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Genetic screens in zebrafish (Danio rerio) have isolated mutations in hundreds of genes with essential functions.
To facilitate the identification of candidate genes for these mutations, we have genetically mapped 104 genes
and expressed sequence tags by scoring single-strand conformational polymorphisms in a panel of haploid
siblings. To integrate this map with existing genetic maps, we also scored 275 previously mapped genes,
microsatellites, and sequence-tagged sites in the same haploid panel. Systematic phylogenetic analysis defined
likely mammalian orthologs of mapped zebrafish genes, and comparison of map positions in zebrafish and
mammals identified significant conservation of synteny. This comparative analysis also identified pairs of
zebrafish genes that appear to be orthologous to single mammalian genes, suggesting that these genes arose in a
genome duplication that occurred in the teleost lineage after the divergence of fish and mammal ancestors. This
comparative map analysis will be useful in predicting the locations of zebrafish genes from mammalian gene
maps and in understanding the evolution of the vertebrate genome.

A powerful combination of genetics and embryology
has established the zebrafish (Danio rerio) as an impor-
tant model organism for the analysis of vertebrate de-
velopment, physiology, and behavior. Genetic screens
have identified mutations in >600 genes with essential
functions in the embryo (Driever et al. 1996; Haffter et
al. 1996). The transparency and external development
of the embryo allow exquisite manipulations, such as
dye-labeling, transplantation, and in vivo time-lapse
imaging, that illuminate the function of mutated
genes at the cellular level (Kimmel 1989; Schier and
Talbot 1998). Moreover, molecular analysis of ze-
brafish mutations has revealed new genes and gene
functions (Postlethwait and Talbot 1997; Schier and
Talbot 1998). This emphasizes both the potential of
the system and the need to develop strategies and in-
frastructures that will facilitate the cloning of genes
defined by zebrafish mutations.

Three approaches have been used to clone mutant
loci in zebrafish: insertional mutagenesis, positional
cloning, and the candidate approach (Postlethwait and
Talbot 1997; Beier 1998). The candidate approach has
been used most widely, and >10 loci have been cloned
as candidates identified by criteria such as expression
pattern and map position (e.g., Schulte-Merker et al.

1994; Talbot et al. 1995; Brand et al. 1996). Zebrafish
cDNA sequencing projects will enhance the candidate
approach by generating expressed sequence tags (ESTs)
that correspond to many new genes. Expression analy-
sis and mapping can then assess these genes as candi-
dates for mutations. As more genes are localized, map-
ping a mutation becomes an effective method to test
many candidates in parallel. Thus construction of gene
maps for zebrafish will accelerate the molecular analy-
sis of mutations by providing a large pool of candidates
that can be efficiently evaluated with straightforward
mapping experiments.

A recent study reporting the map locations of 144
zebrafish genes provided a basis for comparing the ge-
nomes of zebrafish and mammals (Postlethwait et al.
1998). Analysis of zebrafish and mammalian gene
maps revealed extensive conservation of synteny—
genes that are on the same chromosome (syntenic) in
zebrafish tend to have syntenic orthologs in mouse
and human. This finding raised the possibility that
comparative analysis may predict the positions of ze-
brafish genes from mammalian gene maps. Mapping of
additional genes will enhance comparative mapping
by (1) identifying the locations and borders of seg-
ments of conserved synteny, and (2) determining the
extent to which gene order is maintained within a con-
served syntenic segment.

We have determined 104 new map positions of
zebrafish genes by scoring single-strand conforma-
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tional polymorphisms (SSCPs; Brady et al. 1997; Förn-
zler et al. 1998) in a haploid mapping panel. To allow
straightforward comparison between our map and
those produced with other crosses (e.g., mutant map-
ping crosses), we also scored 53 previously mapped
genes (Postlethwait et al. 1998) and 217 simple se-
quence length polymorphism (SSLP; Knapik et al.
1998) markers in our mapping panel. These map posi-
tions define new candidates for mutations, and phylo-
genetic analysis of mapped genes defines new regions
of conservation between zebrafish and human.

RESULTS
Map Construction

To construct a zebrafish linkage map, we scored a total
of 390 PCR-based genetic polymorphisms in a map-
ping panel comprised of 48 individual haploid prog-
eny of a Tü 2 TL female. These polymorphisms in-
cluded 105 SSCPs from fully sequenced cDNAs and
ESTs (of which 104 were mapped, see below) that de-
fined previously unmapped genes (Fig. 1; Table 1). We
also developed SSCPs to map 10 sequence-tagged sites
(STSs) derived from genomic clones in BAC, PAC, and
YAC vectors and other sequences (Table 2). To allow
comparison between our map and others constructed
with different crosses, we analyzed 275 previously
mapped markers in our mapping panel. Of these mark-
ers, 217 were SSLPs (Knapik et al. 1998), 53 were SSCPs
linked to previously mapped genes (Table 1), and 5
were STSs associated with cloned random amplified
polymorphic DNAs (RAPDs) (Table 2).

By linkage analysis and reference to previous maps
(Knapik et al. 1998; Postlethwait et al. 1998), we or-
dered 389 of the 390 polymorphisms into a map with
25 linkage groups, each representing one zebrafish
chromosome (Fig. 2). The map contains 25 gaps whose
supporting lod score is <3, which corresponds to a gap
of 23 cM or greater for a mapping panel of 48 haploid
individuals. All of these large gaps were flanked by pre-
viously mapped markers, allowing the positions and
approximate sizes of the gaps to be determined from

previous maps. The 389 markers occupied a total of
273 unique map positions, or bins (average of 1.42
marker/bin), where markers in each bin are separated
from markers in other bins by at least one crossover.
The linkage groups in the map encompassed 2894 cM,
using the Kosambi mapping function to estimate the
number of double-crossovers (2640 cM with no map-
ping function). This corresponds to 99% coverage of
the genome, using 2900 cM as the total length of the
female meiotic linkage map (Postlethwait et al. 1994;
Johnson et al. 1996). Accordingly, we were able to as-
sign map positions to 114 of the 115 new polymor-
phisms we developed, as these showed significant link-
age (lod > 3.0) to a previously mapped gene or SSLP
marker.

