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ABSTRACT
The human alpha satellite DNA family is composed of diverse,

tandemly reiterated monomer units of -171 basepairs localized to
the centromeric region of each chromosome. These sequences are
organized in a highly chromosome-specific manner with many, if
not all human chromosomes being characterized by individually
distinct alphoid subsets. Here, we compare the nucleotide
sequences of 153 monomer units, representing alphoid components
of at least 12 different human chromosomes. Based on the
analysis of sequence variation at each position within the 171
basepair monomer, we have derived a consensus sequence for the
monomer unit of human alpha satellite DNA which we suggest may
reflect the monomer sequence from which different chromosomal
subsets have evolved. Sequence heterogeneity is evident at each
position within the consensus monomer unit and there are no
positions of strict nucleotide sequence conservation, although
some regions are more variable than others. A substantial
proportion of the overall sequence variation may be accounted for
by nucleotide changes which are characteristic of monomer
components of individual chromosomal subsets or groups of subsets
which have a common evolutionary history.

INTRODUCTION

A general feature of most eukaryotic genomes is the presence
of highly repetitive DNA localized to the centric heterochromatin
of chromosomes (reviewed in 1,2). These sequences, commonly
referred to as satellite DNAs, consist of tandemly repeated

non-coding DNA. Although several possible functions have been
ascribed to constitutive heterochromatin and satellite DNA (2-4),
none has been conclusively demonstrated and the issue of function
remains unresolved.

In primate genomes, the centromeric region of chromosomes is
dominated by a diverse class of highly repeated DNA, alpha
satellite. These sequences, first identified in the genome of
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African green monkey (5,6) and subsequently in those of Old World

primates (7,8) and man (9,10), are based on tandemly reiterated
monomer units of -171 basepairs (bp). In the human genome, alpha

satellite DNA is located at the centromeric region of each

chromosome, constituting as much as 5% of the total genomic DNA.

Wu and Manuelidis (11,12) first described human alpha satellite
as a 340 bp repeat unit consisting of two diverged monomer

halves. However, as originally suggested by Manuelidis (13),

the dimer configuration is limited to only a subset of human

chromosomes and a majority of chromosomal subsets appear to have

other repeat organizations (14).

In recent years, there have been numerous studies concerning

human alpha satellite repeat units and their sequences (reviewed

in 15). Alpha satellite repeat units have isolated from a number

of human chromosomes, including chromosomes 1, 3, 6, 7, 8, 11,

13, 16, 17, 18, 20, 21, 22, X, and Y (see ref. 15 and Table 1 of

this study). In addition, the isolation and characterization of

several unassigned human alphoid repeats have been reported

(16-18). Analysis of the above sequences has revealed a high
degree of sequence heterogeneity within the alpha satellite DNA

family. Sequence variation between any two human alpha satellite

monomers is generally on the order of 20-40%.
Despite the extreme heterogeneity of human alphoid

sequences, several attempts have been made to derive a human

alpha satellite consensus sequence and to identify evolutionarily
conserved sequences within the monomer unit. However, in

previous studies the analyses have been based on sequences of a

single alphoid domain (generally of a single repeated restriction
fragment) and therefore may not be representative of alpha

satellite in general. To circumvent this bias, we have surveyed
the sequences of monomers which originate on at least 12 differ-
ent human chromosomes. We suggest, given the varied sources of

these sequences in the human genome, that their average or

consensus sequence may be representative of the DNA family as a

whole and may, therefore, reflect more accurately the sequence of

an ancestral alpha satellite monomer.
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SURVEY AND RESULTS

Sources of the alpha satellite monomer sequences

In this survey, we have compiled the nucleotide sequences of
153 alpha satellite monomer units from the human genome. This

includes all complete and independent sequences of cloned human

alpha satellite DNA described in the literature or known to the

authors as of June 1987. Multiple copies of highly homologous or

identical alpha satellite repeats and incomplete and/or ambiguous
sequences have not been included. In this way, we have attempted
to avoid any undue bias towards a particular monomer sequence.

