric pressure), and EDTA (1 mM) was added. The 

disrupted cells were centrifuged at 800g at 4°C for 10 min to remove unbroken 

cells and nuclei. The supernatant was layered onto 12 ml of 35% (w/w) sucrose, 

50 mM Tris, pH 7.4, and centrifuged at 100,000 g for 1 h at 4°C. The interphase 

containing the plasma membrane-enriched fraction was removed and diluted with 
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25 mM sucrose, 50 mM Tris, pH 7.4, and centrifuged at 100,000 g for 30 min at 

4°C. The membranes were washed with Tris sucrose buffer and centrifuged at 

100,000g for 30 min at 4°C. The membranes were then resuspended in Tris 

sucrose buffer by passing through a 27-gauge needle approximately 20-times, 

then aliquoted and frozen at −80°C. Expression of MRP1 in membrane vesicles 

was confirmed by immunoblot analysis, using the rat monoclonal antibody, 

MRPr1 (1:10,000) (Novus Biologicals, Littleton, CO). 

4.3.7 MMAIII and MMA(GS)2 transport assays. 

MMA(GS)2 was synthesized from MMA
III

 and GSH according to previously 

described methods for As(GS)3 [14], with modifications. In brief, MMA
III

 (final 

concentration of 50 μM) was combined with GSH (final concentration of 75 mM) 

in degassed Tris sucrose buffer and incubated under a nitrogen atmosphere for 

>30 min at 4°C.  MRP1-enriched and vector control membrane vesicles were 

incubated at 37°C in Tris sucrose buffer, with MMA
III

 or MMA(GS)2 (1 μM), 

ATP or AMP (4 mM), MgCl2 (10 mM), creatine phosphate (10 mM), GSH 

reductase (5 μg/ml), and NADPH (0.35 mM). To increase the stability of 

MMA(GS)2, physiological concentrations of GSH (3 mM) were maintained in all 

MMA(GS)2-containing transport reactions. At 3 min, transport was stopped by 

diluting the transport reaction in 800 μl of ice-cold Tris sucrose buffer and 

vesicles pelleted by centrifugation at 100,000g for 20 min. Pelleted membrane 

vesicles were washed twice with 1 ml of Tris sucrose buffer, digested in 250 μl of 

concentrated nitric acid for 48 h, diluted 1:1 with deionized distilled water, and 

filtered through 0.45-μm syringe filters (Whatman). The total concentration of 
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arsenic in samples was determined using ICP-MS, as described for the cellular 

accumulation assay. 

The influence of GSH (1, 3, or 5 mM) and the GSH analog ophthalmic 

acid (3 mM) on the transport of MMA
III

 was measured at a 3-min time point. 

Kinetic parameters of transport were determined by measuring the initial rate of 

uptake (1-min time point) at eight different concentrations of MMA(GS)2 (0.1–10 

μM). The modulation of MMA(GS)2 transport by the MRP1 substrates E217βG 

(25 μM), GSSG (500 μM), and VCR (100 μM) was measured at a 1-min time 

point. 

4.3.8 E217βG transport inhibition assays. 

Inhibition of E217βG transport by MMA(GS)2 was performed essentially as 

described previously [9]. In brief, 5 μg of membrane vesicles were incubated with 

[
3
H]E217βG (0.1–30 μM, 40–80 nCi), AMP or ATP (4 mM), MgCl2 (10 mM), 

creatine phosphate (10 mM), creatine kinase (100 μg/ml), GSH (3 mM), GSH 

reductase (5 μg/ml), and NADPH (0.35 mM) at 37°C for 60 s in the absence or 

presence of MMA(GS)2 (25, 40, or 50 μM). The transport reaction was stopped 

by diluting with 800 μl of ice-cold Tris sucrose buffer and then filtered through 

glass fiber filters (type GF/B) using a 96-well plate cell harvester (PerkinElmer 

Life and Analytical Sciences) and washed five times with Tris sucrose buffer, and 

radioactivity was quantified by liquid scintillation counting using a Microbeta
2 

(PerkinElmer Life and Analytical Sciences). Data were plotted using GraphPad 

Prism 5 Software, and apparent Km and Vmax values were determined using 

Michaelis-Menten analysis. 
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4.4 Results 

4.4.1 MRP1 decreases the cytotoxicity of MMAIII 

To determine if MRP1 is capable of conferring resistance to inorganic and 

methylated species of arsenic, HeLa-MRP1 and HeLa-vector cell lines were 

treated with increasing concentrations of As
III

, MMA
III

, DMA
III

, As
V
, MMA

V
, and 

DMA
V
.    The EC50 value for each arsenical was determined and the relative 

resistance was calculated from the ratio of the EC50 values for HeLa-MRP1 and 

HeLa-vector (summarized in Table 4.1).   Consistent with previously published 

work, HeLa-MRP1 cells conferred resistance to As
III

 and As
V
(Fig. 1A and Table 

4.1) [19]. HeLa-MRP1 cells were approximately 3-fold more resistant to MMA
III

 

compared to the vector control cell line (Figure 4.1B), however, no difference in 

the sensitivity of the cell lines was observed for MMA
V
, DMA

III
, or DMA

V
 

(Table 4.1). 

In order to determine if resistance conferred by MRP1 to As
III

 and MMA
III 

was dependent upon GSH, cytotoxicity was tested after depleting the GSH levels 

of HeLa-vector and HeLa-MRP1 cells using BSO (100 μM).  BSO alone had no 

effect on cell viability.  High intracellular GSH levels confer resistance to 

arsenicals partly through the neutralization of reactive oxygen species [20].  

Consistent with this, both arsenicals became significantly more toxic to HeLa-

vector and HeLa-MRP1 cell lines after GSH depletion (Tables 4.1 and 4.2, Figure 

4.1).  Furthermore, GSH depletion resulted in the loss of MRP1-dependent 

cellular protection to both As
III

 and MMA
III

 (Figure 4.2 and Table 4.2). 
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4.4.2 MRP1 reduces the accumulation of AsIII and MMAIII 

In order to assess the effect of MRP1 on the cellular accumulation of As
III

, 

MMA
III

, and DMA
III

, the accumulation of total arsenic was determined after 

HeLa-vector and HeLa-MRP1 exposure to As
III

, MMA
III

 or DMA
III

 (1 µM for 24 

h).  Consistent with the cytotoxicity data, HeLa-MRP1 cells accumulated 3.5 and 

4.5-fold less As
III

 and MMA
III

, respectively, than HeLa-vector cells (Figure 4.2).  

No significant difference in DMA
III

 accumulation between the HeLa-MRP1 and 

HeLa-vector cell lines was observed (Figure 4.2). 
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Table 4.1 Relative resistance of HeLa-MRP1 compared to vector control 

 

                EC50 (μM) ± SEM 

  
Arsenic Species HeLa-Vector HeLa-MRP1 Relative Resistance

a
 

 
As

III
 (n=11) 7.0 ± 0.7 22.0 ± 5.0 3.1* 

 As
V
 (n=5) 510 ± 70 1000 ± 220 2* 

 MMA
III

 (n=6) 3.1 ± 0.4 8.2 ± 1.8 2.6* 

 MMA
V 

(n=5) 9800 ± 780 9400 ± 1000 1.0 

 DMA
III

 (n=3) 6.0 ± 0.3 7.0 ± 1.3 1.2 

 DMA
V
 (n=5) 740 ± 50 710 ± 180 1 

 a
Ratio of EC50HeLa-MRP1/EC50HeLa-Vector 

  * p < 0.05 (student's t-test) 
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Table 4.2 Relative resistance of HeLa-MRP1 compared to vector control 

after GSH depletion  

 

                EC50 (μM) ± SEM  

  
Arsenic Species HeLa-Vector HeLa-MRP1 Relative Resistance

a
 

 
As

III
 (n=5) 0.37 ± 0.28 0.11 ± 0.01 0.3 

 
MMA

III
 (n=6) 0.019 ± 0.004 0.01 ± 0.003 0.5 

     

 a
Ratio of EC50HeLa-MRP1/EC50HeLa-Vector 

  * p < 0.05 (student's t-test) 
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Fig 4.1.  Effect of As
III

, MMA
III

 and DMA
III

 on the viability of transfected 

HeLa cells.  Vector control transfected HeLa cells (○) and MRP1 transfected 

HeLa cells (●) were incubated in the presence of (A) As
III

 and (B) MMA
III

.  (C) 

Cells were preincubated for 24 hours in the presence of 100 µM BSO, before the 

addition of As
III

 and BSO and (D) MMA
III

 + BSO for 72 h then absorbance 

proportional to cell viability was determined using a tetrazolium-based assay.  

Data points are means (± S.E.) of quadruplicate determinations in a representative 

experiment; similar results were obtained in at least three additional experiments.   
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Fig 4.2.  Accumulation of As
III

, MMA
III

, and DMA
III

 by transfected HeLa 

cells.  Vector control transfected HeLa cells (open bars) and MRP1 transfected 

HeLa cells (closed bars) were treated with As
III

, MMA
III

, or DMA
III

 (1 µM) for 24 

h. Cells were then harvested, digested with nitric acid and total arsenic determined 

using ICP-MS.  Bars represent the means of 3 independent experiments (± S.E.).  

*P<0.001 
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4.4.3 MRP1 transports MMAIII in the presence of GSH or as the 

presynthesized GSH conjugate MMA(GS)2. 

To determine if MMA
III

 and/or MMA(GS)2 were substrates of MRP1, ATP-

dependent transport of these compounds into MRP1-enriched and vector control 

membrane vesicles was measured (Figure 4.3A).  ATP-dependent transport of 

MMA
III

 (1 μM) by the MRP1-enriched membrane vesicles was extremely low and 

similar to transport observed in the presence of AMP or with the vector control 

membrane vesicles.  However, in the presence of GSH (3 mM), ATP-dependent 

transport of MMA
III

 was observed with an activity of 308 pmol mg
-1

 min
-1

.  In 

previous studies ophthalmic acid and other GSH analogs lacking a free thiol 

group can substitute for GSH and supported the transport of several GSH-

dependent MRP1 substrates [21-25].  These findings indicate that the thiol group 

of GSH is not required for transport of these substrates and rules out the 

possibility that formation of a GSH conjugate is critical for transport to occur.  

However, ATP-dependent transport of MMA
III

 in the presence of ophthalmic acid 

(3 mM) was extremely low and similar to minus GSH conditions or empty vector 

control (Figure 4.3A).  ATP-dependent transport of MMA(GS)2 was then 

measured and found to have an activity of 240 pmol mg
-1

 min
-1

.  These data 

suggest that the free thiol group of GSH is required for MMA
III

 transport by 

MRP1, and are consistent with MMA(GS)2 being the transported chemical 

species. 
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Fig 4.3. MRP1-mediated transport of MMA(GS)2 or free MMA
III

 in the presence of 

GSH or OA.   Membrane vesicles (20 µg of protein) prepared from MRP1-transfected 

(closed bar) or untransfected (open bar) HEK293 cells were incubated for 3 min at 37ºC 

in transport buffer in triplicate containing MMA(GS)2  (1 µM) with 3 mM GSH or 

MMA
III

 (1 µM) ± GSH (3 mM) or OA (3 mM) (A), and MMA(GS)2 (1 µM) with GSH 

(1, 3, and 5 mM) (B).   Reactions were then pooled for analysis by ICP-MS.  Bars 

represent the means of 3 independent experiments (± S.E.).   
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Using similar experimental conditions, transport of DMA
III

 and 

DMA
III

(GS) by MRP1-enriched vesicles was measured in the presence of GSH (3 

mM).  Consistent with the cytotoxicity and accumulation data, no MRP1-

dependent transport was observed (data not shown). 

MMA(GS)2 is chemically unstable and is stabilized in the presence of 

physiological (1-10 mM) concentrations of GSH [26-28].  Thus, 3 mM GSH was 

included in all transport reactions containing MMA(GS)2.  Because GSH can 

stimulate the transport of certain conjugated and unconjugated substrates of 

MRP1 [11], the influence of different concentrations of GSH on MMA(GS)2 

transport was evaluated (Figure 4.3B).  No significant difference in MMA(GS)2 

transport was observed in the presence of 1, 3 or 5 mM GSH, concentrations that 

have been shown previously to stimulate the transport of GSH-dependent 

substrates in a dose dependent manner [22].   These data suggest that GSH is not 

stimulating the transport of MMA(GS)2 by MRP1.      

4.4.4 Osmotic sensitivity of MMA(GS)2 transport. 

To assess whether the ATP-dependent MMA(GS)2 transport by the MRP1-

enriched membrane vesicles truly represents transport into the vesicle lumen 

rather than surface or intramembrane binding, the effect of changes in osmolarity 

on vesicular uptake was examined.  MMA(GS)2 (1 μM) uptake was decreased as 

the concentration of sucrose in the transport buffer increased, indicating that the 

ATP-dependent MMA(GS)2 uptake by the vesicles is osmotically sensitive, as 

expected for a true transport process (Figure 4.4A). 
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4.4.5 Kinetic analysis of MRP1-mediated MMA(GS)2 transport. 

Time courses of MMA(GS)2 (1 µM) transport by MRP1-enriched membrane 

vesicles were completed to determine the linear range of uptake.   Transport was 

linear for up to 3 min with a maximum activity of ~900 pmol mg
-1

 at 10 min. 