Error Analysis

As one method to assess the error frequency in our data
set, we identified double crossovers in short intervals,
which occur rarely and are thus likely to represent mis-
scored genotypes. Among 18,230 individual genotype
assays (an average of 46.9 scorable individuals/locus
for the 389 mapped loci), there were only two double
crossovers in intervals of 20 cM or less, suggesting the
error rate in the data set is <0.1%. There were 20 addi-
tional double crossovers in regions >20 cM, an interval
large enough to contain bona fide double crossovers.
Because each crossover in the data set adds ∼2.1 cM to
the length of the map, the 22 total double crossovers
have only a modest effect on the length of the map,
expanding it by ∼92 cM.

Another measure of reliability derives from a com-
parison of map assignments for markers common to
our map and previous ones. There is very good overall
agreement in the marker order shown in Figure 2 and
orders reported previously by Postlethwait et al. (1998)
and Knapik et al. (1998). For example, 21 of 25 linkage
groups show perfect agreement in the order of 214
SSLPs and 50 genes. For two linkage groups (LG 6 and
LG 17), two pairs of markers (z1138/z3581 and otx1/
pax9, respectively) are inverted with respect to their
published positions. These are pairs of tightly linked

markers whose assigned positions could be
altered by one or a few genotyping errors in
one of the data sets. Alternatively, these dis-
crepancies could reflect differences in the
strains used for the various maps. The other
descrepancies were markers z3054 (LG 1)
and wnt4 (LG 11), which were assigned to
different positions (LG 10 and LG 15, re-
spectively) in previous maps. We confirmed
that wnt4 mapped to LG 11 in our cross by
scoring polymorphisms amplified with a
total of three independent primer pairs.

Whereas there was good overall agree-
ment of marker order, there were clear dif-

Figure 1 Examples of polymorphisms scored in the 48 individual haploid sib-
lings (lanes 1–48) that comprise the mapping panel. (A) SSCP derived from EST
AA494741. (B) SSLP marker z1273 (Knapik et al. 1998).
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Table 1. Genes and ESTs Mapped by SSCP
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Table 1. (Continued)

Map position references: (a) This paper; (b) Postlethwait et al. (1998); (c) Förnzler et al. (1998); (d) Fekany et al. (1999); (e) Fisher et
al. (1997); (f) Feldman et al. (1998). Primers for loci with no accession number were described by Postlethwait et al. (1998), except
for smad2, smad4, and smad5, which were derived from our unpublished data (H.I. Sirotkin; A. F. Schier; and W.S. Talbot). The WHN
gene was not significantly linked to other markers in the data set, and its position is currently unknown (UNK). Human and mouse map
positions were obtained from the OMIM (http://www3.ncbi.nlm.nih.gov/OMIM/) and MGD (http://www.informatics.jax.org/
maptools.html) databases, respectively.
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ferences in distances between our map and others, par-
ticularly the microsatellite map (Knapik et al. 1998).
This can be seen in total length (2894 vs. 2350 cM) and
most strikingly in particular regions. For example, two
markers on LG 20, z3211 and z20046, are separated by
39 cM in our map but only 10 cM in the microsatellite
map (Knapik et al. 1998). Differences of this magnitude
reflect more than statistical variation, because the stan-
dard error for markers separated by 10 cM in our map
is 4.2 cM and the 95% confidence interval is 2.9–21.3
cM. Sex-based differences in meiotic recombination
could be a factor, as the microsatellite map was sex-
averaged (Knapik et al. 1998) whereas our haploid map
monitors only female meiosis. Whatever the cause of
these differences, it is clear that one must be cautious
in using marker distances in one cross to infer dis-
tances in others, although marker orders are readily
comparable between maps.

Comparative Analysis

Previous work identified regions of synteny conserved
between zebrafish and mammals (Postlethwait and
Talbot 1997; Postlethwait et al. 1998). To investigate
conservation of synteny in light of the additional
mapped genes, we examined locations of zebrafish
genes and their counterparts in mouse and human.
Using the BLAST family of search programs (Altschul et
al. 1997), we identified mammalian sequences signifi-
cantly similar to zebrafish genes for which sequence
and map location were available from this and previ-
ous studies (see Methods for description of search cri-
teria). To determine which homologous sequences are
likely to represent mammalian orthologs of zebrafish
genes, we constructed phylogenetic trees using the
CLUSTALX program (Thompson et al. 1997). Because
they are descended from the same gene in the last com-

mon ancestor of two species, orthologs share a termi-
nal branch of a phylogenetic tree. For example, in the
tree shown in Figure 3A, human cadherin 11 is more
closely related to zebrafish ventral neural cadherin (vn-
cad; Franklin and Sargent 1996) than to any other
known human sequence. Thus, human cadherin 11 is
the likely ortholog of zebrafish vn-cad. Phylogenetic
analysis identified 134 human and 152 mouse genes
that are probable orthologs of mapped zebrafish genes
(Tables 1 and 3). There were 18 cases, such as that
shown in Figure 3B, in which two zebrafish genes ap-
peared to be orthologous to a single mammalian gene
(Table 4; see also Stock et al. 1996; Pfeffer et al. 1998;
Sefton et al. 1998; references corresponding to Gen-
Bank accession nos. in Table 4). Conversely, we noted
three cases in which two mammalian genes appeared
to be orthologous to a single zebrafish gene. Some of
these cases may be resolved with the discovery of ad-
ditional genes in zebrafish or mammals, but many are
likely to represent true cases of extra genes, as we con-
sider further in the Discussion.