Table 1 lists the sources of the monomer sequences included
in this survey. The monomer sequences have been grouped

according to their chromosomal origins and/or their presumed

evolutionary histories. The latter consideration is based on

monomer-monomer homologies, with evolutionarily related monomers

defining distinct homology groupings. An example of such a

relationship is among the monomers which define the pentameric
alpha satellite subsets of chromosomes 1, 11, 17, and X (19).

These monomers have been grouped into five homology groups

(designated groups A, B, C, D, and E), with monomers of a given
homology group being significantly more homologous to each other
than to monomers of other homology groups (19). Similarly, there

are numerous alphoid repeat units which are organized as dimeric
units consisting of diverged monomer components (designated
groups I and II) (12,20). Although the chromosomal distribution
of dimeric alpha satellite sequences is rather ill-defined at

present, one particular dimeric subset has been shown to be

specific for chromosome 7 (20,21), and it is likely that there

exist other specific chromosomal subsets based on the dimeric
configuration. In addition to the pentamer- and dimer-based
alphoid subsets, there are several subsets whose monomer compo-

nents belong to presently undefined homology groupings. These
include alphoid repeats from chromosomes 7 (a subset distinct
from the dimeric subset also found on this chromosome, ref. 20),

8, 18, 22, Y, a subset shared by 13 and 21, and several alphoid
repeats whose chromosomal distributions have yet to be establish-
ed (see Table 1 for references).

7551



Nucleic Acids Research

Table l - Sources of human alpha satellite sequences

Number of Homology
Chromosomea Clone monomers groups References

1 pSDl-l 11 A(3), B(1), 19,46
C(2), D(2),
E(3)

11 pLCllA 5 A(1), B(l), 19,47
C(1), D(l),
E (1)

17 pl7H8 16 A(5), B(2), 19,48
C(3), D(3),
E(3)

X pBamX7 12 A(2), B(2), 19,25,49,50
C(3), D(3),
E(2)

7 p7dl 2 I(1), II(1) 21
7 p7tl 4 I(2), II(2) 21
_b RI(340)-l' 14 I(14) 20
_b RI(340)-2' 17 II(17) 20
7 pMGB7 16 - 21
8 pJMl28 9 - A. Wyman, unpubl.

13/21 RI(680)21-208 4 - 51
13/21 Ll.26 5 - 24
18 L1.84 4 - 24
20 p3-4 .8 - J. Waye, unpubl.
22 p22/1:0.73 2 - 52
22 XI(1020)22-73 4 - 51
22 XI(1020)22-82 4 - 51
Y cosmid 97 7 - 53
- pC21 5 - 16
- pEl 4 - 18

a The alphoid subsets of human chromosomes 6 (54), 3 (15), and 16
(15) have also been described. However, since nucleotide
sequence data have not been reported, these chromosomal subsets
were not included in this survey.
b For the dimer sequences of unknown chromosomal origin, more
than 20 kb of sequence data have been reported (20). The dimer
sequences, RI(340) clones, have been divided into 20 groups based
on nucleotide sequence homology (20). For this survey, one
member from each group was included where complete monomer
sequences were available. This amounted to 14 monomers from the
front half of the dimers (1' or homology group I) and 17 monomers
from the back half of the dimers (2' or homology group II).
c The numbers in parentheses indicate the number of monomers
belonging to a particular homology group.

Ultimately, one would like to analyze the human alphoid
sequences at a chromosomal level and subsequently define monomer

homology groups, either chromosome-specific or shared between

evolutionarily related subsets of multiple chromosomes. Analysis
of nucleotide sequence variation both within and between differ-
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ent homology groups would provide a systematic approach to

evaluating the evolutionary history of human alphoid sequences.

Because such data are, at present, limited to the pentamer- and

dimer-based human subsets, we have included in this survey the

sequences of all known chromosomal subsets as well as two

unassigned alphoid repeat units whose sequences have been

reported (Table 1).

For most published sequences, the beginning and end of the

alphoid monomer units have been chosen to coincide with the

particular restriction endonuclease cleavage site that defines a

repeated fragment. As a result, numerous different frames have

been reported for alphoid monomers, complicating the task of

comparing different monomeric sequences. For this survey, each

monomer sequence has been rearranged to begin at a common point;
somewhat arbitrarily, for historical reasons, we have chosen the

position which corresponds to the HindIII cleavage site which
defines the prototype alpha satellite repeat unit of the African

green monkey genome (6). The monomer sequences, as arranged and

analyzed for this survey, are available on request from the

authors.

