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The finger motif defines a multigene family represented
in the maternal mRNA of Xenopus laevis oocytes
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We have screened Xenopus laevis cDNA and genomic
libraries for finger motif encoding sequences by use
of a synthetic oligonucleotide probe coding for a stretch
of conserved amino acids, the H/C-link, which joins
individual finger loops in several multi-fingered proteins.
Our studies reveal that a large number of different cDNA
clones encode amino acid sequences predicting multiple
units of the metal-coordinating finger structure. Derived
proteins are different from each other as well as from
the two examples of Xenopus finger proteins reported to
date, TFIIIA and X.fin. The 109 finger repeats charac-
terized are derived from 14 different cDNA clones and
have been analysed for the presence of conserved and
highly variable amino acids, revealing a close structural
relatedness among each other as well as with a few
selected finger domains from Drosophila and mouse
proteins. The results from this comparative sequence
analysis are also discussed in terms of the existing models
for DNA binding. All sequences are identified in an
ovary cDNA library but the patterns of mRNA level for
individual finger clones vary greatly during early develop-
ment. The prevalence of these structures in the oocyte
suggests that part of the maternal information for the
realization of the developmental program utilized in
Xenopus embryogenesis might be transmitted in the form
of regulatory, nucleic-acid-binding proteins.
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Introduction

Those genes which generate the set of maternal mRNAs
stored in the cytoplasm of the Xenopus oocyte provide the
entire protein encoding genetic information utilized in the
earliest stages of embryogenesis. Even with the onset of
transcription activity at the mid blastula transition (MBT),
the quantitative transcriptional dominance of the maternally
active genes among the zygotically expressed genes actively
maintains the prevalence of maternal mRNAs. However, the
function for the majority of these transcripts is unknown
(Davidson, 1986, and references therein).

The high transcriptional competence of the Xenopus oocyte
implies that it contains an excess of transcription factors and
RNA polymerase (Gurdon and Melton, 1981) which are
not sequestered in transcription complexes. One of those
factors, the 5S gene-specific transcription factor TFIIIA, has
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been cloned (Ginsberg er al., 1984) and the analysis of its
amino acid sequence has led to the definition of a new class
of nucleic-acid binding proteins, characterized by multiple
entities of metal-coordinating loops or fingers (Miller ez al.,
1985).

Classical genetic studies combined with the techniques of
modern molecular biology have led to the structural descrip-
tion of several genes involved in the formation of spatial
patterns in the Drosophila embryo. Some of these genes have
been found to encode proteins which, similar to TFIIIA,
contain several copies of the finger motif (Rosenberg et al.,
1986; Boulay et al., 1987; Tautz et al., 1987), and one of
them (Tautz et al., 1987) produces a maternal transcript.
Earlier studies in Drosophila had already defined another
class of regulatory genes in development, characterized by
a different DNA binding structure, the helix —turn—helix
motif of the homeo domain (Gehring, 1985). Both of these
nuleic-acid-binding motifs define evolutionary conserved,
eukaryotic multigene families (McGinnis et al., 1984; Schuh
et al., 1986; Chowdhury er al., 1987). The idea that
structurally related proteins have related functions would
suggest that at least some of these genes operate as tran-
scription regulators or, in more general terms, as nucleic-
acid-binding proteins. Furthermore, the hypothesis that
maternal factors responsible for the spatial and temporal
pattern of gene expression in Xenopus embryogenesis are
partially defined by mRNA translated into nucleic-acid-
binding finger proteins, predicts that multiple cDNA clones
distinct from the one coding for TFIIIA, or the most recently
described 37 finger protein X.fin (Ruiz i Altaba et al., 1987),
should be represented in an oocyte-derived cDNA library.

Initially using a mixed oligonucleotide probe against a
conserved amino acid sequence joining individual repeat
elements in many of the finger proteins, the H/C-link (Schuh
et al., 1986), we have isolated one cDNA clone encoding
multiple copies of the finger repeat, which was then used
for the identification of a large number of Xenopus ovary
c¢DNA and genomic clones. About 20 of these cDNA clones
have been sequenced and all of them were found to encode
multiple copies of the finger motif. Comparative sequence
analysis of the 109 repeats described in this study suggests
that these clones define a subgroup of finger proteins shar-
ing extended, conserved arrays of amino acids. Individual
genes exhibit distinct patterns of expression, as judged from
the levels of specific mRNAs present in different stages of
early Xenopus development.