By comparing the map locations of orthologous
genes, we identified syntenies conserved between ze-
brafish and mammals (Table 5; Fig. 4). Each point in
the Oxford grid shown in Figure 4A represents a pair of
orthologous genes plotted by map location in zebrafish
and human. Bins occupied by more than one point
indicate cases in which orthologous genes are syntenic
in both species. Of 124 genes mapped in both zebrafish
and human, 79 genes are located in a bin containing
two or more points, defining a total of 28 conserved
syntenic groups. The observed clustering is greater
than that predicted by a random Poisson distribution
(Fig. 4A; see Methods for calculation). This confirms
and extends the observation (Postlethwait et al. 1998)
that syntenic genes in zebrafish tend to have orthologs

Table 2. Mapped STSs

Map position references: (a) This paper; (b) Talbot et al. (1998); (c) Schier et al. (1997); (d) Zhang et al. (1998).
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Figure 2 Genetic linkage map of the zebrafish genome. Shown are the positions of 389 markers genotyped on a single mapping panel
consisting of 48 haploid zebrafish embryos. The map includes 157 gene and EST markers, 15 STS markers, and 217 SSLP markers. The
SSLPs, which are designated as “z” and “gof” markers, are described in Knapik et al. (1998) and Goff et al. (1992), respectively. ESTs with
mammalian orthologs are named by their human counterparts. ESTs with no clear orthology are named by their GenBank accession nos.
Primer sequences and GenBank accession nos. for mapped genes, ESTs, and STSs are shown in Tables 1 and 2. Linkage group nomen-
clature and orientation follows Postlethwait et al. (1998).
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that are on the same chromosome in human. Figure 4B
shows a similar analysis of synteny conserved between
zebrafish and mouse. This zebrafish–mouse compari-
son identified 28 conserved syntenic groups involving
73 of 135 genes examined. Figure 4C shows a human–
mouse Oxford grid compiled from the same set of
genes used for the comparisons with zebrafish in Fig-
ures 4A and 4B. Seventy-seven of the 103 genes
mapped in both human and mouse fall into 21 con-
served syntenic groups.

DISCUSSION
We have localized 104 zebrafish genes and ESTs within
a framework map derived from 275 previously mapped
genes, STSs, and SSLPs. This work increases the total
number of mapped zebrafish genes to >250, represent-
ing a majority of zebrafish genes for which full-length
cDNA sequences are available. These genes can now be
efficiently tested as candidates for mutations. Further-
more, the localization of these genes advances the
comparison of the zebrafish genome with those of
other vertebrates.

Mapping the Correspondence Between Zebrafish
and Human Genomes

By comparing the map locations of zebrafish genes and

their mammalian counter-
parts, Postlethwait et al. (1998)
discovered that syntenic genes
in zebrafish tend to be syn-
tenic in mammals. We have
further analyzed the conserva-
tion between zebrafish and
mammalian genomes, consid-
ering the map locations re-
ported here and in previous
work. With the increase in
gene number, we have identi-
fied eight new syntenic groups
conserved between zebrafish
and human and added from
one to three genes to each of
six previously recognized
groups. The human–mouse
comparison (Fig. 4C) compiled
with the same genes used for
the zebrafish analysis suggests
that conservation between hu-
man and mouse extends over
larger intervals than between
human and zebrafish: The av-
erage human–mouse segment
contains more genes (3.7) than
the average human–zebrafish
segment (2.8). Additional

mapping experiments are needed to better evaluate pa-
rameters important for comparative mapping, such as
the size of the average segment and the extent to
which gene order is maintained within conserved seg-
ments.

Despite the current uncertainties surrounding
these parameters, the recent molecular analysis of the
you-too (yot) locus illustrates the utility of comparative
mapping (Karlstrom et al. 1999). Genetic mapping lo-
calized the yot locus to LG 9, which is homologous to
human chromosome 2 (Fig. 4A; Postlethwait and Tal-
bot 1997; Postlethwait et al. 1998). This, together with
phenotypic analysis of yot mutants, suggested the hu-
man chromosome 2 gene gli2 as a candidate for yot. As
predicted by the zebrafish–human comparison, the ze-
brafish ortholog of gli2 mapped to LG 9 and was found
to be disrupted in yot mutants (Karlstrom et al. 1999).
This example suggests that comparative mapping will
be useful in identifying candidate genes for other ze-
brafish mutations.

Genome Duplications and Vertebrate Evolution

The important role of genome duplication in the evo-
lution of the vertebrates was recognized by Ohno
(1970), who postulated that divergence of duplicated
genes resulting from tetraploidization events drives the

Figure 3 Phylogenetic analysis of zebrafish protein sequences for (A) vn–cadherin and (B)
BMP2a and BMP2b. CLUSTALX was used to display the relationships of zebrafish gene products
and their homologs in other organisms, as described in the text. Numbers at nodes represent
bootstrap support for 1000 replications. NCBI protein sequence ID numbers for the proteins
shown are human cad6 (1705545), chicken cad6 (2134302), frog cad11 (3377485), chicken
cad11 (3511021), mouse cad11 (1705549), human cad11 (1377894), zebrafish vn-cad
(1345125), human cad8 (1705547), mouse cad8 (3023433), rat cad8 (2804294), fly Dpp
(118409), chicken BMP2 (2501173), mouse BMP2 (1345611), human BMP2 (115068), frog
BMP2 (115070), zebrafish BMP2b (2804175), zebrafish BMP2a (2149148), zebrafish BMP4
(2804177), frog BMP4 (399122, chicken BMP4 (2501175), human BMP4 (115073), and mouse
BMP4 (461633).
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emergence of new gene functions. At least
two genome duplications occurred early
in the evolution of vertebrates (for review,
see Holland and Garcia-Fernàndez 1996;
Sidow 1996). Analysis of chordate ge-
nomes reveals a fourfold increase in the
number of genes and members of gene
families in mammals relative to the
cephalochordate amphioxus. For ex-
ample, tetrapods have four paralogous
Hox complexes whereas amphioxus has
only one (excluding the ParaHox com-
plex, which is thought to have arisen very
early in the evolution of animals; Brooke
et al. 1998). These paralogous genes de-
rived from genome duplications (rather
than multiple independent tandem du-
plications), because mapping studies
show that paralogous genes often reside
in duplicated chromosomal segments
(Morizot 1990; Lundin 1993; Amores et
al. 1998; Postlethwait et al. 1998).