Derivation of a consensus human alpha satellite monomer sequence

To derive a consensus human alphoid sequence, we have

analyzed the nucleotide sequences of 153 monomer units and

determined the base distributions at each of the 171 positions
(Figure 1). A consensus base has been designated for those

positions at which a given base is represented at least three
times as often as the next abundant base. Otherwise the two most

dominant bases at the position are noted. The overall "strength"
of the consensus sequence is measured by the percentage of
monomers which are characterized by a consensus base at a given
position. At individual positions in the monomer unit, an

average of 88% (range 65% to 99%) of the 153 monomers are in
agreement with the consensus base designations.
Analysis of nucleotide sequence heterogeneity

In Figure 2, the base compositions have been individually
determined for each of the 16 different monomer "classes"
(homology groups, chromosomal subsets, and unassigned clones).
For a given monomer class, the circled numbers highlight posi-
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tions at which a significant proportion of the bases are differ-

ent from the consensus. This analysis reveals that much of the

nucleotide sequence heterogeneity may be accounted for by
nucleotide differences (relative to the consensus sequence) that

are distributed among the 16 monomer classes in a non-random

fashion. For example, at position 122 the vast majority of

monomers have a thymine residue (87%), yet 11/11 group A monomers

(pentameric) have cytosine at that position. Similarly, at

position 2 the dominant base is guanine (83%), yet 15/17 group I

monomers (dimeric) have thymine at that position. There are

indications that chromosome-specific variation may also be

widespread. For example, whereas the majority (82%) of monomers

have cytosine at position 9, each of the seven component monomers

anaylzed for the Y chromosome subset has guanine at that posi-
tion. Similarly, the alphoid repeat pC21 (unknown chromosomal

distribution) has guanine at position 83 in each of its five
monomers, whereas the majority (84%) of monomers from elsewhere
in the human genome have cytosine at that position. These and

other examples of class-specific sequence variation are

summarized in Figure 3.

There are 19 positions in the monomer for which unique
consensus bases could not be assigned, based on the criteria we

have used in this survey (see Figure 1). Examination of the base

compositions for the various monomer classes (Figure 2) indicates
that nucleotide heterogeneity is non-random and class-specific at

all of these positions. For example, at position 29 (G/T), 50%
and 35% of the monomers have guanine or thymine, respectively.
Of the monomer classes analyzed, however, only one (pEl) actually

has an equal incidence of guanine and thymine at position 29.

Another class (homology group B) is dominated by cytosine. The

majority of monomer classes are dominated either by guanine
(classes I, II, 7, Y, 13/21, 20, 22, and pC21; incidence of G=74,
A=4, T=8, C=6) or by thymine (classes A, C, D, E, 8, and 18;

incidence of G=4, A=3, T=42, C=2). Base distributions among the

different monomer classes are class-specific at the other

dimorphic positions also (Figure 2). In this respect, the 19

dimorphic base positions may be viewed as positions characterized
by multiple, alternate consensus bases.
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Fiaue 2- Analysis of nucleotide sequence heterogeneity in the
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183 CTA6ACA GAAG CAT TCT 8A

9 CA GAAA C T TCTTT GTGATG6ITT6ATTCAAC 39

40 TCACAGAGTT GAAC AcT cCTTTT 6ATAGAG 89

70 CAGTT T GAAA CAC TCTTTTT GTAGAAT 97

98 CTGCAAGTG AAG TTTGGAgCC CTTT GAGG CTET 131

132 TCG6G6AAA6GAAA TA TCTT CA;ATAAAA_ 162

Notif TCT
n

Figure 4 - Subrepeats within the human alpha satellite monomer
unit. The sequences of four putative subrepeats and two more
distantly related repeats are shown. The numbers indicate the
positions of each repeat within the monomer consensus sequence.