Results

Isolation of Xenopus ovary cDNA clones encoding
finger-motif proteins

In order to determine whether multiple genes encoding finger
proteins are expressed in the Xenopus embryo, we have
screened a neurula stage cDNA library using a mixed oligo-
nucleotide probe prepared against the H/C-link consensus
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sequence HTGEKPY (Schuh er al., 1986). Several positive
clones were isolated and the 600-bp insert of one of them
(XLcNF1: Xenopus Laevis cDNA Neurula Finger) has
been sequenced. Six finger repeats were identified. This
cDNA clone was used to screen a Xenopus ovary cDNA
library under higher stringency conditions. About 50 strong,
positive signals were detected; the inserts from 22 of these
clones (designated as XLcOF: Xenopus Laevis cDNA
Ovary Finger) were isolated (Figure 1) and 20 of them
were sequenced. Each of these DNA fragments was found
to encode multiple copies of the finger motif, connected by
the H/C-link consensus sequence. Comparative sequence
analysis reveals that 13 of these clones are distinct from each
other (see Figure 1) as well as from the two published
examples of Xenopus finger proteins, TFIIIA (Ginsberg
et al., 1984) and X.fin (Ruiz i Altaba et al., 1987). Further-
more, it was established by Northern analysis that XLcNF1
is also already expressed in the oocyte (not shown), although
it was not identified amongst the oocyte-derived clones. Out
of the 14 different cDNA clones characterized in this study
(see Table I), seven contain a poly(A) tail and a stop codon
in frame with the finger repeats. Another one (XLcOF22)
is lacking the poly(A) tail but shows the translation stop
codon. Despite the fact that the majority of sequences
obtained represent partial cDNA elements, we are confident
that at least these seven or eight terminating fragments are
derived from distinct genes. Further support for this notion
comes from a genomic Southern blot analysis, using the
inserts from several finger cDNA clones (Figure 2); with
one exception (XLcOF9, as discussed below) a distinct
pattern of only few fragments is visualized. The actual
number of different finger transcripts present in the oocyte
might be even higher than detected in this study.

In conclusion, these findings demonstrate that the finger
motif defines a multigene family represented in poly-
adenylated RNA of Xenopus oocytes.

Structural analysis of finger motif encoding Xenopus
ovary cDNA clones

DNA and protein sequence results obtained for two examples
of Xenopus finger clones, XLcOF22 and XLcOF10, are
shown in Figure 3. XLcOF22 has a stop codon at position
1345 and two potential initiation codons in frame with 12
finger repeats. The first ATG is in position 40 and, on the
basis of initiation at this site, the derived protein comprises
435 amino acids (including the initiator methionine) and has
amol. wt of 57 173 daltons. No consensus polyadenylation
signal was detected. Taking an additional portion of the 3’
untranslated region and a poly(A) tail into consideration, the
length of this cDNA segment roughly corresponds to the
XLcOF22 mRNA size observed in Northern blot analysis
using poly(A)* RNA from Xenopus oocytes (as discussed
below). These findings indicate that the coding sequence for
the XLcOF22 protein is entirely defined by the structure
shown in Figure 3. The seven different finger repeats in
XLcOF10 are in frame with a termination codon at position
648 followed by a 3-fold repeated 95-bp sequence element,
a modified polyadenylation signal in position 991 and the
poly(A) tail. The presence of repetitive elements in the 3’
untranslated region of this cDNA clone explains the observed
effects in the genomic Southern blot experiment (Figure 2;
sequence of XL.cOF9 is identical to XLcOF10); even under
high-stringency washing conditions this probe produced a
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Fig. 1. Southern blot analysis of ovary cDNAs (XLcOF) encoding the
finger motif. Recombinant cDNA clones from a X.laevis ovary \ gtl1
phage library were identified by screening with XIcNF1 as labelled
probe. EcoRI digests of phage DNAs were run on an agarose gel (a)
and transferred to nitrocellular membrane. The autoradiograph (b)
shows the cDNA inserts hybridizing to XLcNF1 after washing in

0.2 x SSC at room temperature. Brackets indicate partially
homologous or identical clones identified by nucleotide sequence
analysis.

