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H:fk Steroid ofLRMBRERCBIL T,

C17 fiic Keto 3% &> 17-Ketosteroid <
flgi{ic a-ketol %A o Corticoid Hoin
O EDORTFRCHHRRIEEE L2 b0 DY
#/rZ, HELHENEHTE T, SREK
e RINEREIMFREIRL TS, L
L, TORARBRRKIGHEE b i 2 Sk
Neutral Non-ketonic Steroid Alcohol &%
T3 Steroid O S O TR, BH
RN B, TERERTEA EHEIE
REOHFIHCH 5z L 3E ok, LB
Bir, b Non-ketonic Steroid Alcohol

KX alcohl #:&4 @ — Keto-steroid # 3
4% Steroid Alcohol (Xt Hydroxyster-
oid) HO KM HMEOWFEH Steroid & E
Y OMREL o TR RS R g F o R sw
E OBRERBOREIRLUIHE OB 1, Mid T
HHLEEELOIOTHE 2 BMEBRS
B2k, © Lk Steroid Alcohol O#:
e BRICET 2RSSR THREIR BT
ok, Hb, =7y FE2riERkr s
—VEBIED, fEsK oo~ 7 BN, Dinitrophth-
alate 7, Dinitrobenzoate 158 %334k 37
BB BRRELRE LTiitaT
ke, Engel? 1218544 Acetohydroxam #
EERFEEL, KR SEEI ok, F—r

bl

Steroid Alcohol #®EfkL, KicH4RR L Bk
Yre 7 v B V¢ Hydroxylamine #KIE3X
% Acetohydroxam BEf»5EEeL », Bk
H A A4 v CRERD Acetohydroxam B
FILTHBERT 530 THEDT, FEHEMK
1% Hydroxam #fic X % /KkE3E -OH O &%
ERWLITjETH 5.
LYy
ROH+ (CH3CO),0—>

CH3COOR +CH3COOH

NaOH
CH300R-FNH,OH —

" CH3CONHOH-+ROH

+++
3 CH3CONHOH +-Fe——
(CH3CONHO)gFe+ 3H+
Hydroxam BEREZICH L FBE i
Lipmann %% Acetylphosphate EE#E%
e & LT, F 0L =2 T DO 2
7IFW Rl a0iEsRs 5.
Hydroxam @2y -OH ROFBERIGAL
frc i HilD X oTY 4 FOEEER
TEIINADTH B85, +01% Zafaroni®d
WA %  Desoxycorticosterone OFEEICH]
HU, R\ Engel™® 532 % Steroid Alc-
ohol O—REBELLALDTH S, FEZ
KA I BEIC R UTE 4 RS 4H ORISR
RETOoRDTEORESYHET S,
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KRLELRAFERRURE

1, &8 - fhd IS e,
a, Ju/KES l
b, ke y Fv)
c. MEKE¥EEG . €YV VRE--ERNICEEEL ©
Y FYORETEMT 5.

d. 0.5 N-NHOH - HC! o 90 %7 v o —VIEH
------ NHgOH - KCl 0.7gmiz 7K 2 ml £ e
BEETA—NEREL 20ml LT3,

...... s L b o,

e, 5 N-HaOH

£, Hifkgh, HKGH ) RIE--0.0650) KCIOg -
6H20 0.5gm BRI € 5,

g . Dehydroepiandrosterone %iﬁ#i&mDelé);dmepian—
drosteroneEHEK [R5 140~141° C ,[a]D =+11.0)
10mg % 10ml OF v 3—NVITERT 5.

2. 2BE : Beckman DU #3YeJeEEl

£ B o B

A9k, Hydroxysteroid o®efk, NH,OH
I X % Acetohydroxamic Acid (AH) ©4:
B, X Fet*r+ig X 5 AH-Fe B 04RO
SEMiX 0 BDTHBY, FEHFRETELE
Dehydroepiandrosterone /] WwT chd 3
Ho MG 20T, BS54 iR L
fz.

1. Acetohydroxam ®igd:pkic B3 5 2

- v
1. Hydroxysteroid @ Acetyl 1k

a) Acetyl Lo %4k

Hydroxysteroid @ Acetyl {kix{BKHHE o
v Fr Rk 100-110°C ©f7o7. Dehy-
droepiandrosterone 500y %, ME/KEREE . &
Yy F vy REBERCMBERML B 2 icExT
Acetylit L, Acetyl{k X2 h &% Acetohydr-
oxam By TCTHELCEIRZROER LG
. T OEE» B Dehydroepiandrosterone
OFAbic ik JkEEEE » €V FY iR 0.1ml T
0BT hE TR TH B 08D 5. WK
FeB o vk 7 e F v T TS
Dz, RSEREHE S kDT Y ) vBEX
B TIT5.

b)) #Hi Steroid Alcohol @ /KEEE: Acetyl

1L B,

KBS B % T 54D Steroid % AykT
Acetyl fLL, Acetyl{b3h ik -OH Fx i€t
TreM2EoMABEOKE 1 Y )T R
Fefdk (BAFE /1 2 Y STFE) R,