Examination of teleost genomes has
provided insight into the timing of these
duplications. Mammalian genes and
chromosomal segments have identifiable
orthologs in zebrafish and other teleosts,
indicating that these genes were formed
by duplications predating the divergence
of ray- and lobe-finned fishes, the lin-
eages leading to extant teleosts and tetra-
pods, respectively (Morizot 1990; Holland
and Garcia-Fernàndez 1996; Sidow 1996;
Postlethwait et al. 1998). Unexpectedly,
these studies have also revealed that tel-
eost gene families often contain more
members than the corresponding families
in tetrapods (for review, see Wittbrodt et
al. 1998). For example, zebrafish have ex-
tra genes in the hox, dlx, msx, engrailed,
hedgehog, pax, otx, and bmp gene families
(Ekker et al. 1992, 1995, 1997; Mori et al.
1994; Stock et al. 1996; Martinez-Barbera
et al. 1997; Amores et al. 1998; Pfeffer et
al. 1998; Force et al. 1999).

Mapping experiments provide in-
sight into the origins of these extra genes
in teleosts. Because extra zebrafish genes
are dispersed throughout the genome,
rather than clustered with related genes, it
seems that zebrafish gene families were
not expanded by widespread tandem du-
plication (Postlethwait et al. 1998; this pa-
per). Instead, there are some cases in
which syntenic zebrafish genes have extra
paralogs that are also syntenic. For ex-

Table 3. Orthologs of Other Mapped Zebrafish Genes

Mammalian orthologs of previously mapped zebrafish genes were identified by
the systematic phylogenetic analysis described in the text. The map positions of
these genes were reported by Postlethwait et al. (1998). Human and mouse map
positions were obtained from the OMIM (http://www3.ncbi.nlm.nih.gov/
Omim/) and MGD (http://www.informatics.jax.org/maptools.html) databases,
respectively.
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ample, bmp2a and snap25b are located on LG 17, and
the corresponding extra genes, bmp2b and snap25a, are
both located on LG 20. This supports the view
(Postlethwait et al. 1998; Wittbrodt et al. 1998) that
these extra genes resulted from a genome duplication.
Future mapping studies will address this issue further,
as more zebrafish genes in families with expanded
membership are localized.

If extra genes in zebrafish are the products of a
genome duplication, when did this occur? One possi-
bility is that three genome duplications occurred prior
to the divergence of ray- and lobe-finned fishes. Ac-
cording to this model, zebrafish genes outnumber their
mammalian counterparts because duplicate genes were
lost at a higher frequency in the tetrapod lineage. Al-
ternatively, an extra genome duplication occurred in
the fish lineage after it diverged from the tetrapod lin-
eage. Phylogenetic analysis can distinguish between
these possibilities, as shown in Figure 5. The products
of a duplication after divergence would be equally re-
lated to a single element (i.e., a gene or chromosomal
segment) in the nonduplicated lineage (Fig. 5A). In
contrast, if a shared genome duplication was followed
by differential loss of paralogs, then one of the extra
paralogs in the high-retention lineage would be more
closely related to the surviving paralog in the other
lineage (Fig. 5B). Our phylogenetic analysis of ex-
panded zebrafish gene families identified 11 clear cases
of mammalian genes equally related to two zebrafish
genes (the relationship schematized in Fig. 5A) and
only 4 cases in which one of the extra zebrafish genes

appeared to be more closely related to the mammalian
gene. Thus our comparative analysis of the zebrafish
gene map supports the view based on detailed analysis
of zebrafish hox clusters (Amores et al. 1998) that the
lineage leading to zebrafish underwent a genome du-
plication after the divergence of ray- and lobe-finned
fishes.

It is likely that this extra genome duplication is
not a recent evolutionary occurrence, and it may pre-
date the radiation of teleosts. The genomes of other
teleosts, including pufferfish (Fugu rubripes) and
medaka (Oryzias latipes), also have extra genes (for re-
view, see Wittbrodt et al. 1998), suggesting that the
duplication preceded the last common ancestor of
these species. In addition, the fact that zebrafish,
medaka, and pufferfish are diploid species argues
against a recent genome duplication, which would re-
sult in tetraploidy or pseudotetraploidy, as seen, for
example, in the African clawed frog (Xenopus laevis)
and rainbow trout (Onchorynchus mykiss), respectively
(Bisbee et al. 1997; Wittbrodt et al. 1998; Young et al.
1998). Finally, duplicate genes can be expressed in dis-
similar patterns, which suggests that the duplication
producing these genes was followed by enough time
for them to diverge and perhaps acquire different func-
tions. For example, the zebrafish pax2.1 and pax2.2
genes are both apparently orthologous to mammalian
pax2. The pax2.1 gene is expressed in the in the pre-
sumptive cerebellum earlier than pax2.2 and only
pax2.1 is detected in the developing pronephros (Pfef-
fer et al. 1998). Furthermore, mutational analysis