‘smear’ of signals without any detectable specific bands.
A comparative structural analysis of the 109 different
finger repeats described in this study and the consensus
sequences from various other vertebrate finger proteins are
shown in Table I. A number of conserved structural features
defining a subgroup of eukaryotic finger proteins emerges:
(i) the spacing between the first and second cysteine of each
repeat elements is strictly two amino acids; (ii) the length
of the loop between the second cysteine and the first histidine
is strictly 12 amino acids; (iii) only two positions in the
12-membered loop are fully conserved (F in position 4 and
L in position 10); the spacing of the two histidines is three
amino acids, with the exception of XLcOF22 (Figure 3),
which has one amino acid each inserted in finger 1, 9 and 11;



Finger multigene family transcribed in X.laevis oocytes

Table I. Comparative structural analysis of finger repeats

b

Type Sequence Poly(A) Finger Consensus sequence
length (bp) number

XLcNF1 586 + 6 CSECGK-FSL-S-LH-HQ--HTGEKPF -
XLcOF2 561 - 6 CTECGK-FS -K--LQ-HQR-HTGEKPFT
XLcOF6 1959 + 16 CTECGKSFT-KSIL~--H--THTGEKPFT
XLcOF8 174 - 2 CT-CGK-F--KD-L-KH-R-HTGEKPF -
XLcOF10 1036 + 7 CSECGK-FK--S -L--HQ--HTGEKPF -
XLcOF14 485 -~ 6 C-ECGK-F--K—--L--H-LI HTGEKPF -
XLcOF15 935 + 6 CTECGK-FS -KS -L--HQK-HTGEKPFT
XLcOF18 425 + 3 CTECG-CFT--Y-LT-H-R-HTGEKPFT
XLcOF19 594 - 7 CSECGK-F—--RS -LT-H-RTHTGEKPFS
XLcOF20 952 - 10 CTECGK-FS -N--L--H-RVHTGEKPF -
XLcOF22 1637 (-)? 12 CSECGKCFS —--S -L--HQRTHTGEKPFS
XLcOF26 1236 + 7 CTECGK-F--K--L--HQ--HTGEKPFT
XLcOF28 2053 + 14 CTEC-K-F---S-L--H-RTHTGEKPF -
XLcOF29 1725 - 7 CSECGKCFT--—--L--H---HTGEKPF -

Consensus sequence® CI{ECGK-FS-KS-L--HQR-HTGEKPFT
X.fin 37 C--C-K-F-Q-S-L-KH-RTHTGEKPY -
mkr 1 7 C-ECGKTF---SNLI-HQRIHTGEKPY -
mkr 2 9 C-ECGKAF---SSLT-HQRIHTGEKPY -
Kriippel 4 C-ECDR-F---H-LK-HMRVHTGEKP { -

#XLcOF22 does not contain a poly(A) tail but has a translation stop codon in frame with the finger repeats.
®Amino acids which are found at fixed positions in at least 50% of all fingers of individual clones.
€Amino acids which are found at least in seven out of the 14 consensus sequences shown. Underlined amino acids are only present in five or six

cases.

For comparison we have included the consensus sequences of X.fin (Ruiz i Altaba er al., 1987), mouse mkr 1, mkr 2 (Chowdhury er al., 1987) and

Drosophila Kriippel (Rosenberg et al., 1986).
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Fig. 2. Southern blot analysis of X.laveis genomic DNA. Genomic DNA isolated from X.laevis red blood cells was digested with EcoRI (E) or
HindIll (H) and electrophoretically separated (50 ug/lane; see left side). A HindlIl digest of A DNA was run as size marker. DNA fragments were
transferred to nitrocellulose membranes and hybridized with labelled XLcNF1 (Neu) and XLcOF sequences as indicated below the blots.

Autoradiographs after washing in 0.05 X SSC at 65°C are shown.

(iv) finally, the sequence (TGEKPF—) and length (seven
amino acids) of the element joining the second histidine of
one finger with the first cysteine of the next one are con-
served. Inspection of the data shown in Table I reveals that
the finger consensus sequence of the XLcNF and XLcOF
proteins is most closely related to the mouse mkr 1 and mkr 2
sequences (Chowdhury et al., 1987). The observed high
degree of sequence conservation in the finger domain of all
of the XLcOF clones explains why XLcNF1 was such an
efficient probe for the isolation of many different finger
cDNA clones in Xenopus.

