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Available studies on the biochemical and electrophoretic characterization of
European rabbit (Oryctolagus cuniculus) carbonic anhydrases I and II (CAI, CAII)
show contradictory results about their relative electrophoretic mobility and sub-
strate specificity. After positive identification of carbonic anhydrase activity by CO2

hydration, the differential esterase activity of CAI and CAII toward β-napththyI
acetate and flourescein diacetate,respectively, were used to identify the banding
patterns corresponding to each locus. Electrophoretic and hybrid isoelectric focus-
ing analyses of the CAI and CAII loci in 1 domestic and 19 wild rabbit populations
led to the recognition of genetic polymorphism at the CAI locus and of extensive
variability at the CAII locus. Four and nine alleles at the CAI and CAII loci,
respectively, are described. The geographic distribution of genetic variability is
consistent with the existence of two evolutionary groups within O. cuniculus.

KEY WORDS: carbonic anhydrases; genetic polymorphism; specific enzyme detection; European
rabbit; Oryctolagus cuniculus; hybrid isoelectric focusing.

INTRODUCTION

The carbonic anhydrases are a family of zinc metalloenzymes that catalyze the
reversible hydration of CO2 in the reaction CO2 + H2O ⇀↽ HCO3

− + H+. So far,
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11 enzymatically active enzymes have been discovered (Hewett-Emmett, 2000;
Parkkila et al., 2001; Tashian, 1992; Hewett-Emmett and Tashian, 1996), which
are present in a variety of tissues where they participate in several physiological
processes.

Genetic polymorphism of rabbit (Oryctolagus cuniculus) carbonic anhydrase
II (CAII) was described in domestic animals by Bernoco (1970), using starch gel
electrophoresis. Additional studies confirmed this result both in domestic and
wild rabbit populations, with the recognition of two common alleles, CAII*1
and CAII*2 (Arana and Zaragoza, 1986; Daly, 1981; Richardson et al., 1980).
Rabbit carbonic anhydrase I (CAI) was identified as having no genetic variation
and, migrating anodal to CAII (Richardson et al., 1980; Arana and Zaragoza,
1986).

Results on relative electrophoretic mobility of rabbit CAI and CAII were
found to be highly contradictory when compared to their biochemical character-
ization by McIntosh (1970), Walther et al. (1977), and Skipski and Scott (1980).
According to these authors, in contrast to most mammals, the chromatographic
analysis clearly demonstrates that rabbit CAI migrates cathodally relative to CAII,
leading to a similar expectation when they are studied with electrophoretic tech-
niques. Walther et al., (1977) explicitly mention that the identification of both
forms of carbonic anhydrase cannot be done solely on the basis of electrophoretic
mobility, but it also requires an analysis of substrate specificity.

The rabbit species is known to have originated in the Iberian Peninsula
(Callou, 1995; Lopez-Martinez, 1989). It is composed of two independent evo-
lutionary groups that can be related to the accepted subspecies, Oryctolagus cu-
niculus cuniculus and Oryctolagus cuniculus algirus. O. c. algirus is found in the
Iberian southwest (SW) and O. c. cuniculus is present in the Iberian northeast (NE)
and in France (FR). Populations introduced by humans, both wild and domestic,
and all domestic breeds are O. c. cuniculus (Ferrand, 1995). The two evolutionary
groups are clearly identified by protein (Branco, 2000; Branco and Ferrand, 1998;
Ferrand, 1995) and immunoglobulin (van der Loo et al., 1991, 1999) genetic varia-
tion as well as by mitochondrial DNA nucleotide polymorphism (Monnerot et al.,
1994; Branco et al., 2000, 2002). Because of an ancient allopatric separation, both
evolutionary groups originated within the Iberian Peninsula where they currently
form a secondary contact zone across a southeast–northwest axis (Branco, 2000;
Branco et al., 2002).

In the present study, we make a complete reevaluation of the separation and
detection methods of rabbit CAI and CAII, taking into consideration the high
sulphydryl reactivity of CAII and the differential esterase activity of the two en-
zymes toward specific substrates. Additionally, we describe, for the first time,
genetic polymorphism at the CAI locus in the rabbit, the allele frequency variation
of CAI and CAII loci, and their linkage disequilibrium, across the natural range of
the rabbit (Iberian Peninsula and France) and in one Portuguese domestic stock of
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mixed-breed origin, and discuss the contribution of these loci to our understanding
of rabbit evolutionary history.