The distribution of non-consensus and dimorphic base
positions (as defined for Figures 1 and 2) has been used to
assess the degree to which particular bases have been "conserved"
at various positions in the monomer unit. As summarized in
Figure 3, it appears that these positions are more or less

uniformly distributed throughout the monomer unit, although the
apparent concentration of dimorphic positions in the region
109-166 may be notable. There are 78 positions at which the
overall consensus base is the consensus base for each of the 16
classes of monomers analyzed (Figure 3, bottom). There are no
extended regions of striking sequence conservation within
the monomer; the longest stretch of sequence uninterrupted by
any non-consensus or dimorphic base position is only 5 bp
(extending from positions 77-81 of the monomer unit) (Figure 3).
Within this region are found two bases (positions 78 and 79) with
the least variation of all monomer positions (-99% homogeneity in
each case).
Internal sequence redundancy of the 171 bR alRha satellite
monomer unit

It has been proposed that the tandem expansion of short
oligonucleotide sequences can lead to the formation of longer
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repeat lengths which eventually come to represent the fundamental

unit of tandem repitition for a given satellite DNA (2,22). With
respect to alpha satellite, there are conflicting views as to

whether the 171 bp unit has evolved from the tandem reiteration
of a shorter sequence. Some reports have noted the presence of

short direct repeats within the monomer unit (23,24) whereas

others have found no compelling evidence for internal sequence

redundancy (6,12). Considering the substantial degree of

sequence heterogeneity among members of the human alpha satellite
DNA family (see above), it is unlikely that the analysis of

individual monomer sequences could adequately address the

possibility of internal sequence redundancy. Instead, analysis
of the consensus monomer sequence may provide a more meaningful
approach towards resolution of this issue.

We have searched the consensus monomer sequence for direct,
internally repeated oligonucleotide sequences. Four diverged
repeats were found, each related by one or more mutations to the

sequence motif GAAAC(A/T)TTCTn (Figure 4). Two additional
regions in the consensus sequence (positions 107-123 and 137-155)
also appear to be loosely related to this motif and to each other

(Figure 4). Based on the existence of these six repeats through-
out the monomer unit, we propose that the 171 bp monomer may have

evolved from a primordial oligonucleotide sequence, similar to

the identified motif. Models based on consecutive rounds of

unequal crossing-over between tandemly arranged short repeats to

explain the generation of a longer repeat have been presented
(22,23).

DISCUSSION
Significance of a consensus human alpha satellite sequence

Alphoid DNA, defined as tandemly repeated -171 bp units
which bear appreciable homology to the prototype human (12) or

African green monkey (6) consensus monomer sequences, has been

detected in the genomes of most primates (7,8). Assuming that

the alphoid sequences of all primate species have a common

evolutionary beginning and given the likely chromosomal phylo-

genies of various primate karyotypes, it follows that the monomer

unit originated early in the course of primate evolution and that
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the various human alpha satellite DNA subsets considered here

originated from multiple ancestral repeats which were already
distributed among different chromosomal domains before the
evolutionary divergence of individual primate species (and
karyotypes) (15). Given these considerations, it is not unrea-

sonable to propose the existence of a monomer sequence from which
all contemporary primate (and thus human) alphoid sequences have
evolved. It is our contention that a consensus sequence derived
from representative human alphoid sequences may accurately
reflect the sequence of such an evolutionary precursor.

In this report, we have analyzed the sequences of human

alpha satellite monomers from at least 12 different chromosomes
and derived a consensus human alpha satellite sequence. Approxi-
mately one half (81/153) of the monomers surveyed belong to one
of seven different homology groups (A, B, C, D, E, I, and II).
The remaining monomers have yet to be categorized in this
fashion, yet ultimately may define other homology groups. The
survey is, therefore, somewhat biased toward the pentamer- and
dimer- based human alphoid sequences. However, the pentameric
subsets are found on four human chromosomes (19) and dimeric
sequences are thought to reside on at least eight different
chromosomes (13, our unpublished results). Given the relative
abundance of these subsets, the bias in this survey may, in fact,
be justified as reflecting the representation of particular
sequences in the genome. The consensus is apt to change as new

sequences are reported; such changes will likely involve the

designation of additional dimorphic positions or the clarifica-
tion of existing ones.