Other members of the finger protein family, such as
Xenopus TFIIIA (Ginsberg et al., 1984), the Drosophila
hunchback gene product (Tautz et al., 1987), the most
recently described nerve-growth-factor-induced rat NGF1-A
gene product (Milbrandt, 1987) or the yeast transcriptional
regulator protein ADR 1 (Hartshorne er al., 1986; Blumberg
et al., 1987), which all belong to the C/C —H/H class, share
some, but not all, of the structural features listed above. It
appears as if separate subfamilies of finger repeat proteins
can be classified on the basis of such narrowly defined
structural criteria. It is tempting to speculate that the
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XLcOF 10
1 GAATTCGTTCTCT Fs 2

14 TGCTCGCAR TCAGARC TGGAGC TGCATCGACARC TGCAC TCOGGAGACARGCAGTTCACT 30
98 TGCTCAGAGTGTGGCARATGC TTCARACGCTTCTCACTTC TCARGOAGCATCACCGCAT TCACACGBGAGRGAACACCTTCACC CSECGKCFKRFSLLKEHHR IHTGENTFT 58
182 TGCGATGAGTGTGGCARGTGC TT TRCACAGARG TCACCTGGGGARGARGCCATTTTGT CDECGKCFTOKSHMTAHQKSHLGKKPFC 86
266 TGTTCAGRATGTGGGRAGCACTT TARGCARARAC TCACAGC TGGTTGTGCACCABAGRAC TCRCACBBGEGABRRACCAT TCRCT CSECGKHFKQNSOLUUHORTHTGEKPFT 114
350 TGCACTGAGTCGGOCCAAT! GCAGTCGTACCTCACTOAGCATCAGRRARTC TCACAC TGBAGAGRAGCCATTCTCC CTESGOWFKLQSYLTEHOKSHTGEKPFS 142
434 TGTTCTGACTGCBOCARGTGTTTCARACGTCAC TCACTATTCAT TOAGCATCAGAGAATCCACACAGBAGAGGACACGTTTTCT CSDCGKCFKRHSLF | EHQRIHTGEDTFS 170
518 TGTTCTGTTTGTGARARAARCC TCCCATCT! TGCCACGAGGARRRTARCCCTTTCCCT CSUCEKTFTRRSHLTAHEKCHEENNPFP 198
602 TTTCTARATACCCTCACGTTTCCAGACTTABCACAGATCTT TGAGGACTAGT TRRCARCCCGTT FUNTLTFPGLAQIFED. 214
666 ARTTGTGCTTAGTACARGG ARTACCTACACTGCCATAGTTTTATGGGATCTCTCTGTACAGACTATGAGBCARRCTTAGBGG CTGTTCCTGCTG

759 AATTGTGCTTRGTACAGBGBARTACCTATOC TGCCATAGT TTTATGGOATCTCTC TGTACAGAC TATGAGCRRAC TTAGBGOGCTGTTCCTGCTG

854 AATTGTGCTTAGTACAGGG ARTACCTATG TACCATAGTTTTATGGGATCTCTCTGTACAGACTATG

920 AAARTRARTGGAGTCTTATGRACGGCGC TARAGGTATGAT TTAGTCAGTARCACCT TCATGARRTCCAGGGRRATATART TCCAG
1004 TRAATATTTGTTRARARRARARARARAGGARTTC