MATERIAL AND METHODS

A total of 907 blood samples were collected from 16 populations covering most of
the Iberian Peninsula, plus three French populations and one Portuguese domestic
stock of mixed-breed origin (Fig. 1). Blood samples were collected and stored as
described elsewhere (Ferrand et al., 1988).

Electrophoresis and Isoelectric Focusing

For agarose gel electrophoresis, haemolysates were incubated with a 120 mM
solution of dithiothreitol (DTT) in a 1:1 (v/v) proportion for 1 h at 37◦C. For
isoelectric focusing separation, haemolysates were incubated with a 40 mM

Fig. 1. Sampling sites for the 20 rabbit populations. CAB—Cabreira, ID—Idanha,
SAN—Santarém, INF—Infantado, VV—Vila Viçosa, BA—Badajoz, CRE—Ciudad Real,
AMO—Amoladeras, DON—Doñana, HUE—Huelva, SEV—Sevilha, LL—Las Lomas,
ALI—Alicante, LER—Lérida, TAR—Tarragona, TUD—Tudela, CAM—Camargue, VER—
Versailles, ARX—Arjuzanx, DOM—Portuguese domestic stock of mixed-breed origin.
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solution of iodoacetic acid (IACH) in a 1:1 (v/v) proportion for 1 h at 37◦C,
and distilled water was added to a final dilution of 1:10.

Electrophoretic separation of CAI and CAII was carried out in an agarose gel
(1% w/v, EEO, SERVA) using 0.095 M sodium barbital/0.048 M HCl (pH 9.2)
as bridge buffer. A 1:1 dilution of the bridge buffer was used as gel buffer. Gels
were run for 2 h with a voltage gradient of 17 V/cm, at 8◦C. To compare the
results obtained with this methodology and those previously described, starch gel
electrophoresis (15% w/v, SIGMA) was carried out according to Hopkinson et al.
(1974).

Specific detection of CO2 hydration was used for a clear identification of CAI
and CAII positions in agarose gels, but a correct analysis of banding patterns was
not possible due to poor resolution. CAI and CAII, in both agarose and starch
gels, were identified through their differential esterase activity toward different
substrates (Harris and Hopkinson 1976). Thus, β-napthtyl acetate and fluorescein
diacetate were used to detect CAI and CAII banding patterns, respectively, fol-
lowing Harris and Hopkinson (1976) protocols. Phenotypic survey of populations
was carried out by protein staining with Coomassie R-250.

Hybrid isoelectric focusing (HIEF) separation of CAII was carried out in
a 6.50–7.50 immobilized pH gradient in polyacrylamide gel (T = 5%, C = 3%,
247 × 112 × 0.5 mm) constructed as indicated in the Application Note Nr 324 of
LKB, and reduced by 2/3 the amount of immobilines. Immobiline reduction led to
less protein adsorption to the matrix components and a better contrast of banding
patterns. Immobiline gels were dehydrated overnight at 45◦C and rehydrated in a
20% (w/v) saccarose, 1.33% (v/v) 6–8 Ampholine (LKB) solution for 2 h at room
temperature. Prefocusing was carried out using a 1.33% (v/v) 6–8 Ampholine
(LKB) solution as electrodes setting limits at 1500 V, 4 mA, 12 W. After 30 min,
an ionic front visible by the inclusion of bromophenol traces to the cathode, reached
the anode, at which time electrodes were replaced by 0.01 M glutamic acid and
0.01 M sodium hydroxide as anode and cathode solutions, respectively. Ten µL
of the haemolysate solution was applied 1.5 cm from the anode in a silicone strip.
Focusing was performed at constant voltage setting limits at 1500 V, 4 mA, 12 W
(30 min), 3000 V, (2 h), and 5000 V (2 h). CAII banding patterns were visualized
by a general protein staining with Coomassie R-250.