Table 4. Mammalian Genes with Two Apparent Zebrafish Orthologs

Mammalian
gene Zebrafish Co-orthologs

BMP2 BMP2A (U82233) BMP2B (AF072456)
DLL1 DELTAA (AF030031) DELTAD (Y11760)
DLX2 DLX5 (U67843) DLX2 (U03875)
EN2 ENG3 (X68447) ENG2 (X68446)
FKD5 FKD5 (AF052248) FKD3 (AF052246)
GDF6 RADAR (914116) DYNAMO (X99769)
Hes5 (mouse) HER2 (X97330) HER4 (X97332)
Islet2 (rat) ISLET2 (X88805) ISLET3 (D38454)
L1CAM NADL1.1 (X89204) NADL1.2 (X89205)
LHX1 LIM6 (AF001299) LIM1 (L37802)
Msx3 (mouse) MSXB (U16311) MSXC (X65061)
Ntn1 (mouse) NETRIN1A (AF002717) NETRIN1 (AF017420)
OTX1 OTX3 (D26174) OTX1 (U14591)
PAX2 PAX2.1 (X63961) PAX2.2 (AF072547)
RARA RARA2B (L03399) RARA2A (L03398)
SHH TWHH (U30710) SHH (Z35669)
SNA SNA1 (S68799) SNA2 (U24225)
SNAP25 SNAP25B (AF091594) SNAP25A (AF091593)

Phylogenetic analysis identified 18 mammalian genes that clustered with pairs of zebrafish genes (see example in Fig. 3B). In all of
these cases, this clustering was supported by a bootstrap value of at least 800 of 1000. Other mammalian genes with two possible
zebrafish orthologs whose bootstrap values were <800 of 1000 were identified but not listed here. The mammalian genes shown are
from human unless otherwise noted. GenBank accession nos. are in parentheses.
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shows that these expression differences reflect the dis-
tinct functions of these duplicate genes. Inactivation of
pax2.1 leads to the loss of the cerebellum, indicating
that the later expression of pax2.2 is insufficient for
normal development of the CNS (Brand et al. 1996).

This and other recent examples (Kishimoto et al. 1997;
Feldman et al. 1998; Schauerte et al. 1998) suggest that
in many cases duplicate genes closely related in se-
quence have acquired distinct functions by virtue of
their divergent expression patterns.

Table 5. Summary of Zebrafish–Human Conserved Syntenies

Zebrafish Human Zebrafish Human

LG gene gene location LG gene gene location

1 OTX3 OTX1 02p13 12 HOXBB HOXB 17q21–q22
DLX5 DLX2 02q32 RARA2A RARA 17q12

DLX3 DLX3 17q21.3–q22
2 RXRA RXRG 01q22–q23

CPLA2 PLA2G4 01q25 13 RET1 RET 10q11.2
PAX2 PAX2 10q24.3–q25.1

TWHH SHH 07q36
ENG3 EN2 07q36 14 MSXE MSX1 04p16.1

FLK1 FLK1 04q12
3 RARA2B RARA 17q12

CDC27 CDC27 17q12–q23.2 NGR1 NEUROD3 05q23–q31
HOXBA HOXB 17q21–q22 SMAD5 MADH5 05q3

EGR1 EGR1 05q31.1
5 ISL1 ISL1 05q TEC EMT 05q32

SVP44 TFCOUP1 05q14 NKX2.5 CSX 05q34

LIM6 LHX1 11p13–p12 15 LIM1 LHX1 11p13–p12
WNT11 WNT11 11q13.5 MEL1B MTNR1B 11q21–q22
APOA APOA1/4 11q23

17 PAX9 PAX9 14q12–q13
6 JAK1 JAK1 01p31.3 OTX2 OTX2 14q21–q22

TIE1 TIE 01p34–p33 BMP4 BMP4 14q22–q23
BRN1.2 POU3F1 01p34.1 GSC GSC 14q32.1–q32.1

7 ENG2 EN2 07q36 AXIAL HNF3B 20p11
SHH SHH 07q36 SNAP25B SNAP25 20p11.2

BMP2a BMP2 20p12
CYCD1 CCND1 11q13
FGF3 FGF3 11q13 19 RXRE RXRB 06p21.3

CK2B CK2B 06p21.3
VNC CDH11 16 MHC1UAA MHCl 06p21.3
CK2A2 CSNK2A2 16q13 NTL T 06q27

9 ACTBB INHBB 02cen–q13 DLX6 DLX6 07q22
ENG1 EN1 02q13–q21 HOXAA HOXA 07p15–p14.2
EVX2 EVX2 02q31–q32
HOXDA HOXD 02q31–q2 20 SNAP25A SNAP25 20p11.2
DLX1 DLX1 02q32 BMP2B BMP2 20p12
DLX2 DLX2 02q32
DESMIN DES 02q35 21 POU2 POU5F1 06p21.3

BF BF/C2 06p21.3
BRN1.1 POU3F3 03p14.2
ACTR2A ACVR2B 03p22–p21.3 23 WNT1 WNT1 12q12q–q13

PRIM1 PRIM1 12q13
10 WNT11r WNT11 11q13.5 TARAMA ACVR1B 12q13

HSC70 HSPA8 11q23.3–q25 HOXCA HOXC 12q13
RARG RARG 12q13

SMAD2 MADH2 18q21 WNT10BR WNT10B 12q13
SMAD4 MADH4 18q21.1

25 WT1 WT1 11p13
11 PLASTICIN PRPH 12q12–q13 PAX6 PAX6 11p13

HOXCB HOXC 12q13 RAG1 RAG1 11p13
MYOD MYOD1 11p15.4

This summary of genes that define conserved syntenies was compiled from the analysis shown in Tables 1 and 3 and, in the case of
the Hox clusters, Amores et al. (1998).
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METHODS
DNA Preparation and PCR

The mapping panel was prepared from 48 haploid individuals
obtained from a single female derived from a cross between a
Tü strain male and a TL strain female. The Tü and TL strains
were described by Haffter et al. (1996). To extract genomic
DNA, each embryo was placed in 50 µl DNA preparation
buffer [10 mM Tris-HCl (pH 8.3), 1.0 mM EDTA, 12.5 mM KCl,
0.3% Tween 20, 0.3% NP-40] in a microtiter plate well, heated
to 98°C for 10 min, and incubated at 55°C overnight with
proteinase K (1 mg/ml). The proteinase K was then inactivated
by incubation at 98°C for 10 min. For a single PCR assay, DNA
from 1/4000 of this DNA preparation was used as a template.