(Figure 4.4B).  MRP1-mediated transport was further characterized by 

determining the initial rates of transport over several concentrations of 

MMA(GS)2 (Figure 4.4B).   According to Michaelis-Menten kinetic analysis 

(Graphpad Prism™ 5), the average apparent Km and Vmax values (± S.E., n=3) for 

MMA(GS)2 were 11 ± 2.3 µM and 11 ± 0.6 nmol mg
-1

 min
-1

, respectively. 

 

4.4.6 Inhibition of MMA(GS)2 transport by various substrates of MRP1. 

Several MRP1 substrates, including E217βG, GSSG, and VCR (+ GSH) are 

competitive inhibitors of MRP1 transport [10, 22, 29].  Transport of MMA(GS)2 

(1 µM) was inhibited by E217βG (25 µM), GSSG (500 µM), and VCR (100 µM) 

by 57, 75, and 79 %, respectively (Figure 4.5A).  Inhibitors were used at 

concentrations shown in previous studies to be 5-10-fold above their respective 

Km values to ensure binding site saturation. 
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Fig 4.4. Osmotic sensitivity and kinetic analysis of MRP1-mediated ATP-

dependent transport of MMA(GS)2.  (A) Membrane vesicles (20 µg of protein) 

prepared from MRP1-transfected HEK293 cells were incubated for 3 min at 37ºC 

with MMA(GS)2 (1 µM) in transport buffer in triplicate containing increasing 

concentrations of sucrose (0.25, 0.5, 0.66, and 1 M). (B) Time course of ATP-

dependent MMA(GS)2 transport by membrane vesicles prepared from MRP1-

transfected (■) and untransfected (□ ) HEK293 cells.  Membrane vesicles (20 µg 

per time point) were incubated at 37ºC in transport buffer with MMA(GS)2 (1 

µM) in triplicate for the indicated time points, reactions were pooled for analysis 

by ICP-MS.  (C) Membrane vesicles (20 µg of protein) prepared from MRP1-

transfected HEK293 cells were incubated for 1 min at 37ºC in transport buffer in 

triplicate with various concentrations of MMA(GS)2 (1-200 µM), reactions were 

pooled for analysis by ICP-MS.   Kinetic parameters were determined using the 

Michaelis-Menten kinetic model in Graphpad Prism™ 5 software.  Points 

represent the mean of 3 independent experiments (± S.E.). 
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4.4.7 MMA(GS)2  inhibition of E217βG transport by MRP1. 

In order to determine if MMA(GS)2 and E217βG have overlapping binding sites 

on MRP1, the ability of MMA(GS)2 to competitively inhibit the transport of 

E217βG was evaluated. The inhibition of E217βG transport by MRP1-enriched 

membrane vesicles was characterized by measuring the effect of MMA(GS)2 (50 

µM) on E217βG (0.1-30 µM) transport (Figure 4.5C).  Michaelis-Menten analysis 

showed that MMA(GS)2 behaved as a competitive inhibitor of E217βG transport 

with an average apparent Ki value (± S.E., n=3) of 16.3 ± 3.6 µM (Figure 4.5B).  

These data indicate that MMA(GS)2 and E217βG, at minimum, have overlapping 

binding sites on MRP1. 
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Fig 4.5. Inhibition of MRP1 mediated MMA(GS)2 transport  and MMA(GS)2 

inhibition of E217βG transport. (A) ATP dependent uptake of MMA(GS)2 by 

membrane vesicles (20 µg of protein) prepared from MRP1-transfected HEK293 

cells was measured at a concentration of 1 µM for 1 min at 37 ºC in the presence 

of E217βG (25 µM), GSSG (500 µM), and VCR (100 µM).    Points represent the 

means of 3 independent experiments (± S.E.).  (B) Membrane vesicles (20 µg of 

protein) prepared from MRP1-transfected HEK293 cells were incubated for 1 min 

at 37ºC in transport buffer with E217βG (0.1-30 µM) in the presence (■) or 

absence (□) of 50 µM MMA(GS)2. Kinetic values were determined using the 

Michaelis-Menten kinetic model in Graphpad Prism™ 5 software.  Points 

represent the mean of 3 independent experiments (± S.E.). Similar results were 

obtained in 2 additional experiments. 
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4.5 Discussion 

The metalloid arsenic is a multi-target human carcinogen and a major concern as 

an environmental pollutant.  The ubiquitous nature of arsenic in the environment 

has led to the evolution of arsenic adaptation mechanisms from bacteria to 

humans [30].  Members of the ABC transporter superfamily subfamily “C” have 

been shown to be critical for protecting many organisms from arsenic including 

Saccharomyces cerevisae, Leishmania, Arabidopsis, Caenorhabditis elegans, and 

Danio rerio [31-34].  In all of these organisms, ABCC proteins detoxify arsenic 

either by extrusion from cells or through sequestration within intracellular 

organelles as thiol conjugates.   We have shown previously that human MRP1 can 

transport inorganic arsenic as the triglutathione conjugate As(GS)3 [14], but the 

ability of MRP1 to confer cellular protection to methylated arsenicals was 

unknown.   In the present study we have found that a HeLa cell line stably 

expressing MRP1 is capable of conferring a 2.6-fold higher resistance level to 

MMA
III

 than the HeLa cell line expressing empty vector.  Consistent with 

previously published observations, MRP1 also conferred resistance to As
III

 and 

As
V 

[19].  MRP1 did not confer protection against the pentavalent methylated 

arsenicals MMA
V
 and DMA

V
 or the trivalent DMA

III
, although data is presented 

in the Appendix (Figure 7.9) showing that MRP1 is capable of transporting DMA.   

GSH depletion enhances arsenic trioxide-induced apoptosis [20, 35, 36].  

Consistent with this, the toxicities of As
III

 and MMA
III

 were increased upon GSH 

depletion with BSO for both the HeLa-vector and HeLa-MRP1 cell lines, most 

dramatically for MMA
III

 (Figure 4.1 & Table 4.2).  In addition, MRP1 resistance 

levels to As
III

 and MMA
III

 were dependent upon GSH, suggesting a GSH-
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dependent efflux pathway.  We have previously determined that As
III

 is 

transported by MRP1 as As(GS)3 [14] and the next step was to investigate the 

species of MMA
III

 being transported.  Direct transport assays using MRP1-

enriched membrane vesicles confirmed that MMA
III

 transport was GSH-

dependent.  MRP1 transports compounds covalently attached to GSH or through a 

cotransport pathway [11].  Thus, transport of MMA
III

 was measured in the 

presence of the non-reducing GSH analog ophthalmic acid, known to stimulate 

the transport of GSH-dependent MRP1 substrates [21-25].  In the case of MMA
III

, 

ophthalmic acid did not substitute for GSH, thus, the free sulphur group of GSH 

was required for transport.  These data suggest that MMA
III 

conjugated to GSH is 

the transported form.  Although GSH is best characterized to detoxify arsenicals 

through neutralization of reactive oxygen species [37], our data provide further 

support that formation and efflux of arsenic GSH conjugates is potentially of at 

least equal importance. 

We have shown previously that the MRP1-dependent transport of As
III

 

requires GSH and the glutathione transferase GSTP1 [14].  It is currently 

unknown if the formation of MMA(GS)2 under physiological conditions requires 

catalysis by GSTP1 or a related transferase.  In the current study, transport 

activities for MMA(GS)2 and free MMA
III

 in the presence of GSH were very 

similar (Figure 4.3).  Superficially these results suggest that MMA(GS)2 

formation is spontaneous; however, high levels of plasma membrane associated 

GSTP1 exist in the HEK293 vesicles used in this study [38], and although further 
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experimentation is required, GSTP1 could be involved in catalyzing the formation 

of MMA(GS)2. 

MMA(GS)2 has been isolated from rat bile and mouse urine, and therefore 

is formed physiologically and excreted by the liver and kidney [39, 40].  Biliary 

excretion of MMA(GS)2  and As(GS)3 in rats is dependent on the MRP1 related 

multidrug resistant protein 2 (Mrp2/Abcc2) and these conjugates account for most 

of the arsenic in bile [39].  In mice deficient in γ-glutamyl transpeptidase, an 

enzyme responsible for GSH and GSH-conjugate catabolism, approximately 60–

70% of the urinary arsenic was present as a GSH conjugate [40].  Overall, these 

observations suggest that arsenic-GSH conjugates are the transported forms and 

account for a major fraction of excreted arsenic.  Although rat Mrp2 is important 

for biliary excretion of MMA(GS)2  and As(GS)3, these conjugates are unstable at 

biliary pH and free As
III

 and MMA
III

 undergo enterohepatic circulation, and 

urinary excretion is the predominant elimination pathway[39-41].  Thus, it is 

critical to understand how extrahepatic tissues handle arsenicals through transport 

proteins such as MRP1. 

We have previously determined that the transport of As(GS)3 by MRP1-

enriched membrane vesicles prepared from the small cell lung cancer cell line 

H69AR, is high affinity but low capacity with an apparent Km of 0.32 µM, Vmax of 

17 pmol mg
-1

 min
-1

, and overall efficiency (Vmax/Km ) of 53 μl mg
-1

 min
-1

 [14].  In 

the current study, transport of MMA(GS)2 was high affinity and high capacity, 

with an apparent Km of 11 μM, Vmax of 11,000 pmol mg
-1

 min
-1

, and overall 

efficiency (Vmax/Km) of 1000 μl mg
-1

 min
-1

.  Thus, the overall efficiency of 
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MMA(GS)2 transport is remarkably higher than for As(GS)3.  In tissues with 

sufficient GSH levels, as well as methylation capacity, MRP1 is likely an 

important detoxification pathway for the highly toxic MMA
III

.   The apparent Km 

value is of physiological relevance for clinical arsenic exposures.  

Pharmacokinetic studies of patients undergoing chemotherapy for acute 

promyelocytic leukemia with As2O3 have plasma levels in the low μM range and 

tissue concentrations would probably exceed this value [42]. 

Despite the twenty-fold higher efficiency of transport of MMA(GS)2  than 

As(GS)3 by MRP1 little difference existed between the resistance level and 

cellular accumulation of MMA
III

 and As
III

  in the intact HeLa-MRP1 cell line 

(Figures 4.1 and 4.2 and Table 4.1).  The whole cell assay conditions involved 24 

to 72 h exposure of cells to arsenicals while the membrane vesicle experiments 

measured transport of these conjugates for 1 to 3 min and thus, experimental 

results are difficult to compare.  The chemical instability of the arsenic 

glutathione conjugates make it likely that under culture conditions, the cellular 

protection conferred by MRP1 to either As
III

 or MMA
III

 is underestimated 

compared to in vivo.  Thus, As-GSH conjugates effluxed from the cell would 

rapidly dissociate in the culture media and the free arsenical taken back up into 

the cell where it could exert toxicity again.   In the in vivo situation, MMA(GS)2 

or As(GS)3 transported by MRP1 into the blood would be cleared from the tissue, 

preventing the reuptake of the intact conjugate or dissociated arsenical. 

In contrast with a beneficial detoxification effect of MRP1, its over-

expression in hematological and solid tumours could have deleterious 
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consequences by conferring resistance to arsenic based chemotherapeutics, in 

particular As2O3.  In aqueous solution at physiological pH As2O3 exists as 

As(OH)3 or As
III 

[43].  Thus, As2O3 can be methylated to MMA
III

 and DMA
III

 and 

these metabolites have been shown to be more potent inducers of apoptosis in 

leukemia and lymphoma cells than As
III

 [44].  MRP1 could reduce the cellular 

concentrations of both inorganic arsenic and MMA
III

 through the efflux of 

As(GS)3 and MMA(GS)2, and reduce treatment efficacy. 

In order to prevent and treat arsenic induced toxicity and resistance to 

arsenic based therapeutics, it is critical to understand the cellular handling of this 

metalloid.  In this study we have shown that MRP1 reduces the cellular toxicity 

and accumulation of MMA
III

 through the high capacity efflux of MMA(GS)2.  

MRP1 could be essential for preventing toxicity after acute arsenic exposure as 

well as arsenic carcinogenesis during chronic exposure through the efflux 

MMA(GS)2.  MRP1 is highly polymorphic and genetic variants could account for 

some of the well-established, but poorly understood inter-individual susceptibility 

to arsenic-induced carcinogenesis [45, 46]. 
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Chapter 5 

 

 
Human Multidrug Resistance Protein 4 

(MRP4/ABCC4) Protects Cells from Arsenic by 

Transporting MMA(GS)2 and DMA
V
 

 

 

 

 

Contributions: Swanlund D. generated the HEK293-MRP4-1E1-6 stable cell line.  

Lu X. performed the HPLC-ICP-MS analysis.  Banerjee M. performed a portion 

of the MTS experiments.  
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5  Human Multidrug Resistance Protein 4 

(MRP4/ABCC4) Protects Cells from Arsenic by 

Transporting MMA(GS)2 and DMA
V
 

Contributions: Swanlund D. generated the HEK293-MRP4-1E1-6 stable cell line.  

Lu X. performed the HPLC-ICP-MS analysis.  Banerjee M. performed a portion 

of the MTS experiments.  

5.1 Abstract 

Millions of people world-wide are exposed to the environmental carcinogen 

arsenic (as inorganic arsenite [As
III

] and arsenate [As
V
]) in drinking water.  

Chronic exposure to arsenic is associated with increased incidence of skin, lung 

and bladder tumours. In humans, arsenic is extensively methylated to 

monomethylarsonous acid (MMA
III

), monomethylarsonic acid (MMA
V
), 

dimethylarsinous acid (DMA
III

) and dimethylarsinic acid (DMA
V
), mainly in the 

liver.  Arsenic elimination from the body occurs primarily through urinary 

excretion.  The transport protein(s) responsible for arsenic efflux from the liver 

(into blood), ultimately for urinary elimination are unknown.  MRP4 (ABCC4) is 

localized to the basolateral surface of hepatocytes and the apical surface of renal 

proximal tubule cells making it an ideal candidate for arsenic elimination.  