Data Analysis

Allele frequencies of CAI and CAII were obtained by direct gene counting. Link-
age disequilibrium between CAI and CAII for the unknown gametic phase was
analyzed through a likelihood-ratio test and maximum likelihood haplotype
frequencies were estimated, using Arlequin 2.0 software package (Schneider et al.,
2000). CAI/CAII haplotypes were constructed considering only CAII electro-
morphs CAII*1 and CAII*2.
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RESULTS

Identification of CAI and CAII Specific Activity After Electrophoretic
Separation

Figure 2 shows the results of specific CAI and CAII esterase detection in the same
starch gel. β-naphthyl acetate is rapidly hydrolysed by CAI, and CAII has strong
esterase activity towards fluorescein diacetate (Harris and Hopkinson, 1976). Fig-
ure 3 shows the results of fluorescein diacetate detection followed by general
protein staining in an agarose gel. Both figures show that, in the rabbit, CAI has
a cathodal position relative to CAII conforming with the chromatographic and
electrophoretic characterization carried out by Walther et al. (1977) and Skipski
and Scott (1980), respectively.

Good resolution is obtained with both starch and agarose media. Electro-
phoretic separation in agarose gel takes 2 h, while in starch gel it takes 16 h,
therefore population survey of CAI and CAII was carried out in agarose gels. Phe-
notyping was carried out using fluorescein diacetate for CAII detection prior to
a general protein staining to read CAI phenotypes, thus permitting further confir-
mation of CAII phenotypes (Fig. 3).

Description of CAI Genetic Polymorphism

Phenotyping of 907 samples from 1 domestic and 19 wild populations led to
the identification of four electromorphs in locus CAI (Fig. 4). Observed allele

Fig. 2. Electrophoretic patterns of CAII (A) and CAI (B) in starch gel detected with fluorescein
diacetate and β-naphthyl acetate, respectively.
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Fig. 3. Banding patterns of CAII and CAI observed after electrophoresis in agarose gel.
(A) Fluorescein diacetate was used to detect CAII followed by (B) detection of both CAI and
CAII with general protein staining.

Fig. 4. Phenotypes of CAI and CAII determined by general protein staining after electrophoretic
separation in agarose gel.
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frequencies of the CAI locus are described in Table I. CAI*1 is the most common
allele, it is present in all populations and fixed in most of the Iberian south-west,
CAI*2 is typical of wild rabbits from the Iberian northeast and from France, CAI*3
and CAI*4 are low frequency private alleles for Idanha and Las Lomas, respec-
tively. The domestic stock was found to be monomorphic for CAI*1.

Genetic Polymorphism of CAII: Electrophoresis and Hybrid
Isoelectric Focusing

Phenotyping of 846 samples from 1 domestic and 19 wild populations by electro-
phoretic separation led to the recognition of the two electromorphs, CAII*1 and
CAII*2 (Fig. 4), previously described (Bernoco, 1970). Sample treatment with
DTT and IACH showed that CAII has a reactive sulphydryl residue. Comparison
of reduced and alkylated banding patterns, after agarose or starch gel electrophore-
sis, show that the difference between CAII*1 and CAII*2 is in one charged residue
(bands of oxidized CAII*1 coincide with CAII*2 reduced ones). Therefore, con-
clusive interpretation of CAII phenotypes is only possible when there is complete
reduction or alkylation of the sulphydryl residue.

Hybrid isoelectric focusing separation of CAII revealed a high level of hetero-
geneity within both electromorphs, CAII*1 and CAII*2, with five and four alleles,
respectively. Figure 5 shows that gene products within CAII*1 and CAII*2 form
two well-separated groups in a 6.5–7.5 pH interval. CAII*1A and CAII*2A show
the largest separation, whereas CAII*1B, CAII*1C, CAII*1D, and CAII*1E cluster
around CAII*1A, and CAII*2B, CAII*2C, and CAII*2D are close to CAII*2A. The
fact that these alleles are not detected when conventional electrophoresis is used,
suggests that what distinguishes them are substitutions of neutral amino acids or
charged ones with altered pK values. Hybrid isoelectric focusing separation of
CAII also confirmed the presence of a second cysteine in the CAII molecule, in
agreement with Walther et al. (1977). This second sulphydryl residue is much less
reactive, as the band corresponding to the molecule with both cysteines alkylated
is only observed when incubated with IACH at a concentration of at least 120 mM
(results not shown).