PCR amplification was performed in 12.5-µl reaction
mixtures containing 10 mM Tris-HCl, 50 mM KCl, 1.5 mM

MgCl2, 0.001% gelatin, 0.1 mg/ml BSA, 100 µM each dNTP, 1
µCi of [a-32P]dATP, 0.25 unit of Taq polymerase, and 100 nM

each primer. Thermocycling was done under standard condi-
tions consisting of an initial denaturation at 94°C for 2 min,
followed by 45 cycles of 94°C for 30 sec, 55°C for 30 sec, and
72°C for 30 sec, and a final incubation at 72°C for 5 min.

Gel Electrophoresis

SSLP PCR reactions were diluted 2:1 with loading buffer (80%
formamide, 0.1% bromophenol blue, 0.1% xylene cyanol),
denatured at 95°C for 5 min, and electrophoresed on a 6%
denaturing gel (19:1 acrylamide/bis). SSLP gels were run at

60 W at room temperature for 2.5 to 3 hr, transferred to What-
man filter paper, and exposed to film at 180°C with an in-
tensifying screen.

SSCP PCR reactions were diluted 4:1 with SSCP buffer
(80% formamide, 10 mM NaOH, 0.1% bromophenol blue,
0.1% xylene cyanol) denatured at 98°C for 5 min, placed on
ice for 5 min, and then immediately loaded on a 4.5% (39:1
acrylamide/bis) nondenaturing gel. SSCP gels were run at
40W at 4°C for 3 hr, transferred to Whatman filter paper,
dried, and exposed to film at 180°C with an intensifying
screen.

Primer Design

The D. rerio subset of DNA sequence from the nonredundant
(NR) database at the National Center for Biotechnology Infor-
mation (NCBI, Bethesda, MD) was downloaded using Nentrez
network tools. TIGR Assembler (Sutton et al. 1995) software
was used to cluster the genes and ESTs in this set into con-
tiguous sequence fragments (contigs). Primers used to develop
SSCPs were designed from these contigs using Primer 3.0.6
(Rozen and Skaletsky 1997) and synthesized at the Stanford
DNA Sequencing and Technology Center as described previ-
ously (Lashkari et al. 1997). Primers for SSLP markers were
obtained from Research Genetics (Huntsville, AL).

Phylogenetic Analysis

The NCBI NR database was used for searches. Each query se-
quence designated for ortholog assignment was aligned in a

Figure 4 Conservation of synteny among zebrafish, human, and
mouse. Each point in the Oxford grids represents an othologous gene
pair plotted by map position in the two organisms compared. Conserved
syntenies are evident as bins containing more than one point. (A) Com-
parison between zebrafish and human. (B) Comparison between ze-
brafish and mouse. (C) Comparison between human and mouse. Orthol-
ogy relationships and map positions used to construct the Oxford grids
are shown in Tables 1 and 3, except for the zebrafish Hox clusters whose
orthology and position are from Amores et al. (1998). For tandem clusters
of Hox, globin, and MHC genes, each cluster is represented by a single
point in the Oxford grid and in the Poisson calculations. Tables associated
with each grid evaluate the statistical significance of conserved syntenies.
(C) Classes of bins according to the number of genes that occupy the bin;
(Exp) the expected number of occurrences of bins in each class (see
Methods for Poisson calculation); (Obs) the actual number we observed.
To calculate the x2 value, the Exp and Obs were assigned to three cat-
egories, corresponding to classes of bins with 0, 1, or >1 gene occupying
the bin. For 1 degree of freedom, a x2 > 6.64 implies a significant differ-
ence at a level P < 0.01.
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pairwise manner (Needleman and Wunsch 1970; zero end gap
penalties, gonnet matrix, gap opening penalty 2.4, gap exten-
sion penalty 0.15) with every sequence in the database and
the alignments ranked according to their ZEGA similarity

scores (ZEGA probability; Abagyan
and Batalov 1997). An all-against-all
protein domain search of the SCOP
database (Murzin et al. 1995) indi-
cated that a ZEGA probability of
0.00001 would not eliminate ho-
mologs even in weak identity cases
(not shown). This cutoff, or a total
of 50 sequences for those cases in
which many homologs existed in
the database, was used to group the
top scoring sequences from the da-
tabase search. This group of se-
quences was then multiply aligned,
and neighbor-joining trees in-
corporating evolutionary distances
were extracted from the final
alignment using the CLUSTALX
program (Thompson et al. 1997).
Trees were tested by analysis of
1000 bootstrap replicates. The re-
sulting trees were examined to iden-
tify orthologs.