XLcOF22

1 GART TCCAGATACTGCARACAGATARAC TAGCAGATBT TATGGGC TGTAGCC TGARTARCARC TCACRRGATGATTATGTA MGCSLNNNSQDOW 14

82 TCATTTGTTATTARGGAGGARGAGGCT TCATGTGRAGRAGGGARRCCAATCAGATTGCAGCATTRRTCCACT TRCAGRRCCAATA SFUIKEEERSCEEGNQSDCS INPLTEP! 42
166 CAGGGARCAGATACACCTACTCCTAATATGT TRTACAGTCTAGTTAGAGRC TTTT TGRRRACARATGBCAATARATATGATORA QGTDTPTPNMLYSLURDFLKTNGNKYDE 70
250 AATGCCAATACATCTGCACATTTTAGTCGTARTAGAGAC TCTGATARACATGRRAGARCCCACACARBGARAGRRACTTCATTCT NANTSAHF SRNRDSOKHERTHTGKKLHS 98
334 TGTTCACAATGTGGGARATGT TTTTCATCTTCATCAGATCTT TTGRCCCATCGTCGACAGTCCCACACARGBORGARACCTTTTTCT CSQCGKCF! S 127
421 TGTTCAGARTGTGBGARATGTTTTTCATTTCORTCACGCCTTATAGATCATCAGAGRACCCACACAGBBOAGARACCTTTTTGT CSECGKCFSFRSRL | DHORTHTGEKPFC 155
505 TGTTTTCARTGTGOARRATCTTTTTCAGTTCBATCACGCT TTCTAGATCATCGBRGRACCCACACAGBGOAGRARCCTTTTTCT CFQCGKSFSURSRFLDHRRTHTGEKPFS 183
589 TGTTTOGARTGTGGOARATOTTTTTTATTTCOATCACGCCTTTT TTTTTICT CLECGKCFLFRSRLLEHORTHTGEKPFS 211
673 TGTTTGARATGTGOARRATOTTTTTCAGT TCBATCACGCC T TRARAGATCATCAGAGRRCCCACACABBGORGARRCCTTTTTCT CLKCGKCFSURSRLKDHQRTHTGEKPFS 239
75?7 TGTTTOGAATGTGBARRATCGTT TTCATTCCOGACCATGCCT TATAGATCATCAGRGARCCCACACAGBGORGARACCTTTTTCT CLECGKSFSFRPCL | DHQRTHTGEKPFS 267
841 TGTTTTCARTGTGBCARATGTTTTTCATTTCAATCACGCCT TATAARTCATCAGRGARCCCACACAGBGBAGARACCGTTTTCT CFQCGKCFSFQSRL | NHORTHTGEKPFS 295
925 TGTTCAGARTGTGOGARARGT TTTTCRRATCAATCTTGCCT TAGGGTGCATCAGRGARCCCACACAGBEORGARACCCTATTCT CSECGKSFSNQSCLRUHORTHTGEKPYS 323
1008 TGTTCTGAATGTGGGRARAGCTTTGTCACTTCATCACARC TCOC TGTCCATCGRCGACGARCCCRCACARBGAGAGRRRCCOTTTTCT CSECGKSFUTSSQLAVHRRRTHTGEKPFS 352
1096 TGTTCAGARTGTGGGARATGTTT T TCARATCARTCTTOCCTTABGGTGCATCAGRGARC TCRCACAGGAGAGRACCTGTTTTCT CSECGKCFSNQSCLRUHORTHTGENLFS 380
1180 TGTTCTGAARTGTGOGARRAGCTT TGTCACTTCATCARAACTTGC TRGCCATCARRGACARACCCACACAGGAGAGARARCCTGTTTCT CSECGKSFUTSSKLASHORQTHT! 409
1267 TGTTCTGRATGTGBGARATGTTTTACTCGTARGAGARGTCTRRRAGTGCAC T CSECGKCF TRKRSLKUHFK | HTGGKP 435

TTTRAGAT TCACACAGGAGGRARACCATARGA
1351 TTTTTTTARGTARAATGGT TTGACACATTTTTTTCCACATTGATAAT TATCTTRATATGTGTGTTGTGTAGCACTGACCCACCA

1435 TTGTRARCTGATTAGACCTARTTTCAT TRTTARTTCARACATAC TOGARTATAGRTARATCTTTTTTTCTCARATTCCTTTTCT
1519 AGTAGATATTCTGGACTOATTTATTTGTGCARTACCARAGTGTTTTTTATCCCTTTCATTAGAATATTTARCACGTATTTGTAA

1603 TTATTAGTAGAGGTGGARCACTATTATTAGAARTTC

Fig. 3. Sequences of XLcOF10 and XLcOF22. Nucleotide sequences are written in 5’ to 3’ direction and aligned for the finger coding repeats. The
deduced amino acid sequences are shown on the right side. XLcOF10 contains two complete copies and one incomplete copy.of a repetitive element
within the 3’ untranslated region as indicated. EcoRlI sites, initiation and stop codons, as well as a modified polyadenylation site, are underlined.

members of such subfamilies share related functions in
different organisms.

Isolation of Xenopus finger genes

A Xenopus laevis genomic DNA library in Charon 24A
has been screened using the 3?P-labelled insert from
XLcNF 1 described in the previous section as probe. About
100 000 p.f.u. representing <50% of one genome
equivalent have been screened, resulting in the detection of
35 strong signals. Plaque purified phage DNA (designated
as XLgF: Xenopus Laevis genomic Finger) was digested
with the restriction endonuclease EcoRI and the resulting
fragments were blotted on nitrocellulose membranes (Figure
4). After hybridization with XLcNF1 and washing under
low-stringency conditions all these clones reveal fragments
at least partially homologous to the probe used, with the
region of homology most likely defined by the finger-motif-
encoding domain. Only two of these clones (XLgF32 and
XLgF33) are identical in their restriction and hybridization
patterns, indicating that the rest represent distinct genomic
fragments (part of which may, of course, be overlapping).
The high-stringency wash identifies two strongly hybridiz-
ing fragments (XLgF3 and XLgF13), most closely related
to XLcNF1. Partial sequence analysis of one of them
(XLgF13) reveals sequence identity with the XLcNF1 clone
over a region of at least 200 bp. Hybridization with other
cDNA clones under high-stringency conditions combined
with nucleotide sequence analysis of subcloned fragments
led to the identification of two additional genomic clones
(XLgF10 corresponding to XLcOF29, XLgF19 correspond-
ing to XLcOF15) (data not shown). Thus, at least three of
the genomic fragments isolated are homologous to the cloned
cDNA sequences. We conclude that the X.laevis genome
contains numerous genes encoding proteins of the H/C-link
family with multiple copies of the finger motif.
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Levels of Xenopus finger protein encoding mRNA
during development