Allele frequencies for the CAII locus are described in Table I. All popula-
tions were found to be polymorphic for this locus. CAII*1A is the most common
allele in the Iberian northeast, in France and in the domestic stock and CAII*2A
predominates in the Iberian southwest. Alleles other than CAII*1A and CAII*2A
were only found in Iberian wild rabbits. CAII*1B is a low frequency allele detected
in three southwestern locations (Infantado, Ciudad Real, and Sevilha). CAII*1C
is typical of the southwest being found in most populations, with low frequencies
as well. CAII*1D and CAII*1E are low frequency private alleles of Tudela and
Badajoz, respectively. CAII*2B was observed in Vila Viçosa, Doñana, Sevilha and
Tudela with frequencies between 0.01 and 0.07. CAII*2C is the only group CAII*2



P1: JRX

Biochemical Genetics [bigi] Pp1048-bigi-476358 November 21, 2003 11:8 Style file version Nov 9th, 2002

398 Branco and Ferrand

Ta
bl

e
I.

A
lle

le
Fr

eq
ue

nc
ie

s
of

C
A

I
an

d
C

A
II

L
oc

ii
n

O
ne

D
om

es
tic

an
d

19
W

ild
R

ab
bi

tP
op

ul
at

io
ns

a

Po
pu

la
tio

ns
b

Ib
er

ia
n

pe
ni

ns
ul

a
Fr

an
ce

A
lle

le
s

C
A

B
ID

SA
N

IN
F

V
V

B
A

C
R

E
A

M
O

D
O

N
H

U
E

SE
V

L
L

A
L

I
L

E
R

TA
R

T
U

D
C

A
M

V
E

R
A

R
X

D
O

M

C
A

I*
1

1.
00

0.
98

1.
00

1.
00

1.
00

1.
00

1.
00

1.
00

1.
00

1.
00

1.
00

0.
97

1.
00

0.
98

0.
81

0.
96

0.
86

0.
71

0.
45

1.
00

C
A

I*
2

0.
02

0.
19

0.
04

0.
14

0.
29

0.
55

C
A

I*
3

0.
02

C
A

I*
4

0.
03

N
20

52
65

55
35

15
20

11
37

16
3

18
63

31
26

24
37

29
63

43
10

0

C
A

II
*1

A
0.

31
0.

15
0.

03
0.

03
0.

03
0.

29
0.

40
0.

29
0.

23
0.

20
0.

25
0.

27
0.

68
0.

58
0.

53
0.

46
0.

60
0.

34
0.

83
C

A
II

*1
B

0.
05

0.
03

0.
02

C
A

II
*1

C
0.

15
0.

04
0.

02
0.

09
0.

06
0.

06
0.

05
C

A
II

*1
D

0.
16

C
A

II
*1

E
0.

03
C

A
II

*2
A

0.
64

0.
84

0.
82

0.
71

0.
87

0.
88

0.
68

0.
50

0.
70

0.
71

0.
64

0.
75

0.
73

0.
32

0.
42

0.
28

0.
54

0.
40

0.
66

0.
17

C
A

II
*2

B
0.

01
0.

01
0.

07
0.

03
C

A
II

*2
C

0.
05

0.
01

0.
18

0.
02

C
A

II
*2

D
0.

10

N
29

43
57

49
35

16
19

10
47

54
22

54
13

19
12

16
28

13
5

43
14

5

a
Sc

re
en

ed
by

ag
ar

os
e

ge
le

le
ct

ro
ph

or
es

is
an

d
hy

br
id

is
oe

le
ct

ri
c

fo
cu

si
ng

.
b
Po

pu
la

tio
ns

ab
br

ev
ia

te
d

as
in

Fi
g.

1.



P1: JRX

Biochemical Genetics [bigi] Pp1048-bigi-476358 November 21, 2003 11:8 Style file version Nov 9th, 2002

Biochemical and Population Genetics of the Rabbit 399

Fig. 5. Phenotypes of CAII determined by general protein staining after hybrid isoelectric focusing
separation in polyacrylamide gel in a 6.5–7.5 pH gradient. From left to right, 2B1A, 2C1B, 2AB,
2A1A, 2A1A, 2A1C, 2AD, 2A1A, 1AC, 2A, 2A1C, 2A1A, 1A, 1AD, 2A1C, 2A1B, 2A, 2A,
2A1E.

allele detected in Idanha and was also found in Cabreira, Infantado, and Sevilha.
CAII*2D was only detected in Amoladeras.