OH 14 o® Dehydroepiandrosterone,
Testosterone, Cholesterol %cix 1 ¥ 45F
BB EIL # 1.1 #7RL, Androstenediol,
Estradiol, Allopregnanediol ®#n< OH #*
270D TRIEL 2.2%KT. —F Cllf=®
CI7 () fiic OH %% > Steroid <TI,
# %1 OH # 2 » o Cortisone, I fic OH
# 3 # @ Hydrocortisone © 1 I J43F&}%
Frknka1. 2005119 ¢hoC, OH #1
@ Steroid KHHUL TWBHEDTHBHBTD
zriohd Steoid oo OH #HopT
Acetyl fLiR 5 kKB AR S 1o L
KwetwrTdoThs. A ClIfR CI7
0 o-OH EAEMET, DT Acetyl
LI R,

2. Hydroxylamine ic X% Acetohydroxa-
mic Acid DH:RR.

a) 7% V¢ Hydroxylamine OZERE

DIk,

Hydroxylamine Hiffi#i NH20H « HCI 11
7oA Y X o THEVEITNHE AR T & Hie R
LECERTHLAMET S, 0T Acetyl L
i~ Hydroxysteroid i 7 & % J ¥ CNH20H
VAl &4 T, Acetohydroxamic Acid %k
Bl B YoTE, M¥s%0 NH0H
DRMHE P TBEEBNETHS, FEHELI
HF R AL i 5 NH20H o 5 fRE
ZXORILNOWRL IR L UCTHBEL 7z, B
% 0.5 N-NH20i « HCl @ 0% 7 v a2 — Vi
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#% 1ml & 5N-NaOH 0.2ml #Ef L C—
FEE (100°C, 60°C Xi=EiR) CiEL,
— T4 B Hydroxylamine % 0.1%
KsFe (CN)s OHEE THlOk. £ORKRIT
BIRRL AL TH2TC, T H IV
Hydroxylamine & 60°C Xix 100°C Tin
HL B HR2057ENIH 2T aEL,
ERCKEBELRBATHI00Fcry /3 gE
kBT &R Of, Engel HD o< Hydr-
oxylamine {HEEIE L 7 7 I 2 ESL THTH
THEEELELCLO LEREFES FERLO
ERCAI0— 152 ET 5 D THOTHD
T+ OB B Hydroxylamine o— #2345
BTBCEBRCOERTHMNE D, £ T
%2 50x Acetyl L ibkic 0.5N-NH20H
«HCl 007 va—rgik 1ml 2inz X <
Bk EMAL TS 5 N-NaOH 0.2ml %*im
2 ERCHODHBEL CRISE LD 3 HELHEH
Lie, COFEEDOFETERRKISEREFC X SR
HOBPEND D, REEDS Engel Hic
HLTdBTH o T, NH0H - HCl <fy 1/2
B (66mg—35mg), 7 h I BTH 1/73 & (
189mg—40mg) KR 2FBET D & BNHEL.
HEELOAFEKE TR T 2ERZTOELTH
BORSBRIEC fIE 3R i i f,

b) Acetchydroxamic Acid ZpEE&H 0%

173

Dehydroepiandrosterone acetate 500y &
0.5 N-NH20H « HCl ® 7 v 2 —vE# 1 ml
& 5N-NaOH0.2ml #jnx, B4 OEE (£
i, 60°C, 100°C) TRISX+#®, HEkli.
Acetohydroxam B E % ZAEH © LEBHIEL
TH 2K RTiiE B, BIbEE (25°C)
HEER TR, BEEAcEix AH ERER
BiL, 0DBCERE & A0 DRFEA LBESR
oz, X60°C m#EER T, 105%ICEE
w AH HpgiEiAke iy, TOEXERID
BUSKIC AT 5 LB 2 A— & &R, LDIERFRH
OB E e AH ERERX #RoBEmERL
o, Zikk KL 100°C m#EERTR, AH 4

BRIZA 2 RBOFAKLCAIRO S Y, T
HISTHREREL, £0% AH £RERS
B RPER LU, ToTESEZy AH A5
L LTER (25°C) 0OKEL TRIG%:
Fbldsdz kel

3. Acetohydroxam BEE$ED H: 5%

a) pH,

FEEBOEKBETE AH k Fe +++
(FeClg) #mz CHed AH-Fe $EHE 4K
#L®», FOEREYHEBHAETIDLTITHS
R, TOEERLE AH-Fe §&io REREMN
PH ik I o TELWBE %% 5 2 &3 Engel
L FOTHEEINRTHWS, EEBLREOE
BTELL: AH kiE4 o pH ©2.5%FeCls
0.5ml #inx Uk AH-Fe OBFGEZNE
SHCRIELCE S RTEEY B2, b
pH 1.2-1.8 oHEmR-HEAN cik AH-Fe
OEBERREERL R EOHEO pH T
REