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5! GTTCCAGGAGATTACAGCTCCAGCCACA
3"  ATCGTTCAACACAGCAGCCATCCAAGGTCCTCTAATGTCGAGGTCGGTGT

10 20

M I E V VvV ¢ NN D R L G K K V R V K C N T
| ATGATTGAGGTGGTTTGCAACGACCGTCTAGGAAAGAAAGTCCGCGTTAAGTGCAACACT
TACTAACTCCACCARACGTTGCTGGCAGATCCTTTCTTTCAGGCGCAATTCACGTTGTGG

30 40
b b T I G p L XK K L I A & ¢ T G T R W N
GATGACACCATCGGGGACTTGAAGAAACTCATAGCGGCCCARACTGGCACTCGTTGGAAT
CTACTCTGGTAGCCCCTGAACTTCTTTGACTATCGCCGEGETTTCGACCGTGAGCAACCTTA

50 60
XK 1 v L. X K W Y T™ I F K D H V § L G D Y
AAGATCGTTCTTAAAAAGTGGTACACGATTTTTAAGGACCATGTATCTC TGGGAGATTAT
TTCTAGCAAGAATTTTTCACCATGTGCTARAAATTCCTGGTACATAGAGACCCTCTAATA

70 40

E-I B 2 66 M N L E L Y ¥ Q STOP
GAAATCCACGATGGGATGAACCTGGAGCTTTATTACCAGTAGAGGGGAATTCCTCCACC
CTTTAGGTGCTACCCTACTTGCGACCTCGAAATAATGGTCATCTCCCCTTAAGGAGGTGG

TTGCCCAACCTTGCTTTCCTCTCCCATGGCTCATTTAACACTGTTGTAGATGCTCATTTTT
AACGGGTTGGAACGAAAGGAGAGGGTACCGAGTAAATTGTGACAACATCTACGAGTARRAA

AACAATTCACATGAATAAARACTTTGATGCTGCAAAAAAAAA ~ 3
TTGTTAAGTGTACT 5°¢

Figure la
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pPC8& Clone 31 Sequence

LI

{Human Homologue of Mouse Clk4)

————————» Upstream sequence

1323 BPS DNA

to be determined

1 ATTATCACAG AGACATTGAA AGCGGGTATC
61 GCAGGAGAAG CAGTCCTAAA AGGAAGCGCA
121 CGAAGAGCCA CCGAAGGAAAR AGATCCAGGA
181 TCTGTCAAAG TGGAGACGTT CTAAGAGCAA
241 GAGCCTTTGG CAMAGTTGTA GAGTGCATTG
301 TGAAAATCGET AAAMAAATCTA GGCCGTTACC
361 TAGAGCACTT AAATAGTACT GATCCCAATA
421 GGCTTTGATCA TCATGGTCAT &GTT
L 1 TTCAAATTGA CCACATCAGG CAGATGGCGT
61 ATCATAATAA ATTAACCCAT ACAGATCTGA
121 ACTATGTAGT CAAATATAAT TCTAARATGA
181 ATATCAAAGT TGTTGACTTT GGAAGTGCAA
241 TGTCTACCCG GCACTACAGA GCTCCCGAGG
301 GTGATGTTTG GAGCATAGGT TGCATTCTTA
361 AGACTCATGA TAGTAMAGAG CACCTGGCAA
421 AACACATGAT TCAGAAAACA AGAAAACGCA
481 ATGAACACAG TTCTGCTGGT AGATATGTTA
541 TGCTTTGTCA TGATGAAGAR CATGAGAIAC
601 ATGATCCAAC TCARAGAATT ACCTTGGATG
661 TAAAAAAGAA ATGAAATGGG AATCAGTGGT
721 TTAAGACTGT GTCAGTCAAC TAAACATTCT
781 ACAGTTAAGT GTAAATATTG TATGTTTTGT
841 TATGGTCTTG ATAATGCATT AGAAAAATTA
901 TTTAAATACC TTTGAAATAT CCTTTGTGTC
961 GTACATGGAG GTCACCTCTG AAGTGATTTT
1021 ATATTCTTAA AGGAATATTC TTTATATACT
1081 TCTTCTGTAA TTGTTGAACG GGTGATTATT
1141 CAAAACTCAG AAAATGTTTA CTGTTAGAAT
1201 TCATTGGGTG ATGTCAGGGT GATAACCAGA
1261 TGTGACAGTT TGTTTAATAA ARCCACATAC
1321 ARA

GAATCCACTG
ATAGACACTG
GTATAGAGGA
GATATGAAAT
ATCATGGCAT
GTGAAGCAGC
GTGTCTTCCG

Intervening sequence to be determined

ATCAGATCTG
AGCCTGAAAA
AACGTGATGA
CGTATGATGA
TCATTTTGGC
TTGAATATTA
TGATGCGAACG
AGTATTTTCA
GGAGACGCTG
TGTTTGACCT
AAGCATTGCA
CTTACTATAT
AATATTTTTG
ATCAATAGCA
AARATTAATTT
CAGTGATAAA
TYTTGAGTAR
TCAAATTTAG
ATTAACTCTA
TCTATTAAAT
CATTCATGGA
ACCCTTTAAA

Figure 2

CAGTAAATCT
TTCAAGTCAT
TGATGAGGAG
CGTGGACACT
GGATGGCATG
TCGTTCAGAA

ATGTGTCCAG

CCAGTCAATA
TATTTTGTTT
ACGCACACTG
TGAACATCAC
TTTAGGTTGG
CCTTGGTTTC
AARTATTAGGA
CCATAACCAG
CAAACCGTTG
GGTTCGAAGA
GCATCCTTTC
ACTTCTCTAG
TAAACATTAR
TAATTAACTT
TTCTTTTTGA
TGTGATTGAT
AAGGARATCT
AACTTAACTT
GATAAGCAGG
TTTAAGTGTT
AAGGCATGCA
AMRPAAADAR

22 0CT 2003

TCAGTCCGCA
CAGTCACGTT
GGTCACCTGA
TTGGGTGAAG
CATGTAGCAG
ATCCAAGTAT
ATGCTAGAAT

AATTTTTTAC
GTGAAGTCTG
AAMNAACACAG
AGTACTTTGG
TCTCAGCCTT
ACAGTCTTTC
CCCATACCAC
CTAGATTGGG
AAGGAATTTA
ATGTTAGAAT
TTTGACTTAT
AAGAGATTAC
ATTATTTTGT
GTTAAGCAAG
AATTACCATT
CTTGCCTTTT
TGACTACTTT
TAAMAGTTTT
TACTAGAAAC
GTATTCTTTT
GTTTGTCCAT
AAPAARRAAAR
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(i)

(i)

(iii)

(iv)

(v)

tvi)

(vii)

{viii)

(ix)

{x)

{xd)

Figure 3
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Methodology

Human Brain ¢cDNA library
constructed in the vector
pPC86

Clone Beacon into
the vector pDBLeu

Transform both plasmids into the
yeast strain MaV203

|

Select for celis containing both plasmids,
and induce the HIS3 reporter gene

|

Purify cells containing interacting proteins
and test for induction of the 3 reporter genes

|

Isolate plasmid DNA from clones expressing the three reporter
genes and perform a re-transformation assay to confirm phenotypes

|

Isolate plasmid DNA from positive clones
and sequence unknown cDNA’s

|

Confirm the interactions by independent methods
such as co-immunoprecipitation and biological assays

Ficure 4