Determining the ability of MRP4 to transport arsenic species was the focus of the 

current study.   Cytotoxicity assays using HEK293 cells expressing empty vector 

(HEK-Vector) or MRP4 (HEK-MRP4) showed that MRP4 increased the EC50 

values for As
V
, MMA

III
, MMA

V
, DMA

III
, and DMA

V
 by 2.8-, 1.7-, 1.6, 2.0-, and 

1.6-fold, respectively.  In contrast, MRP4 did not protect cells from As
III

.  
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Protection against As
V
 and MMA

III
 was GSH-dependent while resistance to 

MMA
V
, DMA

III
, and DMA

V 
was not.  Consistent with the cytotoxicity data, 

HEK-MRP4 cells accumulated significantly less total arsenic after treatment with 

As
V
, MMA

V
, MMA

III
, DMA

III
, and DMA

V
 (but not As

III
) than HEK-Vector cells.  

Arsenic speciation analysis of HEK293 cells treated with As
III

 or As
V
 revealed 

that only ~5% of arsenic remained as inorganic As, suggesting that MRP4 confers 

cellular protection through the export of methylated species.  ATP-dependent 

transport of As
III

, As
V
, MMA

V
, MMA

III
, DMA

III
, and DMA

V
 (±GSH) was 

measured using MRP4-enriched membrane vesicles and total arsenic quantified 

by inductively coupled plasma mass spectrometry.  As
III

, As
V
, MMA

V
 and 

DMA
III

 were not MRP4 substrates.  Transport of MMA
III

 (1 μM) was GSH 

dependent but not supported by the non-reducing GSH analog, ophthalmic acid, 

suggesting that MMA(GS)2 was the transported form.   DMA
V
 (1 μM) was 

transported by MRP4 and the addition of GSH (3 mM) had no effect.  MMA(GS)2 

and DMA
V
 inhibited MRP4-dependent transport of E217βG.  These results 

suggest that MRP4 could be critical for hepatic basolateral transport and 

ultimately urinary elimination of arsenic. 

5.2 Introduction 

Millions of people worldwide are exposed to arsenic (As) in drinking water at 

levels which exceed the World Health Organization guidelines of <10 ppb.   This 

is a public health crisis because As is a type I (proven) human carcinogen and 

exposure is associated with skin, lung, and bladder tumors [1-3].   In addition to 

cancer, chronic exposure to As has been associated with a myriad of other adverse 
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health effects including peripheral vascular disease, neurological disorders, and 

diabetes mellitus [4]. 

Contamination of drinking water occurs primarily with the inorganic As 

species arsenate (As
V
) and arsenite (As

III
).  As

III
 enters cells at a much faster rate 

than As
V
, which may account for its higher level of toxicity [5, 6].  In solution at 

physiological pH, As
V
 (pKa values 2.19, 6.94, and 11.5), is predominantly in the 

form HAsO4
-2

 with some H2AsO4
-
 and is chemically similar to inorganic 

phosphate.  As
V
 enters cells through the sodium/phosphate cotransporter type IIb 

(SLC34A2) [7].  In solution, As
III

 (pKa 9.2) exists in the neutral form As(OH)3, 

and passively enters cells through aquaglyceroporins (AQPs) [8, 9].   AQP9 is 

expressed at high levels in hepatocytes, and has been proposed to contribute to 

As
III

 accumulation in the liver [5].   

As
III

 and As
V
 are methylated within cells through a series of consecutive 

methylation reactions resulting in the formation of monomethylarsonous acid 

(MMA
III

), monomethylarsonic acid (MMA
V
), dimethylarsinous acid (DMA

III
), 

and dimethylarsinic acid (DMA
V
) [10].   The majority of As methylation is 

thought to occur in the liver [11], however; elimination occurs predominantly in 

urine (60-80%), and of this, 10-30% is eliminated as inorganic arsenic, 10-20% as 

monomethylated, and 60-80% as dimethylated forms [12-14].  In addition to As
III

, 

AQP9 facilitates the passage of MMA
III

, MMA
V
, and DMA

V
 [5, 15].   Permeation 

of AQP9 by MMA
III

 occurs at a higher rate than As
III

 while MMA
V
 (pKa 3.6 and 

8.2) and DMA
V
 (pKa 6.5) uptake was inefficient at pH 7.5, likely due to their 

predominantly negative charge at physiological pH [5].  In addition to cellular 
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uptake, AQP9 allows the export of neutral As species [5].   Although AQPs are 

likely important for the transport of neutral methylated and inorganic forms of 

arsenic they do not account for the transport of arsenic glutathione conjugates or 

other negatively charged arsenic species.   

In vivo and in vitro data suggest that the ATP-binding cassette transporter 

proteins multidrug resistance protein 1 (MRP1/ABCC1) and MRP2 (ABCC2) are 

important for the cellular efflux of As(GS)3 and MMA(GS)2 [16-19].  Within 

cells, it is estimated that 99% of trivalent arsenic species are bound to thiols [20] 

and the most abundant low molecular weight thiol is GSH present at 0.5-10 mM.   

At these concentrations of GSH, As will form As(GS)3, MMA(GS)2, and 

DMA(GS), although DMA(GS) has never been detected in vivo [16, 21, 22].    

The importance of As-GSH conjugates for the efflux of As has been studied 

extensively [16-18, 23].  In addition, depletion of GSH in cells is associated with 

an increased As cytotoxicity [19, 24-27].    

Despite the important roles MRP1 and MRP2 play in the cellular handling 

of As, neither protein is localized to the basolateral surface of hepatocytes.  Thus, 

MRP1 and MRP2 are not responsible for the transport of hepatic metabolites into 

sinusoidal blood ultimately for urinary elimination.   Since As forms GSH 

conjugates and MRPs are the major transporters of these conjugates, we 

hypothesized that another MRP is responsible for the basolateral transport of As 

from the liver.   

The localization of MRP4 differs depending on cell/tissue type.  In 

hepatocytes and choroid plexus epithelium, MRP4 is localized to the basolateral 
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membrane, whereas in the kidney, it is expressed at the apical membrane of renal 

proximal tubule cells [28]. In a colonic epithelial cell line, MRP4 is localized to 

both apical and basolateral membranes [29].   The basolateral expression of 

MRP4 in the hepatocyte and the apical expression in the proximal tubule of the 

kidney make MRP4 an ideal candidate for involvement in As elimination, 

however, its ability to transport arsenic species is unknown.  MRP4 is capable of 

transporting a wide variety of drugs, including antiviral, antibiotic, 

cardiovascular, and cytotoxic agents, and endogenous molecules such as cyclic 

nucleotides, ADP, eicosanoids, uric acid, conjugated steroid hormones, folic acid, 

bile acids, and the prostaglandins PGE1 and PGE2 [30-33].  In addition to the 

liver and the kidney, MRP4 is widely expressed in other cell types, including 

neurons, cardiovascular tissue, blood-brain-barrier, testis, prostate, and intestine 

[33, 34].  The purpose of this study was to determine if MRP4 was capable of 

conferring cellular protection against inorganic and/or methylated arsenic species, 

identify the species transported, and characterize the transport mechanism.  MRP4 

was found to confer cellular protection against As
V
 and MMA

III
 in a GSH-

dependent manner and MMA
V
, DMA

III
, and DMA

V
 independently of GSH.  

Direct transport studies using MRP4-enriched membrane vesicles revealed that 

MMA(GS)2 and DMA
V 

were substrates for MRP4.    
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5.3 Methods 

5.3.1 Materials 

GSH, GSSG, ATP, AMP, sucrose, Tris base, As
III

, As
V
, MMA

V
, DMA

V
, L-

buthionine sulfoximine (BSO) and MgCl2 were purchased from Sigma-Aldrich 

(Oakville, Ontario).  Carrier free [6,7-
3
H]E217βG  (50.1 Ci/mmol) was purchased 

from Perkin Elmer (Woodbridge, Ontario).  Creatine kinase, glutathione 

reductase, creatine phosphate, NADPH, and protease inhibitor cocktail tablets 

(Complete™, mini EDTA free) were purchased from Roche Applied Science 

(Torrance, CA).  Nitric acid was purchased from Fisher Scientific (Ottawa, 

Ontario).  E217βG was purchased from Santa Cruz Biotechnology (Santa Cruz, 

CA). Ophthalmic acid was purchased from Bachem (Torrance, CA).  MMA
III

 and 

DMA
III

 in the form of diiodomethylarsine (CH3AsI2) and iododimethylarsine 

([CH3]2AsI) were gifts from Dr. William Cullen (University of British Columbia) 

and Dr X. Chris Le (University of Alberta). 

5.3.2 Cell culture  

The human embyonic kidney cell line (HEK293) and the SV40-transformed 

human embryonic kidney cell like (HEK293T) were maintained in Dulbecco‟s 

modified Eagle‟s medium (DMEM) containing 7.5% fetal bovine serum.   

5.3.3 pcDNA3.1(+)MRP4-vector construction and generation of HEK-

MRP4 stable cell line 

The pcDNA3.1Hygro-MRP4 vector encoding the full length human MRP4 was a 

gift from Dr. Dietrich Keppler (German Cancer Research Center, Heidelberg, 

Germany) and was constructed as previously described [35].   The MRP4 cDNA 
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was excised from pcDNA3.1(+)Hygro-MRP4 vector using the restriction 

enzymes NheI and XhoI, and subcloned into pcDNA3.1(+)(neomycin) to generate 

pcDNA3.1(+)MRP4.    

For stable expression of MRP4 and empty vector, HEK293 cells were seeded at 

2.0 x 10
5
 cells/well of a 6 well plate and after 24 hours transfected with 

pcDNA3.1(+)MRP4 or empty pcDNA3.1(+), using the calcium phosphate 

transfection method, as previously described [36, 37].  After 48 hours, cells were 

split 1:24 and reseeded onto 6 well plates in media containing 1000 µg/ml G418 

(Invitrogen).  Cells were grown for ~2 weeks with regular media replacement, and 

were monitored visually by light microscopy, once cell colonies were visible, they 

were individually removed by scraping and aspirating with a pipette tip as 

described [38].   Levels of MRP4 in G418 resistant cell populations were then 

determined by immunodot blotting with the MRP4 specific MAb M4I-10 (1:2000) 

as described previously [39]. The MRP4 positive clones were tested for the 

proportion of cells expressing MRP4 by flow cytometry (BD FACS Calibur, 

Cross Cancer Institute) using the MAb M4I-10 (1:40) as described previously 

[40]. Populations of less than 80% were further cloned by limiting dilution to 

obtain populations of >80% expressing MRP4.   The clone with the highest 

expression was selected for experiments (HEK-MRP4-1E1-6) and is referred to as 

HEK-MRP4 throughout this chapter.  The empty vector cell line HEK-V4 was 

generated in the same manner and is referred to as HEK-Vector.  Cytotoxicity 

results obtained from an additional clone (HEK-MRP4-1E1-42) were consistent 

with results from HEK-MRP4-1E1-6.    
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5.3.4 Cytotoxicity testing   

The influence of MRP4 expression on the cytotoxicity of As
V
, As

III
, MMA

V
, 

MMA
III

, DMA
V
, and DMA

III
 was determined using HEK-MRP4  and HEK-

Vector  cell lines as previously described [19, 41].   Briefly, cells were seeded in 

96-well plates at 1 x 10
4
 cells/well and 24 h later were treated with As

V 
(0.001-10 

mM), As
III 

(0.1-100 μM), MMA
V 

(0.3-100 mM), MMA
III 

(0.1-100 μM), DMA
V 

(0.01-100 mM) or DMA
III 

(0.1-100 μM) in quadruplicate for 72 h.  To measure 

the influence of GSH depletion on As
V
, As

III
, MMA

V
, MMA

III
, DMA

V
, and 

DMA
III

 cytotoxicity, cells were treated with buthionine sulfoximine (BSO, 100 

µM), which inhibits the rate limiting step of GSH synthesis, at the time of seeding 

and for the remaining experimental duration.  Cytotoxicity of DMA
III

, which is 

highly unstable, was tested as described above and also with daily media changes 

(containing new DMA
III

).  Cell viability was determined using the CellTiter96® 

AQueous Non-Radioactive Cell Proliferation Assay (Promega) according to the 

manufacturer‟s instructions.   Data were analyzed and EC50 values determined 

using the sigmoidal dose response equation in Graphpad Prism (GraphPad 

Software, San Diego, CA, USA).  Relative resistance values were calculated as 

the ratio of the EC50 values of HEK-MRP4 to HEK-Vector.     

5.3.5 Cellular accumulation of arsenic species   

HEK-MRP4 and HEK-Vector cells were seeded in 6-well plates at 5 x 10
5
 

cells/well and 24 h later treated with 1 µM As
V
, As

III
, MMA

V
, MMA

III
, DMA

V
, or 

DMA
III

 in culture media for 72 h.   Cells were then washed three times with ice-

cold phosphate buffered saline, trypsinized, pelleted by centrifugation at 1000 x g 
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for 10 min at 4 ºC, and then digested with 250 µl concentrated nitric acid for >96 

h.  Digested cells were diluted 1:1 with deionized distilled water and filtered 

through 0.45-µm syringe filters (Whatman, Toronto, ON, Canada).   The total 

concentration of arsenic in samples was determined by inductively couple mass 

spectrometry (ICP-MS) (Agilent 7500; Yokogawa Analytical Systems, 

Hacchiouji, Japan) using the standard addition method, as described previously 

[19, 42].   Samples were introduced directly into the nebulizer of the ICP-MS.   

