The Korean Journal of Microbiology, Vol. 37, No. 1, March 2001, p. 42-48

Copyright(©2001, The Microbiological Society of Korea

&30 HlEL13-ST7 MEHY WS

Zefishk= E2HO|

S8 Xs001-1)2] E2| & EN

OIRYE -

olS# - HII¥ - Y32+

Seirysim XoITfalhst 0SSt}

2o} ARQ) Saccharomyces cerevisiaed] ¥e}-1,3-FF7F A¥rAJ o] AL 2t Qo] FAA 00l - NE
¥2sled o] 199 MG S AAsk 2 B4 e sool-1 FA] 97148 24 A3}, 681
2] 4714l G/l A= X @= o] Soolps] Gly*7 o] AspE XFHE AAE JehfE= A o2 WY=L, sool-1 F-42}
£ 7120l X119 retl-1 fAA2 FLE Sde] FAHRE W= SIS 28, rerd-10] YehE =444 ¥
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BT Axslel g JE-L 718 (chitin)# FTHglucan) T2
ekplEd], MEY AF T3 oF ANk 7pERS wiek1,3-9
HE}-1,6- 25702 FAE QT o)F HER-13-2Fhe]
o] Wiel-1,6-2F%F Bk o] £0h(1,2). HlEk-13-2F7 FHEA
(B1,3-glucan synthaseyx= ATl RaE|o] glon, UDP-¥
=% (Uridine diphospho-glucoseys 7|4 & AME-3te] Zwdo] H|
Eh13-4%e s A49 FEAE sk, zymogen HEIE
FEAQSAE ohisly 27} Yol2g aPeAE ohshy, GTP
2 1 fEA ) gty Aol SREE o] Urh32). wiE-
13-2%7H] Ml GTP & 2 fEA7 87HE 5L
Saccharomyces cerevisiaes BIEFF E}—’}‘—g] TFA FEH=Z
dhAElE Habo 2(52), TdFe AEY M 3 5 53] wE-
1,3-237F 34 sAo) AT BEF719 9EE] oTP-AH &
WA olsle] - (21), ©] GTP-AHEHA-L Rhot THA
Q Aoz BEHTks526). LEv, TradEQ] wWE 1 3-257
A FEA B AAlo] 433 v} gled, WEk13-3%n &
AR A ek Al A3 d7e 9T EEAE AMEE

$3e Ao g wEk13-25 FAHEAY i s AR
7} BEs)h)

HZ ATHY AEY wek13-2%7F A gose
AR gt EARAEH FZo] o]Fo)A] Yol {1 B
A =T} Douglas 52 WER1,3-277 A E 4] A=
A8 4332 echinocandind] WS Bol= EGW|EE S
cerevisiaed Al AU 11, echinocandin®l] T3t WAJo] insoluble
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membrane fraction & £3] #EL13-ZF7F A9 caralytic
subunitS FE BB QU= FFAL] EAWolf g Aeg B
aEReH, o] EARO|FE o]g3slo] FKSI (K506 sensitive)
FHAAE 29T v AtE4). 2F 2 2 AFAE0]
Douglass e T2 W02 f4xE F2dstded, FrE
A= 25 FKSIF 9% FAAZ gsivhes). ol9dddx
Candida albicans (20), Aspergillus nidulans (13), Schizosac-
charomyces pombe (9), Cryptococcus neoformans (36) R Para-
coccidioides brasiliensis (25) S X FKS12] FAF FA=7F &
29504, o5 FAA 2 {44 AHEe AW 75l o
& A7 HEs] wa A ut flo] A&AQ Ayt gadt

