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MATERIALS AND METHODS

Plasmids—We prepared plasmids for expressing K612-BIO in E, coli
and in the baculovirus expression vector system by sub-cloning a frag-
ment of the Drosophila kinesin a subunit cDNA (clone 1, deseribed by
Yang et al. (Ref. 19), gift of L. S. B. Goldstein, Harvard University) and
afragment of the E. coli BCCP sequence from plasmid pCY142. The DNA
sequence in the pCY142 fragment is derived from the E. coli chromo-
somal KpnI/Pst] fragment encoding BCCP residues 70-133 (20) and a
synthetic oligonucleotide encoding amino acids 134-156. To construct
the bacterial expression plasmid pSK4, we ligated the 1830-bp Kspl/Ncol
fragment from clone 1, the synthetic oligonucleotide 5’-AGCTTGCGGC-
CGCATATGTCCGC-3'/3'-ACGCCGGCGTATACAGG-5', and the 2370-
bp HindIII/Ncol fragment from pCY142 to produce an intermediate plas-
mid, pSK2. The 2123-bp Ndel/Sall fragment of this intermediate was
subcloned into the polylinker of the pT7-7 expression vector (Ref, 21, gift
of S. Tabor, Harvard Medical School) to give pSK4. To construct the bacu-
lovirus expression plasmid pSK3, we ligated the 1830-bp Kspl/Ncol frag-
ment from clone 1, the synthetic oligonucleotide 5'-AGCTTGCGGCC-
GCCATGTCCGC-3'/3'-ACGCCGGCGGTACAGG-5', and the 2370-bp
HindIIl/Ncol fragment of pCY142 to produce an intermediate plasmid,
PSKL. The 2123-bp Notl/BamHI fragment of the intermediate was iso-
lated and ligated to the 9602-bp NotI/BamHI fragment of pVL1392 (In-
vitrogen) to give pSK3. The validity of all plasmid constructs was tested
by restriction mapping using the overlapping restriction sites in the syn-
thetic oligonucleotides.



