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# 1. Growth of wild-type and ypt mutant cells carrying either PRA2 or vector alone.

Strain Plasmid Growth
14°C 23°C 30°C 35°C 37°C
wild-type PRA2 + ++ ++ ++ ++
vector + ++ ++ ++ ++
yptl PRA2 NT - - - -
vector NT : ++ ++ ++ -
ypt3 PRA2 - + + + +
vector - ++ ++ ++ +
secd PRA2 NT + - - -
vector NT + - - -

ild-t
wild-type

pIl

23°C Gle

{ vector

++, growth; +, slow growth; +/-, almost no growth; -, no growth; NT, not tested.

£ 2. Summary of the results of co-expression of GDIL

Mutant Growth
vector PRA2 PRA2 PRA2
+ GDI1/SEC19 + AtGDI1
yptl ++ - - -
ypt3 ++ + + +

++, growth; +, slow growth; +/-, almost no growth; -, no growth.

£ 3. Summary of the characters of mutant alleles of PRA2.

ypi3
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X1 PRA2\IEERE ypt ERBOMFEXHET 5.

Allele Amino acid Description yptl BL U ypt3 BEBKRF T, PRA2R T T 7 +— A (Gal)
: : — : Wk DBET 2L, MERKOMAEE SR (TR,
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T34N Thr3¢ — Asn Equivalent to Ras Asn-17, putative GDP-bound form ﬁf,iﬁéﬁﬂﬂ)@ﬂ;ﬁ[ﬂﬂaqﬂ'( PRAZ ZBRFERL TH
T52A Thr52 — Ala Mutation in the effector region WIEEE BB S 2o 72 (LB,
Q79L GIn7? - Leu GTPase deficient and GTP-freeze
N133I Asnl3 — Jle Nucleotide binding deficient
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A BRmai

A Rmai R anti-MBP anti-ubiquitin
S é& c c
S c £ £ E ¢ £ £ E
o 2 8 &% g ®° 8 ©
175
175 - . *
83+ 1754 4 E
83 62 83 P L :
. 6o @, p <q
47.5-
47.5-1
+ Wheat germ lysate MBP only 3254
B Hsfimat & & B HsRmai
S & &S &S & anti-MBP anti-ubiquitin
T NELF S e NN ke ~
. £ £ § £ 5 £ £
E E E o g E E o
o 2 8 & 5 @w g &

+ Rabbit reticulocyte lysate MBP only
M4  (A)Rmal % ATP, ZEXF 2, BLIUBVIYFF U1} e
EHEAT ANERFMBR LS TS, R ELOGFEN
KRODTFEGERHE £ 5100 kD Ll EiCh 7z o THIML 7 (%). 5 (A)Rmal ® Pulldown 7 ¥ £ 14 D#ER. Rmal (£E5) O
(B) & FRmal % [FREICATP, ¥ ¥ F o, BV ¥ F {LigH HHT, BrEOSFEIEML A Rmal DA, i1 FF
EHT ARRMEBHBRE KEEETE, RE) A1 ko Pifk B35 TOEBE N, B) B FRmal 122V T, IS
SFEH 100 kD B b/ o TN L 72 (k). AP O FEOMMNF I FF UICE 5T ARSI

CFKSK

A Rmai
E2-20k E2-25k Ubc3 Ubc4 UbcH5a Ubc8

EPITVSVPSDDTDDSN
RERGGAGA

0 min
180 min
0 min
180 min
0 min
180 min
¢ min
180 min
0 min
180 min
0 min
180 min

AtRmal MENS[YASTDLRLS
* HsRmal PRE----- -~ Q6
SgVMSSNSLSYgAVLDPVMVMVEMVAERLGTRV
-{D- - TGGFHF- - FGVGAFPFId- FFTH- VI3

AtRmal MDRIJAYPDTYN GTSGPRMRRRIMQADKS
HsRmal -EP[ERRGTGVDIHGQGHPASSWQDSLEL--FliA-|

7 B4 X+ X FRmal(AtRmal) & ¥ FRmal(HsRmal) O
E2-20k E2-25k Ubc3 Ubc4 UbcH5a Ubcs 7IBREYVIOLE. BHIZ) VST v —FEF—TDa vk
Y ARSI R, THRITERESI L Bbh s BkE0MHER s R

0 min
180 min
0 min
180 min
0 min
180 min
0 min
180 min
0 min
180 min
0 min
180 min

175 =

83

62

substrate

475

X 6 (A)Rmal % ATP, ¥ ¥, El, Ubc4 H 5\ & UbcHSa
EEBEE AL, Rmal DECIEFF VL BRI, RbT
FOSTFEIEIML: (k). FOMDE2 Tk ¥ F L {LIZBHER =8
Ehhhor:. B)E FRmal DHCLEFF L), ATP, U ¥ ABFFEIC X 5T, Rmal #5Ubc4/s 77 3 —& & H @<
F >, El, B & U Ubcd/UbcHS5a 751 CHEEHR I . FLWy A TDEITHALT ENRENT.