B ARREL S cerevisiae2EE] WE1,3-FF7F dAF0] &
Aol HELFAAS Hole AR Heo RxolEd i
OJFE Az - MW (35), A £ B F2d AFS +H
3] WE)-1,3-3F11e] Ao Hodske R F 7H /3
221 S001F BGS2E EF9IIATHIL15,16,17). °] F SO0
L5 9)&4 ZAE 4B (complementation)d Myt olu} H
B} 13-2%7 TR IEAATE 54 ded, 1 F7IM
gL B8 B A9, FuFAE B @8de] ERAA Golgi
2 o]l4Hu, ERol 453k ©¥do| GolgiolA] ERZ H0]
S5 o Bshs COPI vesicle®] 74 T d F hUl
o-COP(non-clathrin-coat protein )2] F-8AK7)9} FLF AHo=
AP ACK16). ol AR WlEh13-2F Al B{sh=
gl go] Y¥Futog o]dE= Bl COPI vesicleo] HHZ
S AAIEhE Aol oln] &E A wie}l 2o, S0 AEAE
o LA KA s0010] FE FFE AFMAAL &
AT Ao BIF5HAOM, FOlSHAR sool-1 FQMOIF

=2 o
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Q) LP03532 ujR|o] AESHAAE ArbetH HEE-e oA 4
o] 7Fsatlrh6,17). ol8dt A=, so0l-19) 0] R
7F Ao M wel 32357 A Bolde 9uA
A e Ao 9148l ERT Golgis AX 983
02 FHEEE shat A IS & AYS ArkskE
ojrt.
wZbA, $0018] 9] g allele)?! sool-1S H2)3}
of St Aot K195 18, Soolp/o-COP2] o]
AR F) F HER13-2F §HES T AT Ay M
o #odsh= YA vesicular transport o F8 3 oS
she 2718 ERIg 4 Q& ot} o] & $i8led B Ao
EAHO] {HA s00l-18 FElekal 11 G| EE EAsle], &
Aglol7} ol K9l 5 F9lalar 11 V)5 5k

PRURLA

HE W ey

=ZF ¥ Hix|

B A¥e A3 E colie HB1013} DH50 LBEAA|S)
Ftd 3rcolx wigslgon, FAUBAZI
ampicillin®] 100 ug/mi=| A H7}3F viRo) A wjerslgr &%
581 Saccharomyces cerevisiges B Ao Hj#3 A
W o)l LP0353 (MAT @ wra3-52 Ivs2-801 sool-1 bgs2) ~L&]
oY O F GS-1-36 (ATCC 26108: MATo SUC2 mal gal?)
ZNEATR AMEIT sool-1 BM0] FRAE Bals)lr)
A TFEe AN LP03532) G A0 ofg 3 o
S001 F-A7F 8 copy T AFQ1® #5321 LPO3S3/DSIS A%
3te] AMESIHTE S cerevisiae®] HISF 2 AU FAP=
YEPD (Bacto-yeast extract 1%, Bacto-peptone 2%, dextrose 2%,

= o]
LTTE

do mu Rt

agar 2%)%}  SC-Ura (synthetic complete Uracil drop-out media:
Bacto-yeast nitrogen base without amino acid 0.67%, dextrose
2%, drop-out mix without uracil 0.2%, agar 2%)y5 AF&-8Fd 4=
FBATH2T). LP0353& HIS 82521 37°CollA wiokst wofl&=
AEJMAAZ 1.2 M sorbitolo] H7FE YEPD Wi A S ALg-3ty
o, oluf sorbitohe- ThE Hifdte] S0°CR 43 F wjxlo) H
7FsFRTt.

DNA =%} gl AT E

E. coli®] FAXNE-LS WP E Mandel?} Higa® (1902
kg, £79 HAAPL lithium acetate’] (1005 5383}
At E colizHE E8k2v|= DNAS] 22l alkaline lysis 3
HE ARSI, 7MY #4898 Zekv =S QiagenAt
(GmbH, Hilden, Germany)2] plasmid kitS AF2-3}e] £3=3g)
StATh AlghE o) 218 DNA2] At ligation ¥ agarose gel
71%9%& Sambrook 52 W29yl whel 4283}t DNA
BNMEL RS DNAS F3 o2 USBAKCleveland,
USA)®} version 2.0 Sequenase kits AHg-3 Sanger(30) 0.2
A3t