5.3.6 Arsenic speciation in HEK-MRP4 and HEK-Vector cells 

HEK-MRP4 and HEK-Vector cells were seeded at 2x10
5
 cells/well of a 6-well 

plate and grown for 24 h and then treated with As
V
 (1 µM) or MMA

III
 (1 µM) for 

72 hours.   Cells were trypsinized, pelleted, and frozen at -80ºC.    Pellets were 

thawed the day of analysis and resuspended in NH4HCO3 (50 mM, pH 8.5).   Cell 

membranes were disrupted using a Tenbroeck homogenizer.  Homogenate was 

centrifuged at 100,000 x g to remove cell membrane and nuclei and the 

supernatant analyzed for arsenic speciation using HPLC-ICP-MS according to a 

previously described method [43].    

An Agilent 1100 series HPLC system consisting of a pump, degasser, 

autosampler, column temperature control, and reversed-phase C18 column (ODS-

3, 150 mm × 4.6 mm, 3-μm particle size; Phenomenex, Torrance, CA, USA) was 

used for the separation of arsenicals. The mobile phase consisted of 5 mM 

tetrabutylammonium, 5 % methanol, and 3 mM malonic acid (pH 5.65). The 

column was equilibrated with the mobile phase for at least 0.5 h at a flow rate of 

0.8 ml/min before sample injection (50 µl).   Separation of samples was 
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performed at a flow rate of 1.2 ml/min; the column temperature was maintained at 

50 °C.  The effluent from HPLC was introduced directly into the nebulizer of a 

7500ce ICP-MS instrument (Agilent Technologies, Japan) using PEEK tubing. 

The collision cell of the ICP-MS instrument was operated in helium mode. 

Helium (3.5 mL/min) was used in the octopole reaction cell to reduce isobaric and 

polyatomic interferences. The ICP operated at a radio-frequency power of 

1,550 W, and the flow rate of argon carrier gas was 0.9–1.0 L/min. Arsenic was 

monitored at m/z 75. Chromatograms from HPLC separation were recorded by 

ICP-MS ChemStation (Agilent Technologies, Santa Clara, CA, USA).    

Quantification was performed from standard curves generated from 0.5, 1, 5, 10, 

and 20 ppb mixtures of As
III

, DMA
V
, MMA

V
, and As

V
 in addition to standard 

solutions of As(GS)3 and MMA(GS)2 (~1000 ppb).   

5.3.7 Transient expression of MRP4 in HEK293T cells  

HEK293T cells were transfected in 150 mm culture dishes using the calcium 

phosphate method, as described previously [36, 37].   Seventy-two hours post-

transfection, cells were washed twice with Tris (50 mM, pH 7.4) sucrose (250 

mM) buffer, scraped into 10 ml/plate of Tris sucrose buffer and collected by 

centrifuging at 800 x g for 10 min.  Cell pellets were stored at -80ºC until 

membrane vesicles were prepared. Plasma membrane vesicles were prepared from 

MRP4 transfected HEK293T cells, according to previously described methods 

[44].  Expression of MRP4 in membrane vesicles was confirmed by immunoblot 

analysis, using the rat anti-human MRP4 antibody M4-I10 (Abcam, Cambridge, 

MA) (1:2000).   MRP4 protein levels were approximately 2-fold higher after 
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transient expression compared to the HEK-MRP4 stable cell line and therefore 

transient were used for all membrane vesicle transport experiments.   

5.3.8 MMA(GS)2 and DMAV transport assays.   

MMA(GS)2 was synthesized from MMA
III

 and GSH according to previously 

described methods for As(GS)3 [18], with modifications.  Briefly, MMA
III

 (final 

concentration of 50 µM) was combined with GSH (final concentration of 75 mM) 

in degassed Tris sucrose buffer and incubated under a nitrogen atmosphere for 

>30 min at 4ºC.  Membrane vesicles were incubated at 37ºC in Tris-sucrose 

buffer, with As
V
 (10 µM) or MMA

III
 (1 µM), ATP or AMP (4 mM), MgCl2 (10 

mM), creatine phosphate (10 mM), GSH reductase (5 µg/ml), and NADPH (0.35 

mM).  GSH dependence was assessed by adding GSH (3 mM) or the non-

reducing GSH analog ophthalmic acid (3 mM).  At 3 or 5 min, transport was 

stopped by diluting the transport reaction in 800 µl ice-cold Tris-sucrose buffer 

and pelleting vesicles by centrifugation at 100,000 x g for 20 min at 4 ºC.    

Pelleted membrane vesicles were washed twice with 1ml ice-cold Tris-sucrose 

buffer, digested in 250 µl concentrated nitric acid for 48 h, diluted 1:1 with 

deionized distilled water, and filtered through 0.45 μm syringe filters (Whatman, 

Toronto, ON).   The total concentration of arsenic in each sample was determined 

by ICP-MS, using the standard addition method, as described previously [19, 42].   

5.3.9 E217βG inhibition assays   

Inhibition of E217βG transport by MMA(GS)2 and DMA
V
 was performed 

essentially as previously described [19, 45, 46].   Briefly, 10 µg of membrane 

vesicles were incubated with [
3
H]E217βG (1 µM, 40 nCi), AMP or ATP (4 mM), 
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MgCl2 (10 mM), creatine phosphate (10 mM), creatine kinase (100 µg/ml) GSH 

reductase (5 µg/ml) and NADPH (0.35 mM) at 37ºC for 3 min in the absence or 

presence of MMA(GS)2 (100 or 500 µM) or DMA
V
 (0.1, 1, or 3 mM).   

MMA(GS)2 inhibition assays were done in the presence of GSH (3 mM), to 

maintain conjugate stability.  Samples were filtered through glass fiber filters and 

then radioactivity was quantified by liquid scintillation counting.  ATP-dependent 

transport was determined by subtracting transport in the presence of AMP from 

the transport in the presence of ATP.   

5.4 Results 

5.4.1 MRP4 confers resistance to AsV, MMAV, MMAIII, DMAV, and DMAIII 

To determine if MRP4 can confer resistance to inorganic and methylated species 

of arsenic, HEK-MRP4 and HEK-Vector cell lines were treated with increasing 

concentrations of As
III

, As
V
, MMA

V
, MMA

III
, DMA

V
, and DMA

III
.    The EC50 

value for each arsenical was determined and the relative resistance was calculated 

from the ratio of the EC50 values for HEK-MRP4 and HEK-Vector (summarized 

in Table 5.1).   HEK-MRP4 cells conferred resistance to As
V
, MMA

V
, MMA

III
, 

DMA
V
, and DMA

III 
(Figure 5.1 and Table 5.1).    HEK-MRP4 cells were 2.8-fold 

more resistant to As
V
, 1.6-fold more resistant to MMA

V
, 1.7-fold more resistant to 

MMA
III

, 1.6-fold more resistant to DMA
V
, and 2.0-fold more resistant to DMA

III
 

compared to the vector control cell line, however, no difference between the 

sensitivity of the cell lines was observed for As
III

 (Table 5.1 and Figure 5.1).   In 

some experiments with DMA
III

, medium was exchanged every 24 h with medium 
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containing fresh DMA
III

 and under these conditions no difference in resistance 

between the HEK-MRP4 and HEK-Vector cell lines was observed (Table 5.1).   
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TABLE 5.1. Resistance of MRP4 Transfected HEK293 cells to inorganic and 

methylated arsenic 

          

 

  EC50 (± S.D.)  (µM) 

 
Arsenic Species 

   

Relative Resistance
a
 

  HEK-Vector   HEK-MRP4   

As
III

 (n = 5) 3.0 ± 1.0 

 

2.7 ± 1.4 0.9 

As
V
  (n = 5) 17.1 ± 9.8 

 

47.3 ± 15.8 * 2.8 

MMA
III

  (n = 5) 1.6 ± 0.5 

 

2.6 ± 0.6 * 1.7 

MMA
V
 (n = 3) 13370 ± 155 

 

21093 ± 1366 * 1.6 

DMA
III 

 (n = 5) 0.5 ± 0.2 

 

1.0 ± 0.3 * 2.0 

DMA
III 

  (n = 4)
1
 0.4 ± 0.2 

 

0.7 ± 0.3 1.7 

DMA
V
 (n = 3) 748 ± 28   1164 ± 26 * 1.6 

a
Ratio of EC50 HEK-MRP4/HEK-

Vector. 

   *EC50 for HEK-MRP4 is significantly different from HEK-Vector, P < 0.05 (Student's t 

test).   
1
Medium containing fresh DMA

III
 was added every 24 h 

  

 

 

 

 

 

 

 

 

 



189 
 

0.1 1 10 100 1000
0

50

100

[AsV] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

0.1 1 10 100 1000
0

50

100

[MMAIII] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

A B C

D E F

0.1 1 10 100 1000
0

50

100

[AsIII] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

0.1 1 10 100

0

50

100

[MMAV] (mM)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

0.1 1 10 100 1000

0

50

100

[DMAV] (mM)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

0.1 1 10 100
0

50

100

[DMAIII] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

 

Figure 5.1. Effect of As
V
, MMA

V
, DMA

V
, As

III
, MMA

III
 and DMA

III
 on the 

viability of stably transfected HEK293 cells.  Empty vector transfected 

HEK293 cells (○) and MRP4-transfected HEK293 cells (●) were incubated in 

the presence of As
V
 (A), MMA

V
 (B), DMA

V
 (C), As

III
 (D), MMA

III
 (E), or 

DMA
III

 (F).  Cell viability was determined using a tetrazolium-based 

cytotoxicity assay.  Data points are means (±S.D.) of quadruplicate 

determinations in a representative experiment; similar results were obtained in at 

least two additional experiments.  
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 To determine whether resistance conferred by MRP4 to As
V
, MMA

V
, 

MMA
III

, DMA
V
, and DMA

III
 was dependant on GSH, toxicity was tested after 

depleting HEK-Vector and HEK-MRP4 cells of GSH using BSO (100 µM).   

BSO alone had no effect on cell viability.  High intracellular GSH levels are 

known to confer resistance to arsenicals partly through neutralization of reactive 

oxygen species [19, 26].  Consistent with this, As
III

, As
V
, MMA

V
, MMA

III
 and 

DMA
V
 became significantly more toxic to both HEK-Vector and HEK-MRP4 

cells although this wasn‟t the case for DMA
III

 (Table 5.2, Figure 5.2).   GSH 

depletion resulted in the loss of MRP4-dependant cellular protection to As
V
 and 

MMA
III

  (Table 5.2, and Figure 5.2).   Unexpectedly, MMA
V
, DMA

III
, and DMA

V
 

resistance conferred by MRP4 was independent of GSH.   Similar results were 

obtained with independently derived HEK-Vector and HEK-MRP4 cell clones.  
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TABLE 5.2.  Resistance of MRP4 Transfected HEK293 cells to inorganic and 

methylated arsenic after cellular GSH depletion 

  

           

 

  EC50 (± S.D.) (µM) 

 
Arsenic Species 

   

Relative Resistance
a
 

  HEK-Vector   HEK-MRP4   

As
III

 (n = 5) 0.2 ± 0.01 

 

0.23 ± 0.006 1.1 

As
V
  (n = 5) 2.3 ± 0.6 

 

1.7 ± 0.5 0.8 

MMA
III

  (n = 5) 0.06 ± 0.05  

 

0.07 ± 0.03  1.3 

MMA
V
 (n = 3) 85 ± 8 

 

166 ± 3 * 2 

DMA
III 

 (n = 5) 0.6 ± 0.1 

 

1.6 ± 0.1 * 2.7 

DMA
III

 (n = 4)
1
 0.7 ± 0.3 

 

0.6 ± 0.3 0.9 

DMA
V
 (n = 3) 25.5 ± 1.0   60.9 ± 19 * 2.4 

a
Ratio of EC50 HEK-MRP4/HEK-

Vector. 

   *EC50 for HEK-MRP4 is significantly different from HEK-Vector, P < 0.05 (Student's t 

test).   
1
Medium containing fresh DMA

III
 was added every 24 h 

  

 

 

 

 

 

 

 

  



192 
 

0.01 0.1 1 10 100 1000
0

50

100

[AsV] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

0.01 0.1 1
0

50

100

[MMAIII] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

A B C

D E F

0.01 0.1 1 10

0

50

100

[AsIII] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

0.01 0.1 1 10

0

50

100

[MMAV] (mM)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

0.1 1 10 100 1000

0

50

100

[DMAV] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

0.1 1 10 100
0

50

100

[DMAIII] (M)

%
 c

o
n

tr
o

l 
a

b
s

o
rb

a
n

c
e

 

Figure 5.2. Effect of As
V
, MMA

V
, DMA

V
, As

III
, MMA

III
 and DMA

III
 on 

the viability of stably transfected HEK293 cells after glutathione 

depletion.  Vector control transfected HEK293 cells (○) and MRP4-

transfected HEK293 cells (●) were incubated in the presence of 100 µM 

BSO and As
V
 (A), MMA

V
 (B), DMA

V
 (C), As

III
 (D), MMA

III
 (E), or 

DMA
III

 (F).  Cell viability was determined using a tetrazolium-based 

cytotoxicity assay.  Data points are means (±S.D.) of quadruplicate 

determinations in a representative experiment; similar results were obtained 

in at least two additional experiments.  
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5.4.2 Cellular accumulation of arsenic species 

To assess the effect of MRP4 on the cellular accumulation of different arsenic 

species, cellular total arsenic was determined after HEK-Vector and HEK-MRP4 

exposure to As
III

, As
V
, MMA

V
, MMA

III
, DMA

III
, and DMA

V 
(1 µM for 72 h).  