Consensus alpha satellite sequences have been reported
previously for human (12,19,25,26) as well as other primate
genomes (6,23,27-29). However, many of these were based on cloned
monomers from single chromosomes (25) or related subsets (19) or
were based on the sequences of uncloned restriction fragments
(e.g., a purified 343 bp BamHI fragment of the baboon genome,
ref. 23) and, as such, may not be representative of the total
alphoid sequences in those genomes. Indeed, a number of studies
have indicated that the alphoid sequences of non-human primate
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genomes are also heterogeneous and may be organized as distinct

chromosomal subsets (7,30,31). Considering the diverse nature of
human alpha satellite and the probable complexity of these

sequences in other primate genomes, one would not expect compari-

sons between the sequence of a single repeated fragment (of

unknown genomic distribution or chromosomal location) from one

species and a consensus sequence from another species to reveal

regions of striking sequence conservation or divergence not

evident from the derivation of the consensus sequence itself.
Indeed, comparisons of the human consensus sequence derived here

with the limited primate sequences available (see Pike et al.,

ref. 27), including the prototype AGM monomer sequence (6), were

unremarkable.

In contrast to the above, the analysis of representative
chromosomal subsets from various primate genomes may be more

meaningful. Not only would this provide information on the

evolution of specific ancestral chromosomal subsets, it would

ultimately provide a data base necessary for the derivation of

true consensus sequences for different primate alphoid DNAs. In

theory, comparisons among the derived consensus sequences of

homologous alphoid subsets from each primate genome could then be

used to generate an overall consensus primate sequence for that

alpha satellite subset(s).
In addition to the proposed evolutionary significance of the

alphoid consensus sequence, the consensus may be of practical use

for the identification, characterization and alignment of alphoid
DNAs (15). Previously, human alphoid sequences have been

designated as such based on "significant" nucleotide sequence

homology with the dimer consensus sequence of Wu and Manuelidis
(12). In some cases, low levels of sequence identity (70-75%)
with the dimer consensus have been taken as an indication that a

particular repetitive DNA is non-alphoid. Consequently, "new"

repetitive DNA families have emerged in the literature (e.g. the

"Sau3A family", ref. 26). We suggest that use of the consensus

sequence presented here may prevent further ambiguities pertain-
ing to the identification and designation of alphoid repetitive
DNAs.

A basis for alpha satellite nucleotide sequence heterogeneity
In this survey, we have attempted to determine the basis for
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the high degree of nucleotide sequence variation observed within
the human alpha satellite DNA family. We have derived a consen-

sus human alpha satellite sequence and demonstrated that varia-
tion from this sequence is non-random. The data are consistent
with a model based on the largely independent recent evolution of

alpha satellite DNA on heterologous chromosomes. This notion is
supported by the observation that many of the non-consensus bases

are specific for individual chromosomal subsets (see Figures 2

and 3). The pentamer-based subsets of chromosomes 1, 11, 17, and

X may represent variation upon the theme of chromosome indepen-
dence, whereby an ancestral pentameric repeat has become disper-
sed among these chromosomes and subsequently evolved in a

chromosome-independent manner (see further discussion in refs. 15

and 19). Similarly, it seems reasonable to propose that the

various dimeric subsets also share a common origin and have

evolved in a chromosome-specific manner after dispersal to

multiple human chromosomes.

Evolutionary origins of the alpha satellite monomer unit
Our analysis of the consensus human alpha satellite sequence

indicates that it may have evolved from a shorter oligonucleotide
sequence which became tandemly arranged in -171 bp blocks. We

note the presence of at least four diverged internal repeats,
each related to the sequence motif GAAAC(A/T)TTCTn (Figure 4).
Although there is a high degree of sequence variability among

these shorter repeat units, this may merely reflect the length of

time involved in the formation of the "original" primate alpha
satellite monomer unit from the shorter repeat units (12,23).
There are several other examples which illustrate a concept of

repeat construction beginning with simple oligonucleotides and

building towards complex higher-order repeat units. Most

notably, the -240 bp satellite repeat of mouse (22) and the 1.715

and 1.706 g/cm3 bovine satellites (32,33) are thought to have
evolved from the progressive expansion (amplification) of shorter