=HHO| R (s00l-12] BB W TR0 $2|2) &0

ER sool-1 A E2¢ 2@ BEARN 43

URA3 markerE ZH= Yiplac21i19] S0019] A# ORFE ¥&
Sk Qe 5.8 kbe] Sall WS ZFEF3A) o] W23 S
2P| E(YIplac2118)YE E. coli DHS0ol HAHBAIA Zepiu=
E FF Fojetnh. 23 Yiplac211S3 LP03530] 3 A=3A]
7 Ura® E2UYE 483, Southern blotting® 2 AH54 T
W Z}Hhomologous single crossing-over)oll &8l AA| Zajin)
Z7F GHAIY sool-1 ARl AYHAEXE S5 F, FdA
Ao} emolEA AEA W wEk 3251 EA%Y 3
FolRE ZAVet S001 327 AE #5(LP0353/DS1)E

LP0353/DSI 2 2 H-E] S} RAR so0l-18 Fl5}7
Hsted, 42 G4 DNAE BEElsta, 97148 2449 =
AME so0! 7 9] AgtEs A4 59 F Yiplac2lld)E §)
il SOOI FrAAbellvt Ay-er} b7ty 24 Aas
(Bell, BstEll, Bglll 2 AcclDE Zhzh 228 . ligationA) A
ligation pooks A28} o]&A] A28 ligation pool Holl&=
HEQ! Yiplac2119l S00/9] A4 ORF(YF= okE ] 001
AN A FeEfgt Rojar, LA REL EAMO] so0l-] FA
Al A e 27F Al Az WE7 ¥3EA gk o]
ligation pool& Z}7] E. coli DH5a0 =98+ ampicillin WA-&
Kol FAASAE A1, Fepav|s D insert?] 2 RS
A719Eos sttt AUE insenE 72tz ARE WEQl
YCplac33oll 243 F, LP03530 EUAIA &ro)&EF Al
T 318 ARE A, LP03539) EYRo|E AL B
AFIA Bshe AzdE Felen|cg Agsign) o] dgor =
Ao)7t ot R91E XesH= DNA AARYE Fole F,
sool-1 5 o] F2% pBluScriptel] A B-E2 Y5t oju] A
5001 7342t Q471X EE& vhgdo 2 A3 sequencing primer

£ ol&st] dVIMEE ARt
&3 U 0F

S001 FHX7 42 8§ 25 (LP0353/DS1)2| M=

AA s00i1& EFs= 58 kb9 Sal ABE Yiplac2119]
F2l Axg Zekan| =g LP03s3el] HAMEAA Ut
FHAHAEAE 1 2 sk, 0] F 92w 37°CA] A
Aol 7Fsdt HAATA 10 ME 23 A} o]gA] o)
2 A AL 2 G o= LP03532) GRS EAR= s00)-
13 Eek2a0] = Ade] S001 Abolol 454 © Y Ak homologous
single crossing-over)7} 4o} Yiplac2118] #-$-o oAl & o]
800! FHAL} so0l-1 EFH] FHA7 Y& Yoz =
A Et. F, so0l-1 A2 2] E¢vo] R R} 5|20
A G o Yiplac2119] Holl= so0l-1 HiHQlA}
(allele)’t, FFoll= opE izl soor0] AXEHA ==
RhA, SRAWR} s001-1 FAAF 2] o] B9lHrt 9o
A oy 11 whhel frxih wi S 2 HrkFig. 1A). 2 3
=AY FAAEA e G s00! 2 Yiplac211Eek2m)
zof A} o RE A 2lste PAAGA ] FAHE At
2.2 Ylplac2ll DNAE probei AME-3: Southern analysisE 4
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Fig 1. A: Restriction map of LP0353/DS! chromosomal DNA used
for allele rescue experiments. B, BamHI; H, Hindlll; Bc, Bcll; Bs,
BstEIl; Bg, Bglll, Ac, Acclll. B: Southern blot analysis of putative
LP0353/DS1 strains using Ylplac21l DNA as a probe. lane 1.
Ylplac211; lane 2~4, HindIll digests of chromosomal DNA from
LP0353/DS1 candidates; lane 5, HindIll digest of choromosomal
DNA from LP0353.