HEK-MRP4 cells accumulated 20% less As
V
, 50% less MMA

V
, 30% less 

MMA
III

, 40% less DMA
III

, and 55% less DMA
V
 than HEK-Vector (Figure 5.3).  

In addition, no significant difference in As
III

 accumulation between HEK-MRP4 

and HEK-Vector was observed (Figure 5.3).  Consistent with previous studies and 

the high EC50 values obtained for MMA
V
 and DMA

V 
(Tables 5.1 and 5.2), the 

accumulation of these pentavalent arsenicals was 5-30-fold lower than any of the 

other As species (Figure 5.3) [47, 48]. 

5.4.3 Cellular arsenic metabolism 

Due to the long (72 h) exposure of cells to As in cytotoxicity and accumulation 

experiments it was important to determine the extent of As methylation by 

HEK293 cells over this time period.  HEK-MRP4 and HEK-Vector stable cell 

lines were treated with As
V
 or As

III
 (1 µM) for 72 hours and the soluble cellular 

content was analyzed by HPLC-ICP-MS.  Arsenic content of cells was 4.7 ± 3.5% 

inorganic arsenic (Figure 5.4).  The remaining arsenic species were MMA
III

, 

DMA
V
 and three unknown peaks that did not match retention times of standards.    

Taken together with cytotoxicity results, these data suggest that MRP4 is not 

protecting cells from inorganic arsenic but likely methylated species of As.   
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Figure 5.3. Accumulation of As
III

, As
V
, MMA

III
, DMA

III
 by stably 

transfected HEK cells.   Vector control transfected HEK cells (open bars) and 

MRP4 transfected HEK cells (closed bars) were treated with 1 µM of (A) As
III

, 

As
V
, MMA

III
, DMA

III
, (B) MMA

V
 or DMA

V
 for 72 h.   Cells were then 

harvested and digested with nitric acid, and total arsenic was determined using 

ICP-MS.   Bars represent the means of three independent experiments (±S.D.).  

*P<0.05 
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Figure 5.4  Methylation of As In HEK293 Cells.  Vector control transfected 

HEK cells (open bars) and MRP4 transfected HEK cells (closed bars) were 

treated with 1 µM of As
III

 for 72 h.   Cells were then harvested and lysed and 

arsenic speciation was immediately determined using HPLC-ICP-MS.    
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5.4.4 MRP4 transports MMA(GS)2 and DMAV 

Although cytotoxicity and cellular accumulation studies provide important 

information for determining the role of MRP4 in protecting cells from As, the 

methylation and glutathionylation of As in intact cells prevents the identification 

of the transported species. To determine which species of As are transported by 

MRP4, ATP-dependent transport of individual As species by MRP4-enriched 

membrane vesicles prepared from HEK293T cells was measured (Figure 5.5).  In 

contrast with the cytotoxicity and accumulation data that suggested As
V
 was 

potentially a GSH-dependent MRP4 substrate (Figure 5.1A and 5.2A, Table 5.1 

and 5.2), MRP4 did not transport As
V
 under any conditions tested.   Conditions 

included concentrations ranging from 0.1-10 µM, time points ranging from 1-10 

min, and a pH range from 6-9 (Figure 5.6).   Consistent with the MTS and 

accumulation data, As
III

 (0.1-10 µM) was not a substrate for MRP4 in the 

presence or absence of GSH (3 mM) or as the triglutathione conjugate, As(GS)3 

(0.1-10 µM) (Figure 5.6).  

To determine whether MMA
III

, MMA(GS)2 and/or MMA
V
 were substrates of 

MRP4, ATP-dependent transport of these compounds into MRP4-enriched and 

vector control membrane vesicles was measured (Fig 5.5A).   ATP-dependant 

transport of MMA
III

 by MRP4-enriched membrane vesicles was extremely low 

and similar to transport observed with the vector control membrane vesicles.  In 

the presence of GSH (3 mM), ATP-dependant transport of MMA
III

 was observed 

with an activity of 110 pmol mg
-1

 min
-1

.  In previous studies, it was shown that 

ophthalmic acid and other GSH analogs lacking a free thiol group can substitute 
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for GSH and support the transport of several GSH-dependant MRP substrates [49-

52].  These studies indicate that the thiol group of GSH and therefore the 

formation of a GSH conjugate are not necessary for transport.  ATP-dependant 

transport of MMA
III

 in the presence of ophthalmic acid (3 mM) was extremely 

low and similar to that in the absence of GSH and vector control (Fig 5.5A).  

ATP-dependent transport of MMA(GS)2 was then measured and found to have an 

activity of 113 pmol mg
-1

 min
-1

.   These data suggest that the free thiol group of 

GSH is required for MMA
III

 transport by MRP4 and are consistent with 

MMA(GS)2 being the transported chemical species.  Transport of MMA
V
 by 

MRP4 enriched membrane vesicles was measured, and no MRP4-dependent 

transport was detected (Figure 5.6).  

To determine if DMA
III

 was a substrate of MRP4, ATP-dependent 

transport of DMA
III

 in the presence or absence of GSH by MRP4-enriched 

membrane vesicles was measured.  In the presence of GSH (3 mM) transport was 

not detected and similar to transport observed in the presence of AMP.  However, 

in the absence of GSH, ATP-dependent transport of DMA
III

 was observed with an 

activity of 40 pmol mg
-1

 min
-1

 (Figure 5.5B).   This was consistent with the 

increased resistance conferred to DMA
III

 by MRP4 under GSH-depleted 

compared to GSH containing conditions (Table 5.1, Table 5.2, Figure 5.1F, and 

Figure 5.2F). 
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Figure 5.5.  Transport of MMA
III

, DMA
III

, and DMA
V
 by MRP4-enriched 

membrane vesicles.   Transport experiments were done with membrane vesicles 

(20 µg of protein) prepared from HEK cells transfected with pcDNA3.1(+)MRP4 

(open bars) or empty pcDNA3.1(+) (closed bars) (A) Membrane vesicles were 

incubated for 3 min at 37ºC with MMA(GS)2 (1 µM) or MMA
III

 (1 µM) in 

transport buffer, in the presence of GSH (3 mM) or ophthalmic acid (3 mM)   (B) 

Vesicles were incubated for 5 min at 37ºC in transport buffer with DMA
III

 in the 

presence or absence of GSH (3 mM).  (C) Vesicles were incubated for 1 min at 

37⁰C in transport buffer with DMA
III

, prepared 1 min or 10 minutes prior to 

addition to transport reaction. (D) Vesicles were incubated with DMA
V 

(1 µM), in 

the presence or absence of GSH (3 mM).   For all experiments transport was done 

in triplicate then reactions were pooled for analysis by ICP-MS.   Bars represent 

the means of three independent experiments (±S.D.). 
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Figure 5.6.  MRP4 does not transport As
V
, As

III
, or MMA

V
. Transport 

experiments were done with membrane vesicles (20 µg of protein) prepared from 

HEK cells transfected with pcDNA3.1(+)MRP4 (open bars) or empty 

pcDNA3.1(+) (closed bars). Membrane vesicles were incubated for 3 min at 37ºC 

with (A) 
73

As
V
 (1 µM), (B) MMA

V
(1 µM), (C) 

73
As

III
 (1 µM), or (D) 

73
As(GS)3 

(1 µM, +3 mM GSH) in transport buffer For all experiments transport was done in 

triplicate.  For MMA
V
, triplicate reactions were pooled for analysis by ICP-MS.    
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When dissolved at physiological pH, DMA
III

 spontaneously oxidizes to DMA
V
, 

existing as ~55% DMA
III

 and 45% DMA
V
 [53].   It is possible that, in the 

presence of GSH, DMA
III

 was kept reduced and does not become a substrate for 

MRP4 until oxidized to DMA
V
.   In order to test this possibility, the transport of 

DMA
III

 was measured after incubating dissolved DMA
III

 for 1 or 10 min (to allow 

oxidation to DMA
V
) before addition to the transport reaction mix, and the two 

conditions compared.   DMA
III

 dissolved 10 min prior to addition to the transport 

reaction showed a 4-fold increase in transport activity compared with DMA
III

 

dissolved 1 min prior (Figure 5.5C).   These data suggest that DMA
V
 is the 

transported species.  Direct transport studies of DMA
V
 (Figure 5.5D) showed that 

DMA
V
 was a substrate for MRP4 with a transport activity of 63 pmol mg

-1
 min

-1
.  

GSH had no significant effect on the transport of DMA
V
.    

5.4.5 Inhibition of E217βG by MMA(GS)2 and DMAV 

To determine whether MMA(GS)2 and DMA
V
 were capable of inhibiting the 

transport of another MRP4 substrate, the ability of MMA(GS)2 and DMA
V
 to 

inhibit the transport of E217βG was evaluated.   MMA(GS)2 (100 and 500 µM) 

inhibited E217βG transport by 64% and 70%, respectively (Fig 5.7A). DMA
V
 (1 

and 3 mM) inhibited E217βG transport by 20% and 35%, respectively (Fig 5.7B).   
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Figure 5.7.  Inhibition of MRP4 mediated E217βG transport.  Transport 

experiments were done with membrane vesicles (10 µg of protein) prepared from 

HEK cells transfected with pcDNA3.1(+)MRP4.  Membrane vesicles were 

incubated for 3 min at 37ºC with E217βG (1 µM, 20 nCi) in transport buffer, in 

the presence of (A) MMA(GS)2 (100 and 500 µM) and GSH (3 mM) or (B) 

DMA
V
 (0.1-3 mM). Bars represent the mean of triplicate determinations in a 

single experiment (± S.D.) 
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5.5 Discussion 

Arsenic affects millions of people worldwide and has become a major concern as 

an environmental contaminant in the last 50 years.  In addition to being a proven 

human carcinogen from chronic exposure in drinking water, the clinical use of 

arsenic trioxide in the treatment of APL has hastened the need for the 

understanding of the metabolism and elimination of this toxic metalloid.   Arsenic 

occurs ubiquitously in the environment, as evidenced by the many mechanisms by 

which plants and bacteria have adapted to detoxify and sequester arsenic [8, 54, 

55].  In the current study, the influence of MRP4 on the cytotoxicity, cellular 

accumulation, and membrane vesicle transport of inorganic (As
III

 and As
V
), 

monomethylated (MMA
III

 and MMA
V
) and dimethylated (DMA

III
 and DMA

V
) 

arsenic species was characterized.  Evidence supports an important role for MRP4 

in the cellular export of MMA(GS)2 and DMA
V
.  The basolateral localization of 

MRP4 at the surface of hepatocytes and apical localization in renal proximal 

tubule cells suggests MRP4 could be critical for urinary elimination of these 

hepatic metabolites [33].   

 GSH protects cells from many arsenic species through the efflux of GSH 

conjugates and the neutralization of reactive oxygen species [19, 26].  In the 

current study, depletion of cellular GSH caused an increase in toxicity to all 

arsenicals tested except for DMA
III

.  Initially it was unexpected that depletion of 

GSH would cause cells expressing MRP4 to be less sensitive to DMA
III

, transport 

data suggests that DMA
V
 is transported by MRP4, and likely makes up a larger 

proportion of the dimethylated As within the cell when GSH is depleted. The 
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ability of MRP4 to transport MMA(GS)2 in addition to DMA
V
 carries 

implications for cells to react to various situations of As exposure.   Under acute 

As exposure with a high burden on the cell, when methylation pathways could 

become saturated, it is important for cells to be able to transport As(GS)3 and 

MMA(GS)2 as has been shown for MRP1 and MRP2.   However, cells lose a 

significant amount of GSH in the process, as has been shown for cells expressing 

these proteins [25, 56].   MRP4 on the other hand, offers a less costly transport 

mechanism, which under lower As exposure scenarios, transports DMA
V
 out of 

the cell.  If this notion of efficiency of transport is accurate, it would be expected 

that MRP4 would have a relatively higher affinity for DMA
V
, with a lower 

relative affinity for MMA(GS)2.  The transport kinetics of MMA(GS)2 and DMA
V
 

warrant future determination.    

  Cytotoxicity assays showed that MRP4 resistance to As
V
 and MMA

III
 was 

GSH-dependent.   Within the cell, As
V
 is reduced to As

III
 and when either MRP1 

or MRP2 are present As
III

 can be effluxed as As(GS)3.  Initially, it was somewhat 

surprising that MRP4 did not confer resistance or reduce the accumulation of As
III

 

when resistance was observed for all other species tested.  These observations 

were consistent with a previous report that MRP4 expressed in NIH3T3 cells did 

not confer resistance to As
III 

[57].   In addition, in the current study, transport of 

As
III

 (±GSH) and As(GS)3 by MRP4-enriched membrane vesicles was not 

detected.  Taken together, these data raise the question:  How can MRP4 confer 

resistance to As
V
 but not As

III
 when As

V
 is converted to As

III
 prior to methylation 

or GSH conjugation?   As
III

 is well documented to be much more toxic to cells 
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than As
V
 and EC50 values in the current study are consistent with this (for 

example the EC50 value for HEK-MRP4 cells treated with As
III

 is 17-fold lower 

than for cells treated with As
V
 [4, 19, 58].   Cellular uptake of As

III
 occurs at a 

much faster rate than As
V
 and could result in the saturation of methylation 

pathways and a resulting accumulation of the more toxic As
III

.  Thus, when cells 

are exposed to As
III

 in the absence of a transporter that can efflux As(GS)3, this 

likely results in more cell death compared to cells exposed to As
V
.  

