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I 

•• •omplece..•.P.er the 0.occulenl preelpl,-ce had been al- • •ettle I'or 15 mm it removed bv ceau'd'ueatmn at 
when the assay done w•thln day ol" sodina- 

lair. however. •he• a•r•mbie loss ,36•. 
2•.• 8 •or I0 mm a• •5" •e •llet was w•h• rhr• 

•.n•,•ac•hepr•urehad•ab,h•d•heho•one. A¢•h•he r•mes with 10 ml of • e•anol. • LiCI and the s•vna. •cs"'•.,•uon molecule 7•% o•the bt•c•l "mn• •1•. The was•d prec•pi• d•lv• • 

-•:.•:..,•o•s/,-Pnl•a•l•m• •1 el•ct•hom•s done by Sixty-•ven millili•rs • ab•lu• e•i add• 
,•-or•hod wfl•¢h •ad used r|ier 2). •:th 8ela ,.hat 

d•ame•r The condmo• •i• •o• for each 
•ls •x• 25; •p•pTl a•hol. •0• •c 

s•m• in 0.• •ma•,e blue • aeet• acad •m h. 

•lh• I0• •euc acid. 
o/E•t•,enn- Unne. • tt•. was •11• £•m 

of •uen• wt• •pl•r•e • unknown or•&in. 

•t• • m•l• •ve•, ¢•ie lnemm rer whom 

whom •e •e •r 2 • E •/ml • •ri• 

• • N•. and •aCl. sN 2.5 g 1• w+i•t} • DEAE- 

in• •e •lu•on. Aher • men of st•mng st •'. the DEAE. 

O.lS •CI. The elus• d•l• npi•t de• 
chani• o( • each) o•ht a• ly•ili•. The 

l•i•h:• Sip •phl•l 0,t hid ylel• Ofl. i•d thit t• 

•;no•5<yta•, • • Chiba e• aL •8), • the 
a•ivlt)' due m enzyme de•a•tmn was •du•. •is 

pr•u• w• •I• •t On [8 •h• which •is• of a 

•.0•.670 unim' and mean •y of 91 u/A 
l•'. The• •.II$,H0 umm •ve•, with 

i• •e m•n p•ifi•on fa• w• only 1.•. it w• 
m•,• • U• •is •hmqUe W avoid • I• 

m•y trials o• v•o• • •hniques. For 
f•nd •t • of•l •*•on c•m•phy 

• e p•e •d n• l•d • any •fi•t pu•- 

f• •t •ent alton • tee 

• w• e•ol • •e fdl• •. •e •ple. 

te•v• for •y, • 12.5 m] • 10 • LiCI' 
Ab•i• e•anol •62.• mD •t 4' add• s;•'l 

I•¢l•l ¢b•ln• (•m •l DEAE•IluI• s•p •ll kind 

ofuh mil• in Io• •nW f•- 

slowly to the •ombmed s•l•m,-•'•s: •irrtng was continu• 
f• • mad settling for 15 ram. •e •ptm• w• COI- 
I• •ore and w•s•d twi• wi• I0 • • ethanol. 
O.T • LiCI, s• • su•mn• •l•. •e wash• 
p•pim• w• di•lv• in • ml o• • •% p•p•. 

To •e •]• sustainS, • ml • e•l add• 

•ivimm • alt• m • f• 14 h at 4". We •ve f• 

f• f•o• • •i• • w• t• 
I0 ml of 7• e•. 0.5 • Li•. • su•n• • 

•e •bin• su•ma•nt •ht • • e•ol 

•d at -•" f• 48 h •f• • p•ipi• •. 
di•]v• in • ml •ld wa•r. a• im•ia•ly f•n 
p•pim•. • •ul• • one •nmiive e•ol •ac, 
rionauon p•e a• given in Table L 

•or • X• experiment. •e •e • yield• in •e 
e•ka•l pr•ipi• was 28 • 1•, • •ge of •ncy 

Sin• su•lniil •a•ion of the activily was found in •he 
•dler alcohol precipices, we •Ibl• •n•¢to• £or 

the • e•anol p•p•. Foe e•mple. • •u• 

•1 vol•e of 210 ml, s• It 4" while t•.37 g 
•nidin* hy•mhlor•de ad•. To •e d•r •lution. 

sli•dy d•dy •luuon w• • • • m• •. a• 

•imn•. •e su•ns*on w• k• al¢ f• • h. and 
•pi• w• •1• by •tn• ,t •1.• • for 
men at -IY. • yield Su•nt A •d •I•L • •llet 
w• s•n• • ml • P• and •U• fm • men while 
•.• • or •anidine hy•hl• • •dd•. •mg the 

ne• • ram. 125 ml of 10 • L•I we• addS. foll• by 18T.5 
ml of a•lu• e•hsnol. Sti•in• • •ntm• • • rain. 