et 1 AR, dAHE °F 53 kb 27)9] band7} 7EE ]
LP03532] G| el s001 FF sool-1 NHAAT BF &4
B T (LP0353/DS 17} A 25 R3S Sl ThFig. 1B).

o] Axtg LPo353/DS1 G4A) Aol Yiplac21l A8 =%
2 so0l-13} SO01 FRAA7} 22t EA e g0l oy, ol
WA BiEeEME 4 F SlomE ojE HIE) $% A
BE FEETE. 28 T diglxte] @A e} fR)ek=
Adglo]l LP0235/DS19] A A DNAE BamHICZ 2 2]3}he]
self-ligation A1719 Yiplac2113} A 1 LFell Yx|5k= S00!
(2 so0l-1YS T 48 4 ok AR ARIsA(Fig. 1A)
o3k 2o A9-E i) &, LP0353/DS1 G AE BamHI
o7 &} self-ligationdt F E. coildll BAAGAA Fefiv|=
E A3, o] Feav|=d| EAsks S00! R IAE YCplac33
o &7 & =9HolF<l LP0353e] HAEAZANA L =7
AEASAEe] 88§58 2ARIYE 1 A3 Fig. 249 B
M B0 BamHISE Foix Fo] o] LP0353Y 2
T olEH MENEAAS ANER 2R Yiplac2l Y %
Zof Edwio] thESIx}e) sool-10] YRS Belalydct. §H3,
AcclIZ Hl3le] ¢1& DNAE Yiplac21l AE SEEd] 9%
= 5001 HHAAE 23 ==, o= LP0353e] 2%
S EH MRS RS Esltt. whebA, LP0353/DS19]
Aol = Yiplac21l NES T4 2 YZoE so0l-1 HHS]
A7F EABEAL 1 FFel s001 HRAAT EAghE Bog &
A3t

SHHO| 8 XHso0l-1) LS| S01HO| 2] &l
S. cerevisine®] EUHOIAZHE] S H0] FAAE B3k,
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Edwe] 195 #Elsy] A% WHOE gaprepairy o) )
01428), B Ao M= BUHO] so0l-1 HY) B0l RS
H| 12 golatA] gRle}r] ffste] tha et 2 WHOE sool-1
o] HelE A|L3n) 2, LP0353/DSIC.ERE] G443 DNAS
Eelghal, d7MEE 47 2AME AREAREE nfgoz
(Fig. 1A) YIplac211 A€ Woll= 285917} ¢l soor §-44
Rt HAR-9)7t shrd] EAISRs A A A(Bel, BsEl, Bglll
D AcclYE 242 X3 5 selfligationA) T o]S Z+7] E
coli DH50 =43t ampicillin A4S HolE AAXIHNE
@ol, o]5 FHHEA W] FeparE F insert?) EA) RS
ARG o= #Ustact. FAAE insennE 24zt YCplac33ddl] &
B3 . LP0353e] ERIAIA &R AENA Y] FE
RS ZASl, LP03539] EddoldAe 3 HA|IF|x) k=
AN Fekev=g Adsiodnh. 1 AR Fig 24014 Hizo]
ZAR 4 742 A9 B ZAwel ] LP03s3e) &% o)&EH
HEHTA REEES AFAYIE 495 RAY. g,

A

30°C
SC-u

37C
YEPD

30°C 37°C

YEPD +
sorbitol

YEPD SC-U YEPD

Fig 2. A: Complementation test of temperature-dependent osmosensi-
tive phenotype of LP0353. The mutant strain, LP0353 was transform-
ed with YCplac33 containing each of the DNA fragment rescued by
digestion of LP0353/DS1 chromosomal DNA with restriction enzy-
mes indicated, respectively. The growth of strains were tested at the
culture conditions indicated. B: Growth patterns of wild type (1),
LP0353 (2), and LP0353 transformed with YCplac33 containing the
sool-1 allele (3). SC-U stands for synthetic complete medium without
uracil.
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LP03538] &= o&H RS op7lshs Sl Bell
Aetelel oF 2 2 50079 ORF 147 0 25 800bp B4
el &8s Ao gsisict.