The observation that in the absence of GSH MRP4 does not confer 

resistance to As
V
 or MMA

III
, in combination with the speciation analysis and 

membrane vesicle transport data, suggests that MRP4 confers resistance to As
V
 

and MMA
III

 by effluxing MMA(GS)2.    Currently, there are two general 

pathways proposed for the methylation of As.   One involves oxidative 

methylation and is shown in Figure 5.6A. The other involves reductive 

methylation while As is complexed to GSH or protein (Figure 5.6B) [59-61].   

Our results provide support for at least some portions of the latter pathway.   Thus 

As
V
 and MMA

III
 are likely effluxed by MRP4 as MMA(GS)2.    If the formation 

of MMA
III

 occurred after the formation of MMA
V
, as has been described 

previously by the Challenger pathway (Figure 5.6A), resistance to MMA
V
 should 

also be GSH dependent [59].    

MMA(GS)2 is a substrate for MRP1 and MRP2 [16, 19], but the 

observation that it is also a substrate for MRP4 carries a greater significance in 

regards to the elimination of As from the body.  The widespread basolateral 

expression of MRP1 makes it an important transporter for providing cellular 
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protection against As exposure [18], but does not provide an excretory route.   

MRP2 on the other hand, has been shown to play an important role in transporting 

MMA(GS)2 into bile [16]; however, urinary elimination is the predominant 

elimination pathway for As [12, 23].  This is explained by the relative instability 

of MMA(GS)2 at biliary pH (6 minute half-life at pH 8.4) resulting in dissociation 

and entry into the enterohepatic circulation [53].    

The observation that MRP4 does not confer resistance to DMA
III

 when 

cells were exposed to fresh media containing DMA
III

 every 24 h provides further 

evidence for the transport of DMA
V
.   Overall toxicity was not increased 

significantly, but the repeat exposure likely prevented MRP4 from conferring 

resistance through efflux of DMA
V
 that occurred over the 72 hours as DMA

III 

oxidized
 
to DMA

V
.  DMA

V
 being the transported dimethylated As species 

provides support for the As reductive methylation pathway (Figure 5.6B), in 

which DMA
V
 is the end product of metabolism.    Our previous work suggested 

that DMA
V
 is not a substrate for MRP1 since MRP1 does not confer resistance to 

DMA
III/V

 [19].   Kala et al. did not identify DMA
V
 or DMA

III
 in the bile of WT 

Wistar rats making it unlikely that it is a substrate for Mrp2 [16].   To our 

knowledge, the observation that DMA
V
 is transported by MRP4 is the first 

pentavalent efflux pathway for arsenic identified for an active transport protein.  

The localization of MRP4 at both the basolateral surface of hepatocytes and apical 

surface of renal proximal tubule cells makes it an ideal transporter for urinary 

elimination of DMA
V
 and MMA(GS)2 (Figure 5.8C).   
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To prevent and treat arsenic-induced toxicity, and to use arsenic and its 

various metabolites clinically, it is critical to understand the cellular handing of 

this metalloid.  MRP4 single nucleotide polymorphisms (SNPs) that cause a 

reduction in MMA(GS)2 and DMA
V
 transport could have serious implications for 

clinical and environmental exposure to As.    
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Figure 5.8 Summary of Arsenic Methylation Pathways and Efflux by MRPs.  

Adapted from [12, 59, 61].  A) The ‘Challenger’ pathway for arsenic 

methylation, with oxidative methylation.  B) The alternative pathway 

containing reductive methylation.  C) Polarized cell showing MRP4 

localization dependent on tissue type.   
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6  General Discussion 

In this chapter the main findings of my thesis will be summarized and future 

directions described. 

6.1 Chapter 3: Selenium dependent and independent transport of arsenic 

by the human multidrug resistance protein 2 (MRP2/ABCC2): 

implications for the mutual detoxification of arsenic and selenium. 

 

The ability of arsenic and selenium to prevent the toxicity of each other has been 

well documented since the early 1900s [1-3].   Advances in analytical chemistry 

had identified the formation of [(GS)2AsSe]
-
 in rabbit bile and erythrocyte lysate.  

With MRP2 being localized to the canalicular membrane of hepatocytes and 

capable of transporting As(GS)3, we hypothesized that MRP2 would also be 

capable of transporting [(GS)2AsSe]
-
.  As expected, [(GS)2AsSe]

-
 was transported 

by MRP2 with a 2.5-fold higher affinity than As(GS)3 but with remarkably 

similar transport efficiencies (Km/Vmax).   

These findings contributed to a strong mechanistic explanation for the 

cooperative detoxification of arsenic and selenium.  Our data shows that in 

addition to transporting As(GS)3, MRP2 is also likely responsible for transporting 

[(GS)2AsSe]
-
 into bile.   The higher stability of [(GS)2AsSe]

-
 in bile compared 

with As(GS)3 and MMA(GS)2 is likely the critical component of As/Se 

cooperative detoxification by allowing arsenic to be eliminated in feces rather 

than being reabsorbed in the intestine.   
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Future epidemiological studies based around a better understanding of this 

interaction are necessary.  Selenium is a ubiquitous element very similar to 

arsenic and enters the food chain from its presence in soil and in most areas of the 

world, people reach their daily requirement inadvertently.  However, some areas 

in China have been shown to have very low levels of selenium in the soil, and 

thus dietary intake of selenium is greatly reduced.  [4, 5].  In addition an 

individual‟s selenium status will be reduced by the depleting effect of As.  Studies 

focusing on individuals in these areas with monitoring of dietary arsenic and 

selenium intake and the effect of selenium supplementation might reveal an effect 

of selenium.    

In addition to the need for epidemiological studies on the effect of 

selenium on arsenic toxicity and carcinogenicity, a better understanding of the 

interaction between arsenic and selenium in extrahepatic tissue is needed.  For 

example, we have made an unpublished observation that incubation of red blood 

cells with selenium greatly increased the accumulation of radiolabelled arsenic 

within red blood cells (Figure 7.1 Appendix).   In addition to increasing biliary 

excretion of arsenic, it seems feasible that selenium aids in sequestering arsenic in 

red blood cells and thus aids in preventing As toxicity through both mechanisms.   

In vivo data has previously shown that injection of As and Se delays the hepatic 

accumulation and transport of each, into bile, by extending their time in blood [6, 

7].  Further research on human red blood cell formation of [(GS)2AsSe]
-
 is 

needed, including an explanation of how As and Se are sequestered in red blood 
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cells and then are liberated in the liver to enter hepatocytes and be transported into 

bile by MRP2.   
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6.2 Chapter 4: Monomethylarsenic diglutathione [MMA
III

(GS)2] transport 

by the human multidrug resistance protein 1 (MRP1/ABCC1). 

We explored the ability of MRP1 to protect cells from inorganic and methylated 

arsenic species using cytotoxicity, accumulation, and direct transport assays.   By 

comparing the cell survival of HeLa-MRP1 with HeLa-vector cell lines treated 

with As
V
, As

III
, MMA

V
, MMA

III
, DMA

V
, and DMA

III
 we found that expression of 

MRP1 protected cells from As
V
, As

III
, and MMA

III
 (As

V
 and As

III
 results were 

consistent with previously published data).   We also showed that cells expressing 

MRP1 had a lower accumulation of total arsenic after a 24 h exposure to As
III

 and 

MMA
III

 supporting the hypothesis that in cells expressing MRP1, resistance is 

conferred through cellular efflux.  Using membrane vesicles from cells expressing 

MRP1, we were able to show that MRP1 is capable of transporting MMA
III

 as its 

glutathione conjugate, MMA
III

(GS)2.   

 These findings demonstrated an exciting and newly understood role for 

MRP1 in the cellular protection against MMA
III

.  The methylated species of 

arsenic have increased toxicity compared to As
III

, and have been shown to be 

more potent inducers of apoptosis in leukemia and lymphoma cells [8].  MRP1 is 

highly polymorphic and future studies should focus on polymorphic variants of 

MRP1 which may alter transport of either of these arsenic conjugates and could 

account for the established but poorly understood interindividual susceptibility to 

arsenic-induced carcinogenesis [9, 10]. 
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6.3 Chapter 5: Human Multidrug Resistance Protein 4 (MRP4/ABCC4) 

Protects Cells from Arsenic by Transporting MMA(GS)2 and DMA
V
 

Dimethylated arsenic is considered the end product of arsenic metabolism in 

humans, compared to bacteria, rodents, and marine organisms, which have been 

shown to produce trimethylated arsenic species [11, 12].  In humans, DMA
V
 

accounts for 60-70% of total arsenic eliminated in urine.   Thus, understanding the 

transport of DMA
III/V 

is critical for understanding arsenic elimination.   Due to the 

localization of MRP4 at the basolateral membrane of hepatocytes and the apical 

membrane of the proximal tubule in the kidney, MRP4 was the first candidate we 

investigated for its ability to confer resistance to and transport As
V
, As

III
, MMA

V
, 

MMA
III

, DMA
V
, and DMA

III
.   Unlike MRP1 and MRP2, MRP4 was incapable of 

transporting As(GS)3.  It was however found to be able to transport MMA(GS)2 

and DMA
V
.   

The cellular proportions of DMA
V
 and DMA

III
 are unknown.  I propose 

that the majority of DMA in the cell exists as DMA
V
 and under normal 

physiological conditions, the reducing environment of the cell is not strong 

enough to keep DMA
III

 reduced.  The first piece of evidence to support my 

hypothesis would be further studies into the oxidative status of DMA in cell 

culture media, in addition to cytosol.   Due to the time required to prepare samples 

and run on HPLC-ICP-MS this may prove difficult due to the rapid oxidation of 

DMA
III

 to DMA
V
.   MRP4 is also very polymorphic and future site directed 

mutagenesis studies will be performed with the aim of identifying polymorphic 

variants of MRP4 which may have altered ability to transport DMA
V
.     In 

addition, As speciation experiments of HEK293 cells demonstrated a high level of 
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methylation after As exposure and also revealed three unknown peaks.   The 

identities of these unknown species (e.g. As-thiol compound) should be 

established through HPLC-ICP-MS.   

These findings demonstrate a crucial role for MRP4 in the clearance of 

arsenic.  In addition to the ability of MRP4 to transport MMA(GS)2, it is also 

currently the only identified protein capable of transporting DMA
V
.   The  

basolateral localization of MRP4 in the liver and the apical localization in the 

proximal tubule also contribute to its significance by allowing transport across 

two crucial membranes necessary for the passage of arsenic methylated in the 

liver and ultimately eliminated in urine (Figure 6.1).   



225 
 

 

Figure 6.1 Localization of MRP2 and MRP4 in the Hepatocyte and the 

Proximal Tubule.  A) Localization of MRP4 is shown at the basolateral surface 

of a hepatocyte and MRP2 is shown at the canalicular (apical) surface.   B) 

Expression of both MRP2 and MRP4 at the apical surface of proximal tubular 

cells.  
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7 Appendix 

7.1 Role of Cysteine Residues in the Human Multidrug Resistance Protein 

1 (MRP1/ABCC1) for the transport of As(GS)3.  

7.1.1 Introduction 

Arsenic (As) is a multi-target human carcinogen: chronic exposure is associated 

with increased incidences of skin, lung, and bladder tumours [1].  This metalloid 

occurs naturally in the earth‟s crust and it is estimated that over 100 million 

people worldwide are exposed to levels in drinking water that are capable of 

causing adverse health effects  [2].   Despite its acute and chronic toxicity, arsenic 

trioxide (As2O3) is used successfully in the treatment of acute promyelocytic 

leukemia and is in clinical trials for the treatment of multiple haematological and 

solid tumors [3, 4]. 

The multidrug resistance protein 1 (MRP1/ABCC1) is an ATP-binding 

cassette transporter protein that was originally identified based on its ability to 

confer multidrug resistance in tumour cell lines through an ATP-dependent 

decrease in cellular drug accumulation [5].   In addition to expression in tumors, 

MRP1 is widely expressed in non-malignant tissue and transports a chemically 

diverse array of endogenous molecules including reduced and oxidized 

glutathione (GSH and GSSG, respectively), conjugated organic anions such as the 

cholestatic steroid 17β-estradiol 17-(β-D-glucuronide) (E217βG) and the cysteinyl 

leukotriene LTC4 [6].  In addition to anti-cancer agents and physiological 

substrates, MRP1 transports many other drugs, carcinogens and toxicants and is 

believed to play a protective role by preventing xenobiotic accumulation and 
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resulting toxicity [7].   MRP1 is a well characterized transporter of As
III

 in its 

triglutathione conjugate form As(GS)3 [8], and is thought to be important for 

providing cellular protection against inorganic arsenic exposure.   

The tripeptide glutathione (GSH) plays a diverse and complicated role in 

the transport of MRP1 substrates [9].   In addition to the substrates mentioned 

previously in which conjugation to GSH is required for transport, several 

substrates that do not form conjugates are transported in a GSH dependent manner 

and a cotransport mechanism has been proposed [6].   GSH is required for 

transport as both a requirement for substrates such as NNAL-O-glucuronide (4-

(nitrosamino)-1-(3-pyridyl)-1-butanol-O-glucuronide) [10] and to stimulate 

substrates such as estrone sulphate [11], but in both cases GSH itself is not 

transported.   In addition there are many organic anion substrates of MRP1 that 

are transported independently of GSH including methotrexate and estradiol 

glucuronide (E217βG) [12, 13].   