Linkage Disequilibrium Between CAI and CAII

Significant linkage disequilibrium of the unknown gametic phase was detected in
Tarragona, Arjuzanx, Camargue, and Versailles. Maximum likelihood estimates
of CAI*1/CAII*1, CAI*1/CAII*2, CAI*2/CAII*1, and CAI*2/CAII*2 haplotype
frequencies are described in Table II.

Table II. Maximum Likelihood Estimates of Haplotype Frequencies for
the Pair of Loci CAI/CAII in Four Wild Rabbit Populationsa

Populations

Haplotypes Tarragona Camargue Versailles Arjuzanx

n 20 29 64 43
CAI*1/CAII*1 0.625 0.448 0.585 0.337
CAI*1/CAII*2 0.250 0.414 0.134 0.116
CAI*2/CAII*1 0 0 0.009 0
CAI*2/CAII*2 0.125 0.138 0.272 0.547

aCalculations were made using Arlequin 2.0 software package (Schneider
et al., 2000).
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DISCUSSION

Comparison With Previously Published Results

An evaluation of several studies focusing on the biochemical and population genet-
ics of rabbit carbonic anhydrases I and II (e.g. Arana and Zaragoza, 1986; Arana
et al., 1989; Daly, 1981; Richardson et al., 1980; Skipski and Scott, 1980; Walther
et al., 1977) revealed a number of contradictions.

Our comparative analysis of different electrophoretic and specific detection
methods are consistent with the inversion of the relative electrophoretic mobilities
of rabbit CAI and CAII relative to most mammalian species. In the rabbit, CAI is
cathodal to CAII, according to the biochemical characterization of Walther et al.
(1977) and Skipski and Scott (1980) using, respectively, chromatography and
electrophoresis. Therefore, our results contradict the electrophoretic studies on
rabbit CAI and CAII of Richardson et al. (1980), Arana and Zaragoza (1986) and
Arana et al. (1989), because these authors assumed that CAI was anodal to CAII.

The high esterase activity of human CAI toward methylumbelipheryl acetate,
demonstrated by Hopkinson et al. (1974), contrasts with a very low esterase activity
of rabbit CAI (Skipski and Scott, 1980) (which we confirmed during the present
work). Yet, Richardson et al. (1980) used this substrate in their population genetic
studies of several wild rabbit populations, hindering the detection of CAI genetic
polymorphism in several French populations included in their work. In fact, the
enzyme detected by Richardson et al. (1980) is an esterase band anodal to CAII
which is monomorphic in the rabbit (results not shown). CAII was detected with
fluorescein diacetate, and thus Richardson et al. (1980) results are in agreement
with our observations.

Because Arana and Zaragoza (1986) and Arana et al. (1989) used samples that
had not been previously reduced or alkylated to phenotype both loci in the same
gel using a protein-staining method, they assumed that CAI was anodal to CAII.
Therefore, their banding patterns do not conform with those usually obtained with
the electrophoretic method they used leading to the wrong interpretation for the
genetic variability of CAI and CAII. Their incorrect identification of the electro-
morphs of both CAI and CAII becomes even more evident due to the contrasting
allele frequencies they obtained, in both domestic and wild populations, when com-
pared with our results and those of other authors (e.g. Bernoco, 1970; Richardson
et al., 1980).

Analysis of Allele Frequency Variation Across the Studied Range

Geographic distribution of CAI genetic variation is characterized by a low level
of polymorphism with a very common allele (CAI*1) fixed in most of the studied
populations. In addition to CAI*1, only CAI*2 shows a large geographic distri-
bution including the Iberian northeast and France, although showing moderate



P1: JRX

Biochemical Genetics [bigi] Pp1048-bigi-476358 November 21, 2003 11:8 Style file version Nov 9th, 2002

Biochemical and Population Genetics of the Rabbit 401

frequencies. Its complete absence from the Iberian southwest suggests that this is
an allele private to the subspecies O. c. cuniculus. Assuming that domestic rabbits
had their origin in populations of O. c. cuniculus (Ferrand, 1995), the absence of
CAI*2 from domestic stocks suggests that it was lost during domestication and
thus can be useful to distinguish wild and domestic populations of this subspecies.

Allele frequency variation of the most common alleles of the CAII locus across
Iberia and France conforms with the existence of two evolutionary groups within
the rabbit species. CAII*1A increases in a northeast direction, while CAII*2A
increases to the southwest. This pattern of allele frequency variation can be in-
terpreted as the result of secondary contact and genetic admixture of those two
previously separated groups.