Data Collection and Analysis

Data were collected using Map
Manager software (Manly 1993;
http://mcbio.med.buffalo.edu/
mapmgr.html), and analysis was
conducted with Map Manager and
Map Maker software (Lander et al.
1987). All loci, including published
markers, were initially analyzed and
ordered independently of published
map positions. Each locus was ini-
tially placed at the position that
maximized its lod score as reported
by the “Links” command of Map
Manager. Local order was then de-
termined by manually placing the
marker at the location that mini-
mized the number of double recom-
binants. Data were then exported to
Map Maker to confirm map order
using the “ripple” and “try” fea-
tures. Data analysis ordered 389 of
the 390 loci into 50 multilocus
groups that were supported by lod
scores >3.0. The 50 groups were
then assigned to the standard 25
linkage groups based upon informa-
tion from previously published map
locations. The 50 separate groups
were positioned by choosing the or-
der and orientation that maximized
lod score and minimized the num-
ber of recombinants between the
end loci of respective groups. Map
graphics were created with Map

Maker using the Kosambi mapping function.
For Figure 4, the expected number (Exp) of occurrences

of bins of a given class were calculated according to a Poisson
distribution: Exp = n{(e1l)(lC)/C !}, where C = class according

Figure 5 Two models explaining the origin of extra paralogs in one of two related species. (A)
If a genome duplication occurs in lineage 1 after its divergence from lineage 2, then the resulting
paralogous genomic elements (genes or chromosomes) A and A8 of an extant species from
lineage 1 are more closely related to each other than they are to their ortholog a in an extant
species from lineage 2. This relationship is evident in the resulting phylogenetic tree, diagramed
at the bottom. (B) If a genome duplication produces paralogous genomic elements a and a8,
then a subsequent speciation event will produce lineage 1 with paralogs A and A8 and lineage
2 with paralogs a and a8. A and a are orthologs, as they are both directly descended from a, and
A8 and a8, descended from a8, are also orthologs. Lineage-specific loss of paralogs (e.g. a8 in
lineage 2) results in species 2 having fewer paralogs than species 1. The derivation of A in species
1 and a in species 2 from their common ancestor a is evident in the resulting phylogenetic tree,
diagramed at the bottom.
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to number of genes occupying a bin, and n = number of bins.
The parameter l was estimated as l = k/n, where k = total
number of data points. For zebrafish–human comparison,
n = 600 and k = 124; for zebrafish–mouse comparison, n = 525
and k = 135; for human–mouse comparison, n = 504 and
k = 103. The Exp values shown in Figure 4 were rounded to
the nearest integer. These calculations make the simplifying
assumption that all chromosomes in a given species are of
equal length.

Error Analysis

Several steps were taken to monitor the quality of the data,
particularly those generated for SSCP markers. The combina-
tion of the complex banding patterns possible in SSCP
coupled with the occasional ability of some primer pairs to
amplify multiple products led us to adopt strict criteria when
considering a locus for analysis. Polymorphisms were scored
only for the predominant banding pattern on the gel, and we
ensured that there were no inconsistencies between the mul-
tiple bands that were assumed to represent a given SSCP allele.
Finally, putative polymorphisms for which >6% of the indi-
viduals (3/48) were assigned different alleles in independent
scorings were not further considered for mapping. Discrepant
data points were left as unscored. The error rate of mapping is
often correlated to the number of double crossovers (particu-
larly in small regions) in the data set. In the first complete
evaluation of the data set, there were 27 double recombi-
nants, 7 of which occurred in regions of <20 cM. The geno-
type assays for all 27 points were repeated and independently
rescored. We found that 5 of the 7 small-interval double re-
combinants were mis-scored in the orignal assays and con-
firmed the original genotypes of the other 22 double recom-
binants. Thus the final error analysis left two small-interval
double recombinants present in the dataset.
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chordate evolution. Dev. Biol. 173: 382–395.

Johnson, S.L., M.A. Gates, M. Johnson, W.S. Talbot, S. Horne, K.
Baik, S. Rude, J.R. Wong, and J.H. Postlethwait. 1996.
Centromere-linkage analysis and consolidation of the zebrafish
genetic map. Genetics 142: 1277–1288.

Karlstrom, R.O., W.S. Talbot, and A.F. Schier. 1999. Comparative

Gates et al.

346 Genome Research
www.genome.org



synteny cloning of zebrafish you-too: Mutations in the Hedgehog
target gli2 affect ventral forebrain patterning. Genes & Dev.
13: 388–393.

Kimmel, C.B. 1989. Genetics and early development of zebrafish.
Trends Genet. 5: 283–288.

Kishimoto,Y., K.H. Lee, L. Zon, M. Hammerschmidt, and S.
Schulte-Merker. 1997. The molecular nature of zebrafish swirl:
BMP2 function is essential during early dorsoventral patterning.
Development 124: 4457–4466.

Knapik, E.W., A. Goodman, M. Ekket, M. Chevrette, J. Delgado, S.
Neuhauss, N. Shimoda, W. Driever, M.C. Fishman, and H.J.
Jacob. 1998. A microsatellite genetic linkage map for zebrafish.
Nat. Genet. 18: 338–343.

Lander, E.S., P. Green, J. Abrahamson, A. Barlow, M.J. Daly, S.E.
Lincoln, and L. Newburg. 1987. MAPMAKER: An interactive
computer package for constructing primary genetic linkage maps
of experimental and natural populations. Genomics 1: 174–181.

Lashkari, D.A., J.H. McCusker, and R.W. Davis. 1997. Whole genome
analysis: Experimental access to all genome sequenced segments
through larger-scale efficient oligonucleotide synthesis and PCR.
Proc. Natl. Acad. Sci. 94: 8945–8947.

Lundin, L.G. 1993. Evolution of the vertebrate genome as reflected
in paralogous chromosomal regions in man and the house
mouse. Genomics 16: 1–19.

Manly, K.F. 1993. A Macintosh program for storage and analysis of
experimental genetic mapping data. Mamm. Genome 4: 303–313.