sequences. During the expansion process, the shorter sequences
would be expected to accumulate base changes and, in time, to

lose their sequence identity. The larger repeat units ( 171 bp
monomers and multimeric higher-order repeat units in the case of

alphoid DNA) represent more recent units of amplification/
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fixation and hence are the most recognizable units of tandem

repetition.
Nucleotide sequence conservation

One motivation for the comparison of different alphoid

sequences is the identification of "conserved" sequences which

may be of functional significance. In particular, previous
studies (17,24,25,27) have focused on the sequences which

correspond to three protein-binding domains within the African
green monkey (AGM) monomer unit (34). These studies have

indicated conservation of some or all of these domains in primate
species. However, as discussed above, the sequences used to

address this issue may only represent a portion of the alphoid
subsets and thereby understate the degree of sequence divergence
associated with the alphoid sequences of any given species.

Alpha-protein is an HMG-like nuclear protein isolated from

cultured AGM cells that has been shown to bind to three regions
of the AGM monomer unit (34) and, more generally, to any AT

stretches of at least 6 bp length (35). The regions of the

consensus human sequence extending from positions 30-39, 106-115,

and 143-152 correspond to the AGM alpha-protein binding domains

I, II, and III, respectively. Binding region I, represented by
the sequence TTAATTCATC in AGM, is substantially different in the

consensus human monomer sequence [TG (T/C) ATTCAAC] . Analysis of

the 153 monomer sequences reveals that the AT stretch has not

been conserved at this position. In fact, only 2/153 monomers

have a 6 bp AT stretch in this region. Similarly, regions which

correspond to binding domains II and III (GGA(T/C)ATTTGG and

G(G/A)AATATCTT, respectively) have not been strictly maintained.
However, each does contain a 6 bp AT stretch in a significant
proportion of the monomers surveyed (40% and 39%, for domains II

and III, respectively). At present, the significance of these

observations is unclear. Assuming that there exists a human

alpha-protein with binding specificity similar to that of the AGM
protein, one might predict that it would not bind to the same

regions of human monomers as previously demonstrated for AGM

monomers, particularly in the case of region I. Certainly, it
would be of interest to determine if such a protein exists and

what, if any, its binding specificity is with respect to differ-
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ent subsets of human alpha satellite DNA.

The centromeric location of alphoid sequences on each human
chromosome has prompted speculation that these sequences (and, by
analogy, the satellite sequences found at the centromeres in most
higher eukaryotes) may be components of functional centromeres.
Limited, yet statistically significant sequence homology has been
reported between various satellite DNAs (including the prototype
human alpha dimer, ref. 12) and the sequences of functional
centromeres in the yeast Saccharomyces cerevisiae (36). Recent-
ly, it has been reported that p82H (37), a cloned alphoid
sequence which corresponds to a low-copy domain localized to

human chromosome 14 (38), exhibits a degree of sequence related-
ness with the centromeric sequences of S. cerevisiae (39).
However, the regions of homology are not extensive and their
significance may be questionable given the interchromosomal
variability of S. cerevisiae centromeric sequences (40-43) and
the observation that the functional centromeres of S. cerevisiae
differ considerably in their sequence and complexity from those
of the fission yeast Schizosaccharomyces pombe (44,45). Indeed,
the region of the consensus previously (39) implicated as being
similar to the yeast centromere DNA element I (positions 39-46)
does not appear to be particularly conserved among the monomers
examined in this survey.

Lastly, there have been numerous observations of inverted
repeats in alphoid DNAs (6,17,23,24). Although no specific
functional properties have been associated with such regions,
their incidence appears to be a general feature of alphoid DNAs.

In the consensus sequence, the most compelling region of symmetry
is an imperfect inverted repeat that extends from positions
18-47. Other, less extensive regions of symmetry exist
throughout the monomer. It should be noted, however, that these
regions of dyad symmetry appear not to have been "conserved" in
the different alphoid subsets, i.e. chromosome- or group-specific
changes have not occured in a compensatory manner (see Figure 2,
positions 18-47). Like other features of alpha satellite monomer
sequences, these observations may be more relevant to the evolu-
tion of these sequences rather than their possible function(s).
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