The Northern blot analysis shown in Figure 5 reveals that,
as expected, poly(A)* RNA transcripts derived from any
of the Xenopus finger protein cDNA clones assayed are
readily detected in the oocyte. As judged from their
electrophoretic mobility, the length of RNA molecules shown
is in the range of 1.8 to ~4 kb. With the exception of
XLcOF6, specific transcripts can also be detected in later
stages of development. Some of the RNAs disappear in the
latest stages of early embryogenesis tested (such as XLcOF15
and XLcOF20), whereas other transcripts are maintained up
to the somite or tailbud stages (such as XLcOF10, XLcOF22
and XLcOF29). Most interestingly, the relative level for one
of these RNAs (XLcOF28) even increases in the latest
developmental stages tested (neurula and somite; Figure 5).
Since the signal using XLcOF6 as a probe is only detected
in ovary RNA, it was imperative to exclude the possibility
that it results from follicle cell RNA. Using collagenase-
treated, staged oocytes free of follicle cells, high levels of
XLcOF6 RNA were only detected in early stages of
oogenesis (not shown).

These distinct temporal patterns of RNA distribution most
likely indicate stage-specific, differential activation on the
level of transcription for some of these genes, although
the possibility of differential polyadenylation cannot be
excluded on the basis of the experimental results obtained.
Similar effects have been described for the expression of
X.fin (Ruiz i Altaba et al., 1987).

The size of the transcript detected by use of XLcOF22
as a probe is ~2 kb. As already mentioned above, this
estimate is in good agreement with the size predicted from
the cDNA sequence reported (Figure 3). The presence of
a repetitive element in the 3’-untranslated region of
XLcOF10 (Figure 3) provides an explanation for the ‘smear’
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Fig. 4. X.laevis genomic clones (XLgF) encoding finger proteins. A X.laevis genomic DNA library in Charon 24A was screened with XLcNF1 as
labelled probe. DNAs of 35 clones yielding a positive hybridization signal were isolated, digested with EcoRI and separated on agarose gels (a).
Two Hindlll digests of A\ DNA were run as size markers. After blotting to nitrocellulose membranes the DNA was hybridized to 32P-labelled
XLcNF1. Autoradiographs after washing under non-stringent conditions (0.2 X SSC; room temperature) are shown in (b) and after washing under

high stringency (0.05 X SSC, 65°C) in (c).
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Fig. 5.Northern blotting of X.laevis RNAs from different developmental stages. Glyoxylated poly(A)* RNA (5 pg/lane) from total ovary (O)
(oocytes of all maturation stages), blastula (B) (stages 7—9; Nieuwkoop and Faber, 1975), gastrula (G) (stages 10—12), early neurula (N) (stages
13—16), somites 1— 15 segregation (S) (stages 17—25) and hatched tadpoles (T) (stages 38 —40) were run on agarose gels and transferred to
positively charged nylon membranes. Autoradiographs after hybridization with XLcOF sequences and washing in 40 mM phosphate buffer at 70°C

are shown.

in the high mol. wt area of the Northern blot (Figure 5),
caused by minor DNA contaminations in the RNA prep-
arations of later developmental stages. In addition to several
signals of minor intensity, which may be caused by
hybridization to identical or similar repeat elements in
otherwise unrelated messages, a major band of ~2 kb was

observed.