EUHO| RV Xs00l-1)2] A7IMHEY U SHEY
LP0353/DS12] A4A] DNAE BumHI X3t A& sool-/
FRAL 5. H2le] 800 bpE Wi oE HUVIMES A% Ay,
sool-1 EQHO] F14= 681HA 97191 G7F AR X FE o]
Soolp®] 2279 o}lr|x=2k0l Gly(GGC)0] Asp(GAC)Z X FE)=
Aoz BH rer/-] EGRO] FAAGNH} TUSE A E F<)
FAchFig. 1). 28, 7188 rer-] EHOIE H]FE-250
M AehA] Fale SR Boidolagk geix] sld) vt
sl B A7 A2 EE vS &M AekA] B3l retl-1f
sool-1 AR EZL sorbitols-9] G A7F v x]ol] # 71w
W F8E £ vk A2E AME gdEtdchFig. 2B). Bt
o] Axj= B dAtzle] oluf Hugt Ao(16)9 A rerl-l/

BY sool-1 AR E29 9 BEYRY 45

U= AMES #2498l Z0 2, Soolpd Gly*’o] S. cerevisiae
o} Alaty el 3-357 S AA(B1,3-glucan synthase)SF Al
Fejo] Bej Aol fXol Holshe MEy gl a4
oM 3 42234 (post-translational modificationyol] 2.8 ¢
g HEshe F-dE AAbel: )28 dajolrt

Soolp N-gctel 54

B Ao A% Al o-COPE HIE3 thi=o] vhull gl A
WD40 domain®] RHE-AH o2 EA5h= o] WA=, WD40

domain< Bt 3 (Bstrands and turns) O 2 FAE A9
wehe faz 2l e} (Bopropeller) RS FAEHH(22), o] FERE
T ol Tojdhe W vl Fol A 2HHERE tetratricopep-
tide repeats?} AT L= Aoz Al Urk®). E3), o-COP
2] WD40 domain- COPIol| 9J&te] 45w dilysine2 & H A
B A (KKXX-tagged protein)?he] 35 248 Fojsts Ao
2 g Ark(18,31). 184 2T a-COP/SO0/2] NS