MRP1 contains 25 cysteine residues and the function of these residues has 

been investigated previously for the purpose of creating a cysteine-less MRP1 

mutant for cysteine scanning mutagenesis [14, 15].  Qin et al., demonstrated that a 

three cysteine MRP1 (Cys388, Cys 1439, Cys1479) could be expressed and 

maintained transport activity similar to wild-type [8].   Cysteine residues are 

involved in As binding for the bacterial arsenic ATPase, ArsA.   Bhattacharjee et 

al. showed that the three crucial cysteine residues forming the substrate binding 

pocket work cooperatively, and the removal of any two of the three cysteine 

residues abolished transport function [16].   The metallochaperone ArsD has also 
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been shown to interact with As via three specific Cys residues [17, 18].   

Cys residues at positions 43, 49, 85, 148, 190, 208, and 265 of MRP1 were 

previously mutated to alanine and serine and expressed in HeLa cells.   With the 

exception of C43S, which showed a 2.5-fold decrease in cellular resistance to 

arsenite and C265S, which had a 3-fold increased resistance to arsenite, none of 

these residues showed an effect on arsenite resistance [19].   Cys residues at the 

positions 7 and 32 affect the structure of the protein [19, 20] and were also ruled 

out for the current study.  

The purpose of this study was to determine if cysteine residues within 

MRP1 are involved in the transport of As(GS)3. Following our observation that 

reducing agents dithiothreitol (DTT), β-mercaptoethanol, and the cysteine 

modifying compound N-ethylmaleimide (NEM) inhibited the transport of 

As(GS)3, but not other MRP1 substrates, we hypothesized that there is at least one 

cysteine residue in the MRP1 binding site that is critical for As(GS)3 binding and 

transport.   Fourteen individual Cys to Ala mutants, one Cys to Ser mutant, and 

one double Cys mutant were created and the function of these MRP1 proteins was 

investigated (Figure 7.1).     
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Figure 7.1. Predicted Topology Map of MRP1.  Topology of the MRP1 protein 

indicating the location of all cysteine residues.  Those selected for individual 

replacement with alanine are indicated with grey/red stars.   
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7.1.2 Methods   

7.1.2.1 Site directed mutagenesis 

MRP1 cysteine mutations (Cys375Ala, Cys388Ala, Cys555Ala, Cys563Ala, 

Cys682Ala, Cys730Ala, Cys744Ala, Cys984Ala, Cys1047Ala, Cys1047Ser, 

Cys1105Ala, Cys1205/1209Ala, Cys1299Ala, Cys1423Ala, Cys1439Ala, 

Cys1479Ala) were generated using the Stratagene Quikchange II site directed 

mutagenesis kit (Stratagene, La Jolla, CA).   The template for mutagenesis was 

wild type (WT) MRP1 in pcDNA3.1(-) and was a gift from Dr. Susan P.C. Cole 

(Queen‟s University), constructed as described previously [21].  Mutagenesis was 

performed according to the manufacturer's instructions with the mutagenic 

primers listed in Table 1.   Mutations were confirmed by sequencing (Macrogen, 

Maryland, USA).   

7.1.2.2 WT-MRP1 and Cys mutant expression in HEK293T cells and 

membrane vesicle preparation 

HEK293T cells were seeded on 150 mm culture dishes and transfected using the 

calcium phosphate method with modifications, as described previously [22].   

Seventy-two hours post-transfection, cells were washed twice with Tris–sucrose 

buffer (50 mM Tris, pH 7.4, 250 mM sucrose), scraped into Tris–sucrose buffer 

and collected by centrifuging at 800g for 10 min.   Membrane vesicles were 

prepared as previously described [22] and expression of MRP1 in membrane 

vesicles was confirmed by immunoblot analysis, using the rat monoclonal 

antibody (mAb), MRPr1 (1:10000) (Novus Biologicals, Littleton, CO). Relative 
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levels of MRP1 expression were estimated by densitometry using ImageJ 

software (NIH, Maryland).  

7.1.2.3 Chemical synthesis of 73AsIII, 73As(GS)3 

73
As

III
 (50 µM, 50 nCi/µl) was prepared from 

73
As

V
 with  metabisulfite-thiosulfate 

reagent as described previously [23].  
73

As(GS)3 was prepared as described 

previously [24], with minor modifications. Briefly, 
73

As
III

 (final concentration 25 

μM) and GSH (final concentration 75 mM) were mixed under a nitrogen 

atmosphere in Tris–sucrose buffer and incubated at 4ºC for 30 min.  

7.1.2.4 Thin layer chromatography 

The formation of 
73

As
III

 was monitored using a previously established thin-layer 

chromatography method [25].  The effects of NEM (0.01-100 mM ) and DTT 

(0.1-100 µM) on 
73

As(GS)3  stability were also determined using the same 

method.  Prior to use, SigmaCell Type 100 cellulose plates (Sigma) were pre-run 

with H20 and dried.   Samples (1-10 µl) were loaded 1 µl at a time and allowed to 

dry between applications. Plates were developed with an isopropanol:acetic 

acid:water (10:1:5) solvent system in a sealed chamber until the solvent front 

reached ~2 cm from the top.  The solvent front was marked, the plate dried and 

placed on film for ~16 hours.   

7.1.2.5  73As(GS)3 transport assays 

Transport studies were completed using the rapid filtration method [8, 26]. 

Briefly, membrane vesicles (20 µg) were incubated at 37°C in Tris–sucrose 

buffer, with ATP or AMP (4 mM), MgCl2 (10 mM), creatine phosphate (10 mM), 

creatine kinase (100 μg/ml), GSH reductase (5 μg/ml), NADPH (0.35 mM), GSH 
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(3 mM) and 
73

As(GS)3 (1 µM).  At the indicated time point, transport was stopped 

by diluting the transport reaction with 800 μl of ice-cold Tris–sucrose buffer. 

Samples were filtered over glass fiber filters and radioactivity was quantified by 

liquid scintillation counting. ATP-dependent transport was determined by 

subtracting transport in the presence of AMP from the transport in the presence of 

ATP. 

The effects of N-ethyl maleimide (NEM) (1 mM) and dithiothreitol (DTT) 

(0.1-100 µM) on transport were measured at a 3 min time point.   Under certain 

NEM conditions, NEM was washed from membrane vesicles by centrifugation at 

100,000 x g at 4 ºC for 15 min, followed by resuspension of membrane vesicles in 

tris sucrose buffer equal to the original volume.   

Kinetic parameters of 
73

As(GS)3 transport were determined by measuring 

the initial rate of uptake at eight different substrate concentrations (0.1–10 μM, 

20–110 nCi) at a 1 min time point. Km and Vmax values were determined using the 

Michaelis-Menten kinetic analysis curve fit (Graphpad Prism™ 5).  

7.1.3 Results 

7.1.3.1 Transport of 73As(GS)3 is inhibited by DTT. 

DTT is commonly used at mM concentrations in MRP1 transport assays 

containing GSH to prevent its oxidation to GSSG and has no influence on MRP1 

transport of LTC4, E217βG, or estrone 3-sulphate [13, 26-28].  To confirm that 

this was the case in our hands, the influence of DTT (10 mM) on the MRP1 

mediated transport of E
2
17βG (400 nM) was tested.    As expected, DTT had no 

effect of the transport of E217βG (Figure 7.2A).   However, we unexpectedly 
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found that DTT abolished transport of As(GS)3 (1 µM) at concentrations as low as 

100 µM (Figure 7.2B).  Inhibition was observed at DTT concentrations as low as 

0.1 µM which reduced As(GS)3 (1 µM) transport by 30% (Figure 7.2A).    
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Figure 7.2. Effect of DTT on 
73

As(GS)3 transport by MRP1.   (A) Membrane 

vesicles (10 µg protein per point) prepared from MRP1 transiently transfected 

HEK293T cells were incubated for 3 min at 37⁰C in transport buffer with E217βG (400 

nM, 20 nCi) and in the presence and absence of DTT (10 mM).  Membrane vesicles (20 

µg protein per point) prepared from MRP1 transiently transfected HEK293T cells were 

incubated for 3 min at 37⁰C in transport buffer with (B) 
73

As(GS)3 (1 µM, 50 nCi) and 

DTT (0.1, 1, 10, or 100 µM). Columns represent the means (±SD) of triplicate 

determinations in a single experiment; similar results were obtained in two additional 

experiments  (C) Thin layer chromatograms of 
73

As(GS)3 (1 µM, 1 µCi) incubated with 

DTT.    
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7.1.3.2 DTT affects the stability of 73As(GS)3. 

In order to assess the effect of DTT on the stability of 
73

As(GS)3, a range of DTT 

concentrations were incubated with 
73

As(GS)3 (1 µM) and analyzed by TLC.  

DTT caused a substantial breakdown of 
73

As(GS)3 starting as low as 1 µM, and 

completely dissociated the conjugate at 100 µM (Figure 7.2B).   Thus the, 

influence of DTT on MRP1 transport of As(GS)3 is likely due to 
73

As(GS)3 

instability.     

7.1.3.3 Transport of 73As(GS)3 is inhibited by NEM  

NEM is a thiol alkylating agent and thus a covalent modifier of free cysteine 

residues.  NEM has no effect on E217βG transport and was confirmed in the 

present study (Figure 7.3).  To determine the contribution of free Cys residues to 

As(GS)3 transport, the influence of NEM on MRP1 transport of As(GS)3 was 

measured.  MRP1-enriched vesicles treated with NEM (1 mM) for 30 min on ice 

followed by 10 min at 37 ºC resulted in a reduction of As(GS)3 transport by ~80% 

compared with untreated control.  To rule out the possibility that NEM 

destabilizes As(GS)3, NEM was incubated with MRP1-enriched membrane 

vesicles, then washed out (as described in methods), prior to the measurement of 

transport activity.   Washing the membrane vesicles after incubation at 37 ºC for 

10 minutes without NEM had no significant effect on As(GS)3 transport.   

Incubation of vesicles at 4 ºC with 1 mM NEM followed by washing had no effect 

on As(GS)3 transport.   Incubation for 10 min at 37ºC in the presence of 1 mM 

NEM followed by washing the membrane vesicles resulted in a 60% reduction in 

transport (Figure 7.3A). 
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Figure 7.3. Effect of NEM on 
73

As(GS)3 transport by MRP1.  (A) Membrane 

vesicles (10 µg protein) prepared from MRP1 transiently transfected HEK293T 

cells were incubated on ice for 30 min in the presence or absence of NEM (1 mM) 

and then for 3 min at 37⁰C in transport buffer with E217βG (400 nM, 20 nCi).   

(B) Membrane vesicles (20 µg protein) prepared from MRP1 expressing cells 

were incubated with NEM (1 mM) on ice for 30 min, at 37⁰C for 10 min, and used 

for transport, or were washed by ultracentrifugation at 100,000 x g for 15 min and 

resuspended to remove all unbound NEM.  (C) Thin layer chromatograms of 
73

As(GS)3 (1 µM,1 µCi) incubated with NEM.   
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7.1.3.4 NEM does not affect the stability of 73As(GS)3. 

In order to assess the effect of NEM on the stability of 
73

As(GS)3, NEM (0.01-100 

mM) was incubated with 
73

As(GS)3 (1 µM) and analyzed by TLC.    In contrast to 

DTT, NEM showed no effect on As(GS)3 stability at concentrations up to 10 mM.   

Conjugate breakdown was therefore observed at concentrations 100-fold higher 

than what was required to completely inhibit transport function (Figure 7.3B).    

7.1.3.5 All MRP1 cysteine mutants exhibit E217βG transport activity at 

levels similar to wild-type. 

Cys  Ala mutants were created, mutating 16 individual Cys residues in MRP1 

in an attempt to identify a crucial residue necessary for the transport of As(GS)3. 

Of the 16 Cys residues selected, seven mutants were Cys residues in the cytosolic 

loops (C730, C744, C682, C1299, C1423, C1439, C1479), and 9 were residues 

predicted to be in transmembrane helices (C375, C388, C563, C555, C984, 

C1047, C1105, C1205, C1209).  In addition to the creation of a C1047A mutant, a 

C1047S mutant was also generated since it is a single nucleotide polymorphism of 

MRP1 [29].  All mutants were expressed at comparable levels to wild-type 

ranging from 0.5 to 1.3-fold WT (Figure 7.4).  DTT and NEM had no effect on 

the transport of E217βG by wild type MRP1, suggesting E217βG binding and 

transport does not require a free Cys residue.  Thus, E217βG was used as a control 

to ensure that individual Cys mutants were still transport-competent.  All Cys 

mutants transported E217βG at a rate within ±50% of WT-MRP1, when corrected 

for protein expression, suggesting that individual Cys mutants retain transport 

function (Figure 7.5). 
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Figure 7.4. Expression of MRP1 Cysteine mutants. Immunoblot of membrane 

vesicles prepared from MRP1 WT and MRP1 Cys mutants transiently expressed in 

HEK293T cells.   Plasma membrane enriched vesicle proteins (1 µg/lane) were 

resolved on a 7% acrylamide gel, transferred, and probed with the MRP1 

monoclonal antibody, MRPr1, as described in “Methods”.  Relative expression 

levels of the Cys mutant proteins as compared with WT-MRP1 were determined by 

densitometric analysis using ImageJ software (NIH, Maryland). 
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7.1.3.6 MRP1 Cys730Ala exhibits increased 73As(GS)3 transport.  