Taken together, the data obtained from Northern blot
experiments using poly(A)* RNA preparations from
Xenopus embryos suggest that individual members of the
H/C finger protein family are subject to distinct temporal
patterns of expression in early embryogenesis.
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Discussion

Two different structural elements detected in a number of
developmental genes from Drosophila, the helix —turn—
helix motif and the finger repeat, define distinct families of
potentially nucleic-acid-binding proteins. Both of these
structures are conserved in evolution and believed to define
functionally related gene families (Gehring, 1985; Schuh
et al., 1986; Chowdhury et al., 1987). Initially using the
conserved H/C-link consensus sequence (Schuh ez al., 1986)
as a probe, we have isolated a large number of finger-motif-
encoding cDNA and genomic clones from Xenopus libraries.

Common structural elements define an evolutionary
conserved finger protein gene subfamily

The abundance of distinct, finger-motif-encoding mRNAs
in the Xenopus oocyte appears, at first glance, surprising.
Using the finger region of the Drosophila Kriippel gene as
a probe, Melton and co-workers (Ruiz i Altaba et al., 1987)
were able to isolate only one finger-protein-encoding cDNA
from Xenopus oocytes, and similarly high numbers of
different finger protein sequences as reported in this study
have, to our knowledge, not been reported in the analysis
of other organisms. From the example of TFIIIA, which
binds to the 5S gene internal control region in a sequence-
specific way (Engelke er al., 1980) and is also capable of
forming a specific, cytoplasmic complex with 5S ribosomal
RNA (Pelham and Brown, 1980), we know that finger
repeats may function as general nucleic-acid-binding entities.
Thus, finger proteins could be involved in the formation of
the multiple structural and regulatory RNA —protein com-
plexes formed in the eukaryotic cell, and might also be
examples for the increasing number of DNA-binding,
transcriptional regulator proteins characterized.

A comparative analysis of the amino acid sequences which
constitute the repeats of Xenopus finger genes reveals a
high number of conserved positions and other structural
features (Table I; as detailed in Results). The H/C-link
sequence which was utilized as a probe for the screening
of Xenopus libraries is, as expected, one of these common
structural elements. These conserved structures are shared
with only few of the examples known for finger proteins
in Xenopus and other organisms, among them the 37 finger
protein X.fin from Xenopus of unknown function (Ruiz i
Altaba et al., 1987), the Drosophila developmental regulator
gene Kriippel (Schuh et al., 1986) and two related mouse
genes mkr I and mkr 2 (Chowdhury et al., 1987). In such
a way, extended structural homology appears to define a
closely related, conserved subfamily of finger proteins.

Significance of highly variable positions in the finger loop
Brown and Argos (1986) have predicted that seven amino
acids of the finger loop, including the inner histidine, form
an «-helix. Subsequently, Ruiz i Altaba et al. (1987)
suggested on the basis of the analysis of the 37 finger repeats
in X.fin that, in analogy to the helix —turn—helix motif for
other DNA-binding proteins, variable residues in this o-helix
may help determine binding specificity. This idea is in good
agreement with the recently proposed three-dimensional
finger model (Berg, 1988), which suggests the formation
of an antiparalle] 3-sheet followed by an a-helix. Upon DNA
binding the «-helical region is postulated to contact the
DNA in the major groove. Inspection of the 109 fingers
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identified in the XLcNF and XLcOF protein family reveals
that the majority of the highly variable positions are located
in or directly flanking to the potentially o-helical region
(Figure 6). Thus, these highly variable amino acids may
indeed provide the structural key for the sequence specificity
observed in the binding of finger proteins to nucleic acids.

However, DNA or RNA binding may not be the only
function of the finger repeats. On the basis of a comparative
structural analysis Brown and Argos (1986) have reported
another interesting observation. The potentially a-helical
regions in the finger repeats show an obvious hydrophobic/
hydrophilic sidedness. In addition, Giniger and Ptashne
(1987) have most recently demonstrated that a putative
amphipathic «-helix linked to a DNA-binding unit forms a
transcription-activating entity in yeast. Taken together, these
findings indicate the interesting possibility that finger
elements of transcription-activating proteins, such as TFIIIA,
might serve other functions in addition to DNA binding.
They might, for example, be involved in the interaction with
other transcription factors or RNA polymerase. This idea
is indeed supported by in vitro mutagenesis experiments
performed on Xenopus TFIIIA; amputation of one of the
N-terminal finger repeats abolishes the transcription-
activating function but maintains wild-type levels of DNA-
binding activity (W.E.Jack, T.Pieler, B.Moorefield,
W.Nietfeld, W.Swiggard and R.G.Roeder, in preparation).

