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SUMMARY The human pro a2(I) collagen gene was analysed for the presence of restriction
fragment length polymorphisms. DNA from randomly selected unrelated persons of three
Southern African populations was cleaved with one of eight different restriction enzymes,
electrophoresed, blotted, and hybridised with cDNA and genomic probes specific for the pro
o2(I) gene. An Mspl polymorphism was detected which results from the loss of a cleavage site
within the 3’ half of the gene. In two of the populations studied, the polymorphism occurred at
significant frequencies, and should therefore prove useful as a genetic marker for the study of

inherited disorders of connective tissue involving collagen structure or biosynthesis.

The collagens are a family of closely related proteins
which constitute a major component of the ex-
tracellular matrix of nearly every organ and tissue in
vertebrates. At least eight structurally distinct col-
lagen types have been characterised to date, some of
which are composed of more than one type of chain.
Thus, a multigene family of a minimum of 13 genes
is necessary to code for their constituent chains.'

The modulated expression of these different gene
loci appears to be critically important for normal
embryonic development, as the correctly program-
med spatial and temporal production of collagen is
required for differentiation and tissue repair proces-
ses. Aberrations in collagen gene expression are the
cause of at least three groups of inherited disorders
in man: osteogenesis imperfecta (OI), Marfan’s
syndrome, and Ehlers-Danlos syndrome.>’ Some of
these defects result from structural alterations in the
collagen genes, since shortened pro al(I) or pro
a2(I) chains have been found in a number of cases of
osteogenesis imperfecta.*!" Recently this has been
verified by direct analysis of the gene, since a 300 bp
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deletion was detected in the pro al(I) gene of a case

‘of lethal OI.!! A deletion within an a1(I)-like collagen

sequence may also be associated with OI and Ehlers-
Danlos syndrome type II.1?

The isolation and characterisation of human type
I collagen genes'™'® has led to a detailed under-
standing of their structure. The pro a2(I) collagen
gene is represented only once in the human
genome'® and has been mapped to chromosome
7.7 Bt is about 38 kb in length and contains at least
50 intervening sequences.'* The detailed structural
information available opens up the possibility of
studying variations in the structure of the pro o2(I)
gene. Sequence specific probes can be used to detect
variations either related to inherited disorders of
collagen gene expression, or which produce restric-
tion fragment length polymorphisms (RFLP) within
and around the pro a2(I) collagen gene. The RFLPs
could then serve as genetically linked markers to
trace the inheritance of structural alterations of the
pro o2(I) gene.!® 2 The relevance of this approach
has been amply demonstrated by the use of RFLPs
for the antenatal diagnosis of sickle cell anaemia and
thalassaemia.?!

In this paper, we report the existence of a
restriction fragment length polymorphism of re-
latively high frequency, detectable by the restriction
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enzyme Mspl, in apparently normal subjects of South
African populations.

Materials and methods

High molecular weight human DNA was prepared
from whole blood or from white blood cells of
randomly selected subjects of three South African
populations, Afrikaners, so-called ‘Cape Col-
oug:ds’, and Blacks,? as described by Vandenplas et
al.

Restriction enzymes were obtained from Bethes-
da Research Laboratories, Boehringer-Mannheim,
and New England Biolabs, and used as directed by
the suppliers. Typically, 10 ug of human DNA was
digested with 30 units of restriction enzyme over-
night and the DNA fragments separated by elec-
trophoresis as described.”> DNA from A phage
digested with HindIII and labelled with [o-
32P]dCTP using T4 DNA polymerase®* was used as a
molecular weight marker.

DNA was transferred from the gel to nitrocellu-
lose as described by Southern.?> Human pro o2(I)
collagen cDNA" and genomic probes'® were nick
translated to a specific activity of at least 1x10%
cpm/ug using the nick translation kit and protocol
supplied by Bethesda Research Laboratories. The
procedure described by Jeffreys and Flavell?® was
followed for hybridisation of the DNA on the filters
to the labelled probes, with final stringency washes
of 0-1XSSC for genomic and 0-5xSSC for cDNA
probes, at 65°C (1xSSC buffer contains 0-15 mol/l
NaCl, 0-015 mol/l sodium citrate, pH 7-0). Auto-
radiography was for one to seven days at —80°C,
using Cronex Safety or Kodak X-Omat AR films,
backed by Fuji Mach 2 calcium tungstate intensify-
ing screens.

