Protocol/for the iselation ofi ook

Bacterial pellet (late log phase)
suspended in 507N
homogen zer
10,000 x g for 20 min

up
78,000 x g for 90 min

Ppt
syspended in S0TNET
0°C for 30 min
15,000 x g for 15 min

up
78,000 x g for 90 min

Ppt

suspended in 10T
15,000 x g for 15 min

up (crude hook)

DEAE-cellulose
0.04 to 0.3 M NaCl

Hook fraction

SDS-PAGE ofithe DEAE fractions fromithe flall mutant hook

FRACTION NUMBER

Crude hook fraction from aflall mutant and the
DEAE' chromatograpy separation ofithe fraction
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- T cluted with a linear gradient of 0.04 to 0.3M NaCl
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Name? Type Tonizable group Remarks
| DEAE-cellulose Weakly basic Diethylaminoethyl
WG danedipsiiotaid sanase ni sl adesy CH,CH,N(C.H,),
TR TR S o T CM-cellulose Weakly acidic “arboxymethyl
—CH,COOH
Pcellulose Strongly and weakly acidic Phosphate Dibasic: binds basic proteins
" —OPOH, strongly
= ] Bio-Rex 70 bosylic acid Used to separate basic proteins
e e o e | PHPEREERA it
b AR A S e e e R AR e e S = + ] -Scphadex minocthy “ombined chromatography an
SHHCLTHE A ety T
NG ), gel filtration of acidic an
neutral protein
I'd SP-Sepharose Strongly sthyl sulfonate Combined chromat v a
linked SO.H gel filtration of basic proteins
FA- e D+R- - CM Bio-Gel A Weakly acidic cross- Carbo: hyl Combined chromatography and
% R*A"+B S R*B + A linked agarose gel —cincoon sel filtration of basic and
neutral proteins
Dowex 50: X SO “Sephadex and Sepharose gels are manufactured by Amersham Pharmacia Biotech. Piscataway. New Jersey: sio Rex resins and Bio Gels are manu

Dowex1: X =—CH,N(CH R+=[&A A 3cHulk factured by BioRad Laboratories, Hereules, California
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(a) Divinylbenzene cross-linked
DEAE: R= — CHy— CH,— NH(CH,CHy). lystyrene ion exchange resin. EXChangerS.

CM: R H & (b) Cellulose-based ion exchangers.
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Sephadex G-10 T¥XAL7 > 0.05~0.7
Sephadex G-25 FX¥AbT > 1~5
£ Sephadex G-50 b 9 G ¥ S 1~30
@ Sephadex G-100 FEIINT 4~150
H Sephadex G-200 FX¥ALNT >~ 5~600
< Bio-Gel P-2 ENVTIYLT I K 0.1~18
e 1 Bio-Gel P-6 YT 7UNT I F 1~6
molecules Yolums(afiemiient Bio-Gel P-10 RYT77INT3F 13520,
:;‘g:cu‘es Bio-Gel P-30 RYZ7IYNTIF 24~40
Bio-Gel P-100 RYT7YNTIF 5~100
Bio-Gel P-300 SRRl T 51K 60~400
= Sepharose 6B TAU =R 10~4.000
Sepharose 4B THO—RA 60~20.000
Sepharose 2B T3 70~40.000

t  Sephadex. Sepharose (3 Pharmacia Fine Chemicals AB
D%+ Bio-Gel I3 BioRad Laboratories i %,




DS-PAGE of'fractions'of alsucrose density,

gradient in/the flall mutant hooks
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Composition of proteins

in hooks isolated from
filamentless mutants
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Relative amount
Strain HOOK.
HAP1 PROTEIN HAP3 HAP2
SIW900 (R1h2) 1 ND* 0.56 0.43
siwsop (lal) 4 7.0 0.58 0.49
SIw2149 (laV) 1 7.1 0.21
SIW1411(flaL'V) 1 ND 0.23
‘MH101 (flal) 1 7.1

“ ND, Not determined.

Relative amounts, of hook

protein and HAPs in the S
hooks from filamentless
mutants
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Detection of flagelliniin
culture:mediumjof
filamentlessimutants, by,
SDS-PAGE.

Excretion of unassembled flagellin by

mutant deficient in hook-associated
proteins
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