•4 h. •e p•c•p*u• was rem• at 2].• 8 for •5 

we• •[•. but this •l •p¢ • •m •e 

Su•a•nt A The • •Iw•l p•ip• s•nded 
• ml • PBS and m• •ly. 

To Su•a•nt A. •2 ml •b•u• e•a•l 

T•i• 
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•r, S.Ifopropy|.Sephedex ¢hr•msf.orrephy of •yy'lhropo•eLm. 

•ll •e• m•: L 0 • 131.2 •: •. 13L2 • 1•.5 

• •y•. • of •* •. • 
:-n•med 17% and 5% of the abm• uni•. 

deuc•ble a•ivity: •I 1• • • &the 
unl• 8• 1• of•e input a•i•ty, yi• a •ion 
•n• of•,• •A; •d •l IV •ined ]• of the 

um• and 2% •t• b•l• acuvity. 
.•y•. 

•ne •mb• two •[ fi•t• •. •e yield i• •i Ill 

unde¢ •avity m• •i• ,6 5 d•- 

p•spha• buffer, pH 7. I. co•uc•w•t• 69 • ¢m" 
by f •nsmhic pump which m,in•m• 

0 •m A•r the •er w•h. the ien• of the 
•-• 3A • and the • vol• was 6.0 •. 
w• mn•ntra•d and d•l• Amen 

:=af'•r by adding wa•r • •, •n•n• and •n•n- •re• umes.•he Gna] ¢en•nt•w an• •he w•h or the 
•mrffug• at 6.• f for • mm st 4". •e small 

r•tU•l• •[let wash• o• • O.S p•p•, pH 
the w•h w• a• m • •ma•t, An l•quot for 

070. 

0 •0•" 
0 $0• 
0 40.*- 
0 

0 20r 
0 •0•- 

0 050 l 
0 o,•0•- 

0 0:50[ 
0 0Z0• 

0 0 •0 

I,'. 

FI• ACTION NUMBER 

and •oma4 ntamer• tadJca• buffer ¢l•nl• and 

the colvJ•n. The rn¢io of tbsorbe•w units added • • volume 
•; w• L82. • input • • pum• though • 

•lu•n unUI the e•t A,• im • 0.• (149 •i. •d 
• Policing elutmn •e •i• ou•: B•r •. mM 

• (F•mn II)): B•er IH. 2 • ph• (pH 6.9. •c 
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5550 Purification of Human E.'Ttk•olx•ti• 

s•owly: the suspension •tirred for an additional 30 rain a• 
s• at -• for <0 h. •e p•ipi• • •l•c• 
•l .• • f• [G at lY, w• twice w•ffi • ml of • 
e•a•l, 0.2 L•CI, and sus•nd• in 30 m] of P•S A•er 
s:•ing for 30 rain, th• susp•ion •n[r•ug• at 16.• 

g •or 10 m•n at 4": the small amount • p•ipim• was wash• 
wi•h 20 ml o• PBS. and the su•r•n¢ salu•ions we• 
• ethanol p•p•, •e •let •n w• su•nd• 

2• m] o( PBS. Su•rns•nt B w•s ¢•l•d in nnal•o• 
manner, •e • al•l •p• was ¢o11• and 
Su•n• A •nd B weR •y•. •e •ac•on p•ipi• 
a¢ • alcohol r•m Su•nt • contained 246.840 

•ra•ion p•p• t• Su•nt B •n•in• 6•.3• 
6• yield) • • o• • •A. •en all • •e avail. 

ble •n• pr•pi• weR •, we •ve• 
L5]5• uni• with •n •n• o•5;0 u• l•, • 
•0•. • ma•r•l • •I• • the o•nsl • a•hol 
p•ipi• f• f•her f•n. mki• a w•l 
4.7•.7• uni• at a mean • • • 
DEAE-Ago•¢ F•ct•twn -• •lu•n. in wa•r. • 