Results and discussion

POLYMORPHISM IN THE HUMAN PRO a2(1)
COLLAGEN GENE

A study of polymorphism in the human pro a2(I)
collagen gene of a South African population, the
Afrikaners,?> was undertaken. DNA was isolated
from randomly selected, apparently normal subjects
and restricted with eight different enzymes (EcoRlI,
HindIII, Pstl, Xbal, Taql, BamHI, Smal, and
Mspl). The probe used to detect pro a2(I) sequ-
ences was a recombinant plasmid, Hf-32, which
contains DNA sequences complementary to the 3’
half of the human pro o2(I) collagen gene,'’
including 1443 nucleotides coding for the pro a2(I)
triple helical domain and 597 nucleotides coding for
the C propeptides.”’ Only with the restriction
enzyme Mspl could a polymorphic site be detected
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FIG 1 DNA samples were digested with Mspl, blotted,
and hybridised to Hf-32,'* a human pro a2(1) procollagen
cDNA probe. Lane a is . DNA, digested with
Hindlll. Lane f shows the variant 2-1 kb fragment.

at a frequency high enough to warrant further
investigation.

MOLECULAR BASIS OF THE Mspl
POLYMORPHISM

Restriction with Mspl normally gives rise to six
fragments when probed with Hf-32 (fig 1). How-
ever, in some subjects, an additional fragment of 2-1
kb was detected (fig 1, lane f). This fragment did not
result from contamination of human DNA samples
with pBR322-like sequences, because it was found
in the DNA prepared from repeated blood samples
and was not detected when blots were probed with
nick translated pBR322.

An RFLP can result from the creation or elimina-
tion of a restriction site by base pair substitution or
modification, or from rearrangements of DNA
segments by insertions, deletions, or inversions.'?
The Mspl polymorphism does not appear to be
caused by gross rearrangement since restriction
analysis of DNA from persons with the variant using
other enzymes did not reveal any abnormal frag-
ments (data not shown).

The presence of the 2-1 kb fragment could not be
correlated with the loss of any restriction fragments
normally found after digestion with Mspl. However,
if a person was heterozygous for the polymorphism,
we would expect to see a difference in the intensity
of hybridisation of at least one of the other
fragments. Scans of the autoradiograph of normal
and variant Mspl patterns are shown in fig 2. The
appearance of the 2-1 kb variant fragment was
always accompanied by a decrease in the intensity of
the 1-6 kb band. However. the reduction in intensity
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FIG 2 Scan of normal and variant Mspl patterns from the
autoradiograph in fig 1. The position of the A HindlIl size
markers are indicated by vertical arrows.

was only about 25%, instead of the 50% expected
for heterozygotes. This result could be explained by
the presence of two 1-6 kb Mspl fragments originat-
ing from different regions of the pro a2(I) gene. In
order to test this hypothesis, and to localise further
the variant fragment, we hybridised blots with a series
of genomic subclones!® 2 corresponding to areas of
the gene covered by Hf-32. The location of these
subclones is shown in fig 3a. The four subclones used
(1-2kb, 1-5kb, 2-8A kb, and 4-0kb) are derived from
EcoRI fragments of these sizes in the 3’ half of the pro
a2(I) gene. The 1-6 kb Mspl band was detected with
the1-2kb,2-8 A kb, and4-0kbsubclones, whereas the
2-1 kb variant band hybridised to the 4-0 kb subclone
only (data not shown). The results indicate that a
1-6 kb Mspl fragment originates from sequences
spanning the adjacent 1-2 and 2-8A kb subclones, and
another 1-6 kb Mspl fragment is located within the
regionofthe gene encoded by the 4-0kbsubclone. The
homozygote for the polymorphism lacks the 1-6 kb
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Mspl fragment when screened with the 4-0 kb sub-
clone. Three genotypes were detected (table) using
the 4-0 kb subclone as a probe: 1-6 kb (+/+),
1-6/2-1kb (+/—), and 2-1 kb (—/-).