Analysis of the mtDNA phylogeographic pattern across Iberia demonstrated
that lineages A and B originated from a longterm allopatric separation, and that
populations where both lineages exist, which are geographically intermediate be-
tween the SW and NE, are the result of recent geographic expansion and overlap
of two diverging groups along a southeast–northwest axis across Iberia (Branco
et al., 2000, 2002). The geographic distribution of mtDNA lineages is highly struc-
tured, contrasting with the allele frequencies of CAII*1A and CAII*2A that change
gradually from one group into the other. Yet, the higher frequencies of CAII*1A
and CAII*2A are respectively related to the predominance of mtDNA type B in
NE and FR and of mtDNA type A in SW.

The genes coding for CAI and CAII are known to be tightly linked in the
mammalian lineage (Tashian 1989, 1992). Although the genetic map of the rabbit
is currently being developed (Korstanje 2000; Korstanje et al., 2001), there is no
information about the location or linkage of the CAI and CAII genes.

In the present work, the detection of genetic polymorphism at the CAI locus
allowed the testing of linkage disequilibrium (LD) in eight wild populations, but
because of the high allele frequency of CAI*1 in some of those populations, only
Tarragona (NE Iberia), Arjuzanx (FR), Camargue (FR) and Versailles (FR) showed
significant results (Table II). Still, the fact that it was found in all French populations
studied is in agreement with the previous suggestion that France was recently
colonized by wild rabbits from northeastern Iberia (Queney et al., 2001).

Do Allele Groups CAII*1 and CAII*2 Correspond to Independent
Evolutionary Lineages?

Electrophoretic techniques are known to be inadequate for making inferences
about genetic distances among alleles as relative positions after separation do
not necessarily relate to their phylogenetic relationships (Antunes et al., 2002;
Barbadilla et al., 1996; Ramshaw et al., 1979). In the case of locus CAII, several
observations, related to electrophoretic behavior after HIEF separation as well as
to the geographic distribution of alleles, lead us to hypothesize that the CAII*1
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and CAII*2 allele groups correspond to independent evolutionary lineages. All
alleles revealed after HIEF separation have more or less restricted ranges, have
low frequencies in Iberian populations and cluster around one of the most common
alleles in the NE or in the SW (CAII*1A or CAII*2A). Thus, they not only form two
well-separated groups in the 6.5–7.5 pH interval, but also define two geographi-
cally structured groups of populations. The scenario of two diverging lineages in
CAII is concordant with what was previously described for the mtDNA (Branco
et al., 2002), not only in the two lineage structure but also in their geographic
distribution.

If, as we hypothesize, CAII*1A and CAII*2A represent the oldest forms of
each lineage, we would expect that the derived forms would concentrate in the
respective regions of origin. Yet, some of the variants of the CAII*1 group appear
in the southwest. Differential demographic histories of the SW and NE groups can
explain those distributions. The Iberian SW harbors much better habitat for rabbit
population establishment and growth relative to the Iberian NE (Villafuerte et al.,
1998) thus favoring the acumulation of new variants that, in this case, occurred
when lineage CAII*1 was already present in the SW.

To test this hypothesis, the CAII gene will be studied by sequencing, to find
which nucleotide substitutions are responsible for the alleles detected by HIEF
separation. We also intend to examine the phylogenetic patterns of the CAII gene
by the construction of phylogenetic trees in order to gain further insight into the
evolutionary history of the European rabbit.
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pling campaigns in Doñana National Park, and Marisa Azevedo and Rita Campos
for their valuable support in the laboratory work. We also thank Agostinho Antunes
and an anonymous referee for their comments and suggestions on the manuscript.

REFERENCES

Antunes, A., Templeton, A. R., Guyomard, R., and Alexandrino, P. (2002). The role of nuclear genes in
intraspecific evolutionary inference: Genealogy of the transferrin gene in brown trout. Mol. Biol.
Evol. 19:1272–1287.

Arana, A., and Zaragoza, P. (1986). Estudios electroforeticosy geneticos de proteinas sanguineas de la
especie Oryctolagus cuniculus L. (razas silvestre y comun español). Genét. Ibérica 38:245–263.
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