• •an• p•i• •t• • a•ut 5 ml an 

Ami•n UM-10 uit•l•r. •n •u•¢ • • ml • 0.01 
•iS. pH •.0. and a •] aliqu• wB •v•. •e DEAd- 

sure. su•nd• in 0,0l •is. pH 7.0. and •ck• into 
column 9.2 2.5 • in dia•£ (• volu•. 45 rot;. •e gel 
w• wi• 1.5 li• •0.01 M •zs. pH 6.9: the •uo of 

a•r•n• unt• •dd• • • volume •ml* • •.• •e 
•m•e was ad• • •he •}umn ov• • o• • and 
150•p •ctio• •11•. •e •lemn 
with 21• ml of 0.01 Tris. pH 7. a• •n elut• with 
following •ffe• 366 m] of 0.0] T•s, pH 7.0:5 mM CaCl•; 
270 ml of 0.01 M Tris, pH 7.0; 17 mM CaCI,: I• ml of 0.0l M 
TrJ*. pH 7.0; 30 mu CeCIl; a• 6• ml of 0.1 • CoCIz. •e 
elation patte• • •a in Fig. I. and the •s•l• 
in Ttble I1. 
Of•e 4.•.2• um• oft•l inst. •ve• 

*8•# in the IT mm CaC• el• It meaa • of 1.110 

•int on in the f•ie•t•, •]• ad• • all 

were i•nsis•nt R•I• I• 8p•ble I• • 

FIG DEAE-acaro• thremategraphy of erythfx•l•tettn Buffer 

117029 
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ARer the DEA£.8•ar•e step. only 61q, o/the •duct U•I further frJcttona,•m•. 

DEAE-cei•ulose 6.976.170 • 
Phenol 7.0S•.•¢0 91 5.]]•.II0 110 

DEAE-aBI• 4,•G.240 •3 4.0•.710 1.107 
Sulfo•pyl-•phadez 2.4S$.1• 1.7• I.•.810 11.170 

Hydroxylspati• 1.0•.• •.770 •2LI• •.?• 

Fm $, SDS-polya•ry|amidu e|•wophoreuc anB|.vs•$ • the 

m• Ca") *Juan: 

H•)): 8•er W, 3 
ity 4• •o •-', 
V• •pH 6.S, 

• f• • •h m• • I• • Tsble IV. 

tio• ll and IHA •d 

w• • {•c•a• •m • • f•l •). 
Si• •e hy•la•fi• Fm•om 

•ve st•le, id•ti• •t 
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,,1" ;h," •h•p h,,rm,+ne ".3). When studied the .•hvup h, 

re,mr. •t ¢le-r that the We• and •n m•th• :,• 
molecular welgh• determmat•n (11• by gel elect•pha•m$ 

•1• h•.t•u•o ,•f substantial eontHbuti•m b) {hu s•ahc ac•d• 
•he •'har• A[ present. rannol e•tlm•te the molecular 

•,nl •e fnund •ith the phRp •onv thai the unmodified 
,•InOll•). mvth• ,5,. in which chl.•mmne-¢ is u•. 

.4 St;•gg ,-I cl ,6 m •-h•¢h Ihe h•inau.n •as •"dff• .ut 

.tome+mol•ule. h can • calcula•d t•t I•+ than Y; ,•' 
h,,rm.• •v,•Id be i•,m+dinu•d • mld •u•k%'sl lh;lt th," 

;l•ln•l+• dpl'lVllllVP L'nHI meth,• •' fi,ufld li+ prvp;ll;i- 

bmlo•cal charac•rtsti•; of the hormone 
have not l•-•,n amenable m exper+ment. 

122-•2• 
2, •1dw¢•¢¢. E and Ken/. C K -H 

S¢-• t', R A •. 697-69B 
3. •Idw•r. £. lnd Gr•s. M. ,lgTSIMrt• £•zy•,• $7. 

I. •IdwlsNr. •.. [hlmfl. J. F+. aM Slkkema. D 

Hurter. W. M.. and G•flw•+ F. C. 
S•Rg. • H.. Tem•ey. J M •n. H.. and Morie• 

M. •m.y.P.H.. rand Kc•ghlry. G. L. •1• CI+,. 
4•1 

Ig. £•. J l.mxt,,-. A. A.. and •,,-•.. 
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