A series of double digests was carried out with
Mspl and EcoRI, HindlIII, or Xbal, in order to map
the polymorphism more exactly. The results are
summarised in fig 3b, which shows that the 2-1 kb
variant is caused by the loss of an Mspl site at the 5’
end of the 1-6 kb fragment. This site is about 4 kb
from the 3’ end of the gene, and is located near the
3’ end of intron 6.'° The loss of an Mspl site may be
caused by a base substitution within the recognition
sequence of the enzyme (5'-CCGG-3') or by
selective modification at the external cytosine of this
site. However, the pro a2(I)-Mspl pattern of DNA
isolated from fibroblasts (which produce type I
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FIG 3 (a) Restriction map of the genomic subclones of the
3" half of the human pro a2(I) procollagen gene. The 5’
end of the 2-8A kb EcoRI subclone is about 14 kb from
the 3' end of the gene. (b) Location of the polymorphic
Mspl site in the 4-0 kb subclone. The 4 kb EcoRI subclone
corresponds to 3 kb of sequence coding for the a chain
domain and 1 kb coding for the C propeptide.”” 27
Restriction sites: E=EcoRI; H=Hindlll; X=Xbal;
M=Mspl.

TABLE Frequency study of the Mspl RFLP in South African populations.

Genotypes Afrikaners ‘Cape Coloureds’ South African Blacks

Observed Expected Observed Expected Observed Lxpected
+/+ 22 229 2 225 28 27
+/— 11 92 8 69 1 285
—/= 0 0-9 0 0-5 | 0-08
n 33 30 30
Frequency of minor

0-13 0-05

allele () 0-17
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FIG 4 Family study showing the inheritance of the 2-1 kb
Mspl variant. + indicates the presence and — the absence of
the polymorphic Mspl site.

collagen) and white blood cells (which do not) is the
same. It therefore seems unlikely that there should
be differences in methylation at the polymorphic site
in different persons.

INHERITANCE OF THE Mspl RFLP
In order to establish the heritability of the RFLP, we
examined DNA isolated from first degree relatives
of a subject who showed the 2-1 kb fragment (fig 4).
The family was screened with the 4-0 kb subclone,
since homozygotes for the polymorphism would not
be detected using Hf-32 as a probe. Both parents are
heterozygous for the 2-1 kb Mspl variant, as are two
of the three sibs. The third child is homozygous for
the normal restriction fragment pattern. These
results are compatible with a simple Mendelian
mode of inheritance.

FREQUENCY OF THE Mspl POLYMORPHISM
The usefulness of a polymorphism as a genetic
marker depends on its frequency in a population.
An RFLP is considered ‘useful’ if the rarer allele has
a frequency of 0-10 or greater.'® The frequencies of
the Mspl polymorphism were determined in three
local populations, the Afrikaners who originated
from several regions of Western Europe, the so-
called ‘Cape Coloureds’, and the South African
Blacks,?? using the 4-0 kb EcoRI subclone as a
probe. The frequencies detected are presented in
the table. In the Afrikaner and ‘Coloured’ samples,
the frequency of the rare allele was 0-17 and 0-13
respectively, which suggests that it should prove a
useful marker in these populations. However, the
frequency of this polymorphism in the Blacks is
substantially lower (0-05). The polymorphism may
therefore be of European origin, and its relatively
high frequency in the ‘Cape Coloured’ population
may reflect the significant contribution made by
settlers from Western Europe to the genetic com-
position of this group.?

The table also shows the observed and expected
distribution of the RFLP in the three populations.
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There was no significant difference between these
values for any of the three groups (p=0-73, 0-61,
and 0-47 for Afrikaners, ‘Coloureds’, and Blacks
respectively).

Conclusion

The data presented here establish the existence of a
restriction fragment length polymorphism of re-
latively high frequency in the 3’ half of the human
pro a2(I) collagen gene of two South African
populations. The Mspl RFLP may provide a useful
genetic marker for studying inherited disorders of
connective tissue that are caused by abnormal
collagen structure or biosynthesis.

This approach has been used by Tsipouras et al/”®
who detected an EcoRI RFLP in the 5’ half of the
pro a2(I) gene, and demonstrated linkage between
the polymorphism and a dominant form of OI. The
Mspl and EcoRI RFLPs should complement each
other in such studies, since one polymorphism may
be informative in a family or parent in whom the
other is not. The use of multiple polymorphisms in
linkage studies has been clearly demonstrated by
Boehm et al,*! who were able to diagnose 86% of
cases of sickle cell disease or § thalassaemia with
RFLPs in the B globin gene region.

The human pro o2(I) collagen gene has recently
been mapped to chromosome 7q22,'* which is a
region of the genome where few polymorphic
markers have been observed. The Mspl RFLP
described in this report may therefore provide a
useful additional marker for inherited disorders
other than those involving collagen, should the
defective gene be linked to this locus.
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