Finger protein in gene expression in Xenopus
development
Distinct temporal patterns of poly(A)* RNA for different
XLcOF clones were observed during Xenopus embryo-
genesis (Figure 5). The increase in the amount of mRNA
detected in later stages of development for one of these clones
(XIcOF28) indicates a transcriptional reactivation.
Structural homology to the finger domain of the
Drosophila developmental regulator gene Kriippel (Schuh
et al., 1986) raises the possibility that members of the
Xenopus XLcOF gene family contribute to the generation
of maternal factors involved in the formation of the spatial
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Fig. 6. Conserved amino acids in the finger motif. The conserved
amino acids (as outlined in Table I) are shown at the corresponding
positions of the proposed finger model (Miller er al., 1985). Highly
variable positions are denoted by X.



and temporal pattern of gene expression in Xenopus
development. On the basis of numerous classical studies,
localized maternal factors in the Xenopus oocyte have been
implicated to be important for the specification of cell fate
(as reviewed in Davidson, 1986). It is tempting to speculate
that part of the localized maternal information for the
realization of the developmental programme is transmitted
in the form of mRNA, which encodes regulatory, nucleic-
acid-binding proteins. It will be interesting to test if any of
the XLcOF clones presented in this study exhibits properties
one would predict for these putative developmental
regulators.

Materials and methods

Screening of cDNA and genomic libraries

In initial experiments we used a neurula stage cDNA library. Synthesis of
cDNA and cloning in A gt10 was performed using commercially available
kits and following the instructions fiven by the supplier (Amersham). This
library was screened with a [y-3?P]JATP-labelled mixed oligonucleotide
probe derived from the conserved H/C-link sequence HTGEKPY(5'-CA-
YACNGGNGARAARCCNTAY-3'). After transfer of the phage DNA to
nitrocellulose filters the hybridization reaction was done overnight in
10 X Denhardt’s solution (Denhardt, 1966), 1% SDS and 6 x SSC at 57°C.
Filters were washed in 2 X SSC, 0.1% SDS and 1 mM EDTA at 40°C
and subjected to autoradiography. Having isolated and characterized a
finger-protein-encoding clone (XLcNF1), this sequence served as an
oligonucleotide-primed, [32P]dCTP-labelled probe to screen a X.laevis
ovary cDNA library in X gt11 (2.5 X 10° primary recombinants; kindly
provided by Dr J.Kleinschmidt, Heidelberg) and a X. laevis genomic DNA
library in Charon 24A (4 X 10° primary recombinants; kindly provided
by Dr G.Spohr, Geneva). After transfer to nitrocellulose filters the DNA
was hybridized overnight at 60°C in 10 X Denhardt’s solution, 1% SDS
and 4 X SSC. After washing in 0.2 X SSC, 0.1% SDS and | mM EDTA
at room temperature the filters were subjected to autoradiography at —70°C
using Du Pont Cronex 4 films.

Southern blotting

After electrophoretic separation of DNA fragments on 1% agarose gels and
transfer to nitrocellulose filter (Southern, 1975), hybridization with the
appropriate probe was performed in 10 X Denhardt’s solution, 4 X SSC,
1% SDS and 1 mM EDTA at 65°C. Filters were washed either in
0.2 x SSC, 0.5% SDS, 1 mM EDTA at room temperature (non-stringent
conditions) or in 0.05 X SSC, 0.5% SDS, 1 mM EDTA at 65°C (high
stringency) and subsequently exposed to Kodak X-AR films for
autoradiography at —70°C.

Isolation of RNA and Northern blotting

Total cellular RNA from ovaries and embryos of different developmental
stages (staged according to Nieuwkoop and Faber, 1975) was prepared by
the guanidinium isothiocyanate/hot phenol method (Maniatis et al., 1982).
Poly(A)* RNA was selected by two consecutive runs on oligo(dT)-cellulose
columns. Glyoxylated poly(A)* RNA was run on 1.2% agarose gels. After
transfer to Gene Screen Plus membrane (NEN), hybridization with oligo-
nucleotide-primed labelled cDNAs was performed in 0.5 M sodium
phosphate (pH 7.2), 7% SDS, 1 mM EDTA and 1% BSA at 70°C for 14 h.
After washing in 0.04 M sodium phosphate (pH 7.2), 1% SDS and 1 mM
EDTA (twice at 65°C and once at 70°C) the membranes were subjected
to autoradiography as described above.

DNA sequencing

Total cDNA inserts as well as suitable restriction fragments were subcloned
in M 13 mp8/mp9 vectors (Messing and Vieira, 1982) and sequenced using
the dideoxy chain termination technique (Sanger et al., 1977).
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