sool-1 oo ofgted o] H¥y Fho) o)ito] el

|

o}k-
AR

£

ATG AAG ATG TTA ACT AAA TTT GAA TCA AAG TCC ACT AGG GCC AAG GGC ATT GCC TTC CAC CCC TCC AGA
P_S R |

2] WD40 domain(Fig. 3 %) G%7} A&y

7 M K M L T K lF_F S X S T R A K B I A F H WD40 1
70 CCT TGG GIT TTG GTG GCT TTG TTT TCC TCT ACT ATT CAA TTA TGG GAT TAC AGG ATG GGA ACA CTA CTT
4 p_w v L Vv A L F S S§ T I Q0 L W D YIrR MM 6 T L[ L
139 CAC AGA TTT GAA GAC CAC GAG GGC CCT GTT CGT GGG CTA GAT TTC CAT CCA ACC CAA CCG ATT TTT GTT
47 4 R [F_E D H E G P V R @ L D F H P T Q@ P I F V]| wpna?2
208 TCG GCA GGT GAC GAC TAT ACC ATT AAA GTT TGG TCC TTA GAT ACT AAC AAA TGT CTA TAC ACC TTA ACT
08 A 6 p p ¥ T I K ¥V KW S Lip T N K C L Y T
277 GGG CAT TTG GAT TAT GTC CGT ACC GTG TTT TIC CAC CGT GAG CTG CCT TGG ATC ATA TCT GCT TCT GAT
936 H [ D ¥ V R T ¥V F F H R E L P W I I S A S D wbas3
346 GAC CAG ACC ATA AGA ATC TGG AAC TGG CAA AAC CGT AAG GAA ATT GCA TGT TTG ACC GGC CAC AAT CAT
nmelp_@ 1 I R I W N Wl N R kK E I A4 ¢ LT 6 H N _Hd]1
415 TTT GIC ATG TGT GCT CAA TTT CAT CCA ACC GAT GAC CTG ATC GTT TCC GCT TCT CTG GAT GRA ACC ATC
39 F v M ¢ 4 @ F H P T D p L I ¥V S A S L D E T T 1 wpad4
484 AGA ATT TGG GAT ATT TCC GGT TTA AGG AAA AGA d;\c TCC GCT CCT GGT ACT AGT TCA TTT GAG GAG CAA
w2 R I W D I1]S 6 L R K R S 4 P 6 T 8§ S F F E @
553 AGT GCA CAA CAA AAT CTA TTG GAT GGC TCT §TT GGT GAC TGT GTT GTC AAG TTT ATT CTA GAG GGT
s M S A Q Q@ N L L D G S 6 p ¢ Vv v ¥k F I [L E G |
622 CAC ACA AGA GGT GTC AAC TGG GCC TCT TIC CAT fCA ACT TTA CCA TTG ATT GTC Tcc|GAc|AGT Gac cAC
208 H_T R 6 V N W A S F H P T T P [ I V S D & D D] wWD45
691 CGT CAA GTT AAA TTA TGG AGA(ATG) AGT GCT A GCT TGG GAA GTT GAT ACT TGC AGA GGT CAC ACT
22 R_@ VvV X L W R M|s a r/xla w E v D T [ R ¢ H T |
760 AAC AAT GTT GAT AGT GTT ATC TTT CAC CCA CAT CAL AAC TTG ATC ATT TCT GTC GGT GAA GAC AAA ACG
254 W_N Vv D S V I F H P K Q\N L I I S V 6 E D K T ]| WD
829 CTA AGG GIT TGG GAT CTT GAC AAG AGA AC
277 LR ¥V KW D LID K R i ) I

ESD5 ESD6

Fig 3. Nucleotide and deduced amino acid sequence of N-terminal region of the sool-1 allele. Grey boxes indicate the WD40 domains. Putative
ATG codons which can act as translation initiation site in the ESD5 construct are emboldened and indicated by circle. Mutated codon is indicated
by white box and mutated nucleotide and amino acid sequence are emboldened. Start point of the SOOT gene in the ESD5 and the ESD6 constructs
is indicated by line with arrow head. Hindlll restriction site is emboldened and underlined.
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Ability to
complement
the TOS™
phenotype

Vector Restriction Map

Sp  Ap H B E SpA S

si” 1|
T
ESD1
ESD2
ESD3
ESD4
ESDS
ESDS
ESD7
ESD8
ESD9
ESD10

+ o+ o+

i LC

1kb

Fig 4. Determination of functional region being able to complement
the temperature-dependent osmosensitive phenotype of LP0353 with
YEplac33 containing each of N-terminal truncated form of the SOQ/.
N-terminal truncated forms of the SO0/ were generated by the
unidirectional nested deletion with Exolll nuclease, except ESD6
clone which was generated by the HindIll digestion. The temperature-
dependent osmosnsitivity(TOS") of transformants was tested at non-
permissive temperature, 37°C. The ability to complement the TOS-
phenotype is depicted as plus(+). White box and black bar with arrow
head represent ORF and direction of transcription of the SOOI,
respectively. S, Sall; Sp, Sphl; Ap, Apal; H. HindlIl; B, Bglll; E,
EcoRI; A, Aval.

coatomer?] AR 7ol WA B2 oluA|ul, vl
A& ColgiolM ERE S48 (retrograde transport)dh= 7)2+e] &}
VR dilysine-2}&2 (KK XX-dependent) -4-712o) Bodsh= -
1= BEATHE). A, N-GHE7F = SoolpZt LPO353
o] &% oEH WA E AFAA 5= =R #RIE] ¢
3 Agg bt gol st