Martinez-Barbera, J.P., H. Toresson, S. Da Rocha, and S. Krauss. 1997.
Cloning and expression of three members of the zebrafish Bmp
family: Bmp2a, Bmp2b and Bmp4. Gene 198: 53–59.

Mori, H., Y. Miyazaki, T. Morita, H. Nitta, and M. Mishina. 1994.
Different spatio-temporal expressions of three otx homeoprotein
transcripts during zebrafish embryogenesis. Brain Res. Mol. Brain
Res. 27: 221–231.

Morizot, D.C. 1990. Use of fish gene maps to predict ancestral
vertebrate genome organization. In Isozymes: Structure, function,
and use in biology and medicine, pp. 207–234. Wiley/Liss, New
York, NY.

Murzin, A.G., S.E. Brenner, T. Hubbard, and C. Chothia. 1995.
SCOP: A structural classification of proteins database for the
investigation of sequences and structures. J. Mol. Biol.
247: 536–540.

Needleman, S.B. and C.D. Wunsch. 1970. A general method
applicable to the search for similarities in the amino acid
sequence of two proteins. J. Mol. Biol. 48: 443–453.

Ohno, S. 1970. Evolution by gene duplication. Springer-Verlag,
Heidelberg, Germany.

Pfeffer, P.L., T. Gerster, K. Lun, M. Brand, and M. Busslinger. 1998.
Characterization of three novel members of the zebrafish
Pax2/5/8 family: Dependency of Pax5 and Pax8 expression on
the Pax2.1 (noi) function. Development 125: 3063–3074.

Postlethwait, J.H., S. Johnson, C.N. Midson, W.S. Talbot, M. Gates,
E.W. Ballinger, D. Africa, R. Andrews, T. Carl, J.S. Eisen et al.
1994. A genetic map for the zebrafish. Science 264: 699–703.

Postlethwait, J.H. and W.S. Talbot. 1997. Zebrafish genomics: From
mutants to genes. Trends Genet. 13: 183–190.

Postlethwait, J.H., Y.-L. Yan, M.A. Gates, S. Horne, A. Amores, A.

Brownlie, A. Donovan, E.S. Egan, A. Force, Z. Gong et al. 1998.
Vertebrate genome evolution and the zebrafish gene map. Nat.
Genet. 18: 345–349.

Rozen, S. and H.J. Skaletsky. 1997. Primer 3.0
(http://www.genome.wi.mit.edu). Whitehead Institute,
Cambridge, MA.

Schauerte, H. E., F. van Eeden, C. Fricke, J. Odenthal, U. Strahle, and
P. Haffter. 1998. Sonic hedgehog is not required for the induction
of medial floor plate cells in the zebrafish. Development
125: 2983–2993.

Schier, A.F. and W.S. Talbot. 1998. The zebrafish organizer. Curr.
Opin. Gen. Dev. 8: 464–471.

Schier, A.F., S.C.F. Neuhass, K.A. Helde, W.S. Talbot, and W. Driever.
1997. The one-eyed pinhead gene functions in mesoderm and
endoderm formation in zebrafish and interacts with no tail.
Development 124: 327–342.

Schulte-Merker, S., F.J. van Eeden, M.E. Halpern, C.B. Kimmel, and
C. Nüsslein-Volhard. 1994. no tail (ntl) is the zebrafish
homologue of the mouse T (Brachyury) gene. Development
120: 1009–1015.

Sefton, M., S. Sanchez, and M.A. Nieto. 1998. Conserved and
divergent roles for members of the Snail family of transcription
factors in the chick and mouse embryo. Development
125: 3111-3121.

Sidow, A. 1996. Gen(om)e duplications in the evolution of early
vertebrates. Curr. Opin. Genet. Dev. 6: 715–722.

Stock, D.W., D.L. Ellies, Z. Zhao, M. Ekker, F.H. Ruddle, and K.M.
Weiss. 1996. The evolution of the vertebrate Dlx gene family.
Proc. Natl. Acad. Sci. 93: 10858–10863.

Sutton, G., O. White, M. Adams, and A. Kerlavage. 1995. TIGR
Assembler: A new tool for assembling large shotgun sequencing
projects. Genome Sci. & Tech. 1: 9–19.

Talbot, W.S., B. Trevarrow, M.E. Halpern, A.E. Melby, G. Farr, J.H.
Postlethwait, T. Jowett, C.B. Kimmel, and D. Kimelman. 1995. A
homeobox gene essential for zebrafish notochord development.
Nature 378: 150–157.

Talbot, W.S., E.S. Egan, M.A. Gates, C. Walker, B. Ullmann, S.C.F.
Neuhauss, C.B. Kimmel, and J.H. Postlethwait. 1998. Genetic
analysis of chromosomal rearrangements in the cyclops region of
the zebrafish genome. Genetics 148: 373–380.

Thompson, J.D., T.J. Gibson, F. Plewniak, F. Jeanmougin, and D.G.
Higgins. 1997. The CLUSTAL X windows interface: Flexible
strategies for multiple sequence alignment aided by quality
analysis tools. Nucleic Acids Res. 25: 4876–4882.

Wittbrodt, J., A. Meyer, and M. Schartl. 1998. More genes in fish?
BioEssays 20: 511–515.

Young, W.P., P.A. Wheeler, V.H. Coryell, P. Keim, and G.H.
Thorgaard. 1998. A detailed linkage map of rainbow trout
produced using doubled haploids. Genetics 148: 839–850.

Zhang, J., W.S. Talbot, and A.F. Schier. 1998. Positional cloning
identifies zebrafish one-eyed pinhead as a permissive EGF-related
ligand required during gastrulation. Cell 92: 241–251.

Received December 18, 1998; accepted in revised form February 9, 1999.

Zebrafish Genetic Map

Genome Research 347
www.genome.org


