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Mutational Analysis of ROKI, a Putative ATP-Dependent RNA

Helicase in Saccharomyces cerevisiae.
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The KEMI1 gene is involved in nuclear fusion during conjugation and
chromosome transmission and spindle pole body duplication/or sepration during
mitotic cell division in yeast Saccharomyces cerevisige. KEMI1 was also
independently identified as DSTZ2, SEP1, XRNI1, and RAR5 on the basis of
DNA strand transferase or exoribonuclease activity in vitro or mutations
affecting plasmid stability. The ROKI gene was identified as a high copy
plasmid suppressor of the keml null mutation and predicted to have functions
related to those of KEMI. We have shown that the ROKI gene is essential for
viability and its protein sequence contains highly conserved domains found in
the D-E-A-D protein family of ATP-dependent RNA helicases. We are
currently making amino acid substitution mutations in the conserved helicase
domains of ROKI to see if these domains are required for ROKI functions.
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Sequence analysis and molecular characterization of the KEM3
gene involved in spindle pole body function in Yeast
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R 2(Saccharomyces.cerevisiae)?] Spindle pole body(SPB)& ¥ ute] &4
= FzAZA ANTELGA SPB Aold microtublee] 4A AL L EgE.
Conjugation cycleel#] A2 o}& mating typedl ast o MXE Alo]e] matingo]
dojdu], SPBolA WMol } &= microtubleo] F71¢] #-& FojFn SPBeA ¥
§3o] o]Fojxt. SPBY TAEAZY E encodeste RA2E2 ¢
KAR1 #Ax¢} #ds o] MY $-284 KEMI, KEM2, KEM37} #el3lct. o]
5% KEMIZ KEM3%: 78 44839 left arme] 20 cM AE €olA glov, Al
XRdo] Fogo] WA Ut. KEM3 gened: XFsIE 2.0kb Z7]1¢] DNA
fragment’} 850} 9l2n, linker insertion mutationg& %3 ¥4% Z3} 1.3
kbe] Jj5HSE FE ALE AHYG. £ dFdAE dAdFHE VTR E X
P 97]4d9& Sanger dideoxy termination method® A}-$-3te 1943bpE
2 3gd. 2438 A3} KEM3E 1389bpe] open reading frames 2w 463
amino acid® coding3}t A 22 Jeldtl. Gene Banko]A fA47142E 713
FAA7 QA =AY A3 4¥e Mizumoto Z#°] mRNA Capping enzyme
& coding?ttls WEF CEGI genest T& ALE Jelygd. o] A& wig e
2 KEM3%t Bd9e Ao s ¥3¥ KARIS 7 KAR29t KAR3%] KEMS39)
dde] o] wt@d RNA HA%F ZAE 98 Northern blot& A 33 9l
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