In order to determine if an individual cysteine residue is crucial for the transport 

of As(GS)3 by MRP1, the As(GS)3 transport activity of all Cys  Ala mutants 

was determined.   Unexpectedly, no mutants had As(GS)3 transport activity 

reduced by more than 35% (Figure 7.6).   Transport activity for C388A, C555A, 

and C744A was reduced by 28%, 33%, and 16% respectively.  In contrast, 

C730A, C984A, C1105A, C1205/1209A, C1423A, and C1479A had 94%, 26%, 

21%, 68%, 48%, and 70% increased levels of As(GS)3 transport activity, 

respectively, compared with wild type-MRP1.   

7.1.3.7 Kinetic analysis of MRP1 Cys730Ala. 

To characterize the two-fold difference in transport activity for MRP1-Cys730Ala 

kinetic parameters were determined by measuring the initial rates of As(GS)3 

uptake over several concentrations of As(GS)3.   According to Michaelis-Menten 

kinetic analysis (Graph-pad Prism™ 5), the apparent Km of MRP1-Cys730Ala for 

As(GS)3 was found to be 10.6 µM and the Vmax was 453 nmol/mg/min,  compared 

to wild type-MRP1 with an apparent Km of 8.3 µM and a Vmax of 283 

nmol/mg/min (Figure 7.7).   

7.1.3.8 Transport of As(GS)3  by MRP1 cysteine mutants in the presence 

of NEM 

In order to test the possibility that NEM bound to a specific cysteine residue in the 

As(GS)3 binding site of MRP1 and not interacting with As(GS)3, all  
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Figure 7.5. MRP1 cysteine mutant-mediated transport of E217βG.   
Membrane vesicles (10 µg protein per point) prepared from MRP1 

cysteine mutant transiently transfected HEK293T cells were incubated 

for 3 min at 37⁰C in transport buffer with E217βG (400 nM, 20 nCi).   

Columns represent the means (±SD) of triplicate determinations in a 

single experiment; similar results were obtained in two additional 

experiments.   Relative expression levels of the Cys mutant proteins as 

compared with WT-MRP1 were determined by densitometric analysis 

and transport activity was corrected for expression relative to WT.  
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Figure 7.6. MRP1 cysteine mutant-mediated transport of 
73

As(GS)3.   
Membrane vesicles (20 µg protein per point) prepared from MRP1 cysteine mutant 

transiently transfected HEK293T cells were incubated for 3 min at 37⁰C in 

transport buffer with 
73

As(GS)3 (1 µM, 50 nCi).   Columns represent the means 

(±SD) of triplicate determinations in a single experiment; similar results were 

obtained in two additional experiments.  Relative expression levels of the Cys 

mutant proteins as compared with WT-MRP1 were determined by densitometric 

analysis, and used to correct transport activity..    
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Figure 7.7.  Kinetic analysis of MRP1-mediated 
73

As(GS)3 transport.   
Membrane vesicles (20 µg of protein) prepared from MRP1 wt (●) and MRP1 

C730A (□) transfected  HEK293T cells were incubated for 1 min at 37⁰C in 

transport buffer  with various concentrations of 
73

As(GS)3 (0.1-10 µM).  Kinetic 

parameters were determined using the Michaelis-Menten kinetic model in Graphpad 

Prism™ 5 software.  Points shown represent the means (±SD) of triplicate 

determinations in a single experiment; similar results were obtained in two 

additional experiments. 
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Figure 7.8. MRP1 cysteine mutant-mediated transport of 
73

As(GS)3 in the 

presence of NEM.   Membrane vesicles (20 µg protein per point) prepared from 

MRP1 cysteine mutant transiently transfected HEK293T cells were incubated on ice 

with 1 mM NEM for 30 min.  Vesicles were then incubated for 3 min at 37⁰C in 

transport buffer with 
73

As(GS)3 (1 µM, 50 nCi).   Data are normalized for MRP1 

expression.  Columns represent the means (±SD) of triplicate determinations in a 

single experiment; similar results were obtained in two additional experiments.   
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cysteine mutants were tested for transport function after incubation with NEM.   

However, all cysteine mutants were inhibited by NEM, suggesting that 

individually mutated cysteine residues are not critical for 
73

As(GS)3 transport 

(Figure 7.8). This could suggest multiple cysteine residues are involved in 

73
As(GS)3 transport, as has been observed previously with the bacterial ABC 

transporter ArsA  [30].  

Discussion 

DTT has been used in the study of MRP1 transport to maintain GSH in its 

reduced form and has no influence on the transport of LTC4, E
2
17βG, or estrone-

3-sulphate [13, 26-28].   Following the observation that DTT inhibited the 

transport of As(GS)3 by MRP1, we examined the effect of the Cys modifying 

reagent NEM and found that preincubation of MRP1-enriched membrane vesicles 

with NEM also inhibited transport of As(GS)3.  In order to rule out the possibility 

that DTT and NEM were destabilizing As(GS)3 instead of acting on MRP1, we 

examined the effect of a concentration range of each compound on the stability of 

As(GS)3, analyzed by TLC.   The inhibition of transport by DTT corresponded 

with a destabilization of As(GS)3, leaving the effect of DTT on MRP1  as 

inconclusive.   However, NEM has no effect on As(GS)3 stability at 

concentrations that completely inhibited transport.   This suggested that NEM 

inhibited transport by binding to one or more free Cys residues in MRP1.   In 

order to determine if MRP1 was still functional in the presence of NEM, the 

transport of E217βG was measured.   With no effect on the transport of E217βG, 

we hypothesized that there is one or more Cys residues in MRP1 crucial for the 
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transport of As(GS)3 and that by substituting individual Cys residues we would be 

able to reveal information about the As(GS)3 binding site of MRP1.   

MRP1 contains 25 Cys residues and in this study, we examined the effects of 

one Ser and 14 Ala substitutions, in addition to one double Ala substitution of Cys 

residues, on the ability of MRP1 to transport As(GS)3.  All mutants were 

expressed at levels comparable to WT-MRP1, suggesting that none of these Cys 

residues play a critical role in protein synthesis.   

A truncated Cys-less MRP1 protein lacking the amino acids (1-204) has been 

previously expressed in yeast and showed only a modest difference in transport 

affinity for leukotriene C4 [15].   Further studies revealed that this protein failed 

to traffic to the membrane in mammalian cells, and transport function was 

severely compromised when expressed in insect (Sf21) cells [14, 15].   

Ultimately, a triple Cys MRP1 mutant (Cys388, Cys 1439, Cys 1479) was 

expressed and exhibited normal transport function [14].   Our study has shown 

that individual CysAla mutations in Cys388, Cys 1439, and Cys 1479 have no 

effect on As(GS)3 or E217βG transport.    

Unexpectedly, we were unable to identify a single Cys substitution that 

reduced As(GS)3 transport by greater than 35% compared to WT-MRP1.   

However, it is likely that there is overlap between adjacent Cys residues that 

interact with As(GS)3.   Studies on the bacterial arsenic transporter, ArsA, have 

previously identified an arsenic binding „pocket‟ consisting of 3 Cys residues 



249 
 

[16].  Removal of any 1 of these 3 Cys residues did not affect the ability of ArsA 

to bind arsenic, yet removal of any 2 of the 3 Cys residues prevented binding.   

Our results suggest that a group of Cys residues is responsible for the binding 

of As(GS)3, but without high resolution crystal stuctures for MRP1 it is difficult 

to predict which Cys residues may form a 3-Cys pocket.  The generation of a 

functional 5-Cys mutant has identified Cys residues at positions 208, 375, 388, 

1439, and 1479 necessary for expression and function [14]. Coupled with our 

observation that the latter 4 Cys residues can be individually substituted out 

without significantly affecting transport function supports the concept of Cys 

overlap within MRP1.    Cys1439 and Cys1479 are highly conserved within the 

ABCC transporter family [14] and are likely not involved in the transport of 

As(GS)3.   Cys388, interestingly is shared between MRP1 and MRP2, the only 

MRPs currently known to transport As(GS)3.   Modest inhibition in transport of 

As(GS)3 was demonstrated for Cys388Ala,  Cys555Ala, Cys682Ala, and 

Cys744Ala and an increase in transport was shown in Cys730Ala.  These Cys 

residues should serve as a starting place for future studies to create multiple Cys 

substitution mutants. 
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7.2 Transport of DMA
III 

by human multidrug resistance protein 1 

Experimental design 

Membrane vesicles were incubated at 37ºC in Tris-sucrose buffer, with DMA
III 

(1 

µM) or DMA
III

(GS) (1 µM), ATP or AMP (4 mM), MgCl2 (10 mM), creatine 

phosphate (10 mM), GSH reductase (5 µg/ml), and NADPH (0.35 mM).  GSH 

dependence was assessed by adding GSH (3 mM) or the non-reducing GSH 

analog ophthalmic acid (3 mM).  At 3 min, transport was stopped by diluting the 

transport reaction in 800 µl ice-cold Tris-sucrose buffer and pelleting vesicles by 

centrifugation at 100,000 x g for 20 min at 4 ºC.    Pelleted membrane vesicles 

were washed twice with 1 ml ice-cold Tris-sucrose buffer, digested in 250 µl 

concentrated nitric acid for 48 h, diluted 1:1 with deionized distilled water, and 

filtered through 0.45 μm syringe filters (Whatman, Toronto, ON).   The total 

concentration of arsenic in each sample was determined by ICP-MS, using the 

standard addition method, as described previously [31, 32].   

Results and discussion 

Unexpectedly, MRP1 was found to transport DMA
III

 only in the absence of GSH 

(Fig 7.9).   The non-reducing GSH analog, OA, had no effect on transport.  The 

DMA(GS) conjugate was also transported similarly to DMA
III

 alone, but when 

GSH was added (3 mM) transport was inhibited (Fig 7.9).  When the experiment 

was performed, the transport activity was inexplicable and disregarded as an 

artifact of the newly developed method used.   Subsequent work with MRP4 

revealed that MRP4 was also transporting DMA
III

, but only in the absence of 

GSH.   This led us to the hypothesis that MRP4 was capable of transporting 
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DMA
V
 and when GSH was present was preventing DMA

III
 from oxidizing to 

DMA
V
.    In humans, DMA

III/V 
is the end product of As metabolism and the 

possibility that MRP1 is capable of transporting DMA
V
 requires further testing.   
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Figure 7.9 Transport of DMA by MRP1.   Membrane vesicles (20 µg of 

protein) prepared from MRP1-transfected HEK293 cells were incubated for 3 

min at 37ºC in transport buffer in triplicate containing DMA
III

 (1µM) and GSH 

(3 mM) or OA (3 mM), or DMA
III

(GS) (1µM).   Reactions were then pooled 

for analysis by ICP-MS.  Bars represent the means of 3 experiments.    
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7.3 The effect of selenium on the accumulation of arsenic in human 

erythrocytes. 

Experimental design 

[(GS)2AsSe]
-
 is assembled in rabbit erythrocyte lysate [33].  These experiments 

were performed to assess the ability of human erythrocytes to form this conjugate 

and thus affect the retention of arsenic, due to the increased stability of this 

conjugate over As(GS)3.  Additionally, MRP1 is expressed in erythrocytes, unlike 

MRP2, which is known to transport [(GS)2AsSe]
-
.   Human blood samples (5 ml) 

were taken from volunteers and centrifuged at 5,000 x g for 5 min, plasma and 

white blood cells were removed and remaining erythrocytes were washed 3x by 

adding 10 ml isotonic saline solution (140 mM NaCl, 5 mM KCl, 10 mM MOPS, 

5 mM glucose pH 7.4) and gently resuspending.  After final wash, erythrocytes 

were resuspended to a final volume of 5 ml in isotonic saline.  Erythrocytes were 

divided into 1 ml aliquots and incubated at 37 ºC.   
73

As
III

 (1 µM, 100 nCi) was 

added to each tube in the presence or absence of Se
IV

 (1 µM), 200 µl aliquots 

were removed at 5, 15, 30, 45, and 60 minutes, and immediately filtered over 

glass fiber filters to remove extracellular arsenic.   Radioactivity remaining was 

quantified by liquid scintillation counting and thus arsenic retained in erythrocytes 

was calculated.   

Results and discussion 

In the absence of selenium, arsenic accumulation in erythrocytes was low and did 

not significantly increase over time.   Conversely, in the presence of selenium, 
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arsenic accumulation in erythrocytes was 2-fold higher than arsenic alone at 5 min 

and increased over time to 6-fold over arsenic alone at 60 min.   

We have previously demonstrated the ability of MRP2 to transport 

[(GS)2AsSe]
-
 and thus shown a potential mechanism to explain the cooperative 

detoxification seen between arsenic and selenium.   This data suggests a potential 

second mechanism by which selenium and arsenic decrease the toxicity of each 

other through sequestration in erythrocytes.   Arsenic in erythrocytes is likely to 

form As(GS)3 and would be transported out of the erythrocyte by MRP1.   In the 

presence of selenium however, it has been shown in rabbit erythrocyte lysate that 

As, and Se form [(GS)2AsSe]
-
 and this conjugate is not transported by MRP1 and 

thus would be „trapped‟ in the erythrocyte.   It is unknown if this conjugate would 

form and later dissociate in the liver to allow for its biliary elimination as 

suggested in previous chapters.  This mechanism presents a possible As „sink‟ 

which reduces the As burden on the body in the presence of selenium.    
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Figure 7.10.  Accumulation of arsenic in red blood cells.  Red 

blood cells were incubated with As
III

 (1µM, 100 nCi) in the presence 

(closed circles) or absence (open circles) of Se
IV

 (1 µM). 
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