B A9 e A6y s001 FRAe] A7IMEE
A7A37) Y5 ExolllE X3t Azg vb e 50019
serial deletion constructs (ESDs)E Z4zh 1P0353oY ]iste] o)
Eo] LP03539] 2% 9|3 FELPY gdE JHI=A 2
AYstaTh 2 A3 Fig 404 B50) 518 F71RE A)FAHE
ESD5 constructs A3 Edwle] AL Ao R IEAY
F Qe Ao verpdow, 125Wx G71HE AFEE G714
ol HR(5-AAGCTT-307F Qe ASEARS! HindllS )
218l Hindlll 59] 929} N-terminal region® =43k ESD6
constructy= S 0321 LPO3539] & 0&A AEEAAL A
Halz] Eate Ador Jepdeh o3 dube Hindglll -4
9 o] No) AR RETHSO0IO] retl-19) £ 244
RFHEFE 4EE 9SS BolFE Schroder-Kohne 5312 4
Hel Yx|shk= Aeln, ESDS constructo] A|ZAEE 5184 G|
ok Hindlll &85 7250 97] Abolol = ATG IE
(codon) & FPI7} MY A ZE (translation initiation codon)O.

189 AL A1 Aolth. o] ¥e)e] A7 ZAN

Kor. J. Microbiol

A}, He Aoz 2448 7FsAlo] U ATG Zi=o] 553
F719} 7128 @7l EAlshe e B A, o] F 7h2) ATG
FZE F s Mg os A83ie Nogthe] AAE ¥y
9] SoolpE e Aoz FAE 4= Ut

Schrioder-Kohne 52 RETI/S0019] E8wo] thylxt & 5
A WD40 domain®] EA™MeI7t A retl-1 (G to D)%
ret1-2(GP to Py W)EE2129) 37| M Are] Bolsdr &
A8 Wtk 314 3(31), Eugester 5-& RETI/SO010) ¥
T Soolp?) N-Z&Hol] Q= 6702] WD40 domain Z57} A
AR ret] A1-285 FAAE GIAFPE 38259 3pecoldE=
AEo] 7Fs3lARE, B A5 37°ColA e o] Brlsalvh
T 3gehe). B Ao ME, o-COoPo) BHE #FS AR
WA, 30°Coll e el 7hEEh 31 cal A AR ATT ¢l
o AEo] EFEs dHe|Fel LP0353E ke g 37°C0]
A AT e AR R ZABIE =], T WAl A |
Aol WD40 domain®] =5 EFFE construct (ESD3) &134A4
© AEFAe] AR rhgslg o), 6l WD40 domainth
ZX= construct (ESD6)Y)) QlaXe AB04A)e) ARy} BV s
kAT (Fig 3. 4). o13e] S sk »w, B A7) A}
43 F59 A3 A w7 o] Bugester 50] ARES 759} ThE 7]
= 31, -COP/Sooip] N-Zehell $53te 6712 WD40
domain % 5H% WD40 domain®) A)EH9) gHAloL} FX8-%
o] 583 dghs Gk Aoz FHE 4 9ot olaigh 4
2 5537 7129 ATGEHRE] Al2FSl= DNA construct® 7}
Z} A 23k, °)E constructe] 30°Co)A o-COPo] H2)E wF
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ABSTRACT : Isolation and Analysis of the Yeast Mutant Gene, sool-1, which Confers the Defect in 3

1,3-glucan Biosynthesis

Jae-Joon Lee, Dong-Won Lee, Ki-Hyun Kim, and Hee-Moon Park*(Department of Micro-
biology, Chungnam National University, Taejon 305-764, Korea)

Aliele rescue and sequence analysis of sool-! allele in Saccharomyces cerevisiae mutant LP0353 revealed
that sool-1 is identical to the previously reported ret]-I allele, which has a base substitution of A for G®!

leading to an amino acid substitution of aspartic acid for glycine

27 in Soolp. However, it was revealed that

the addition of osmotic stabilizer, such as 1.2M sorbitol can rescue the temperature sensitive phenotype of the
ret]-] mutant and that the soo/-1/retl-] mutation may confer defects in post-translational modification of
proteins involved in the yeast cell wall biogenesis. Evidence for a putative role of 5th WD40 domain of the
So001p/o-COP in the construction and maintenance of cell walls was also presented by complementation test

with deletion constructs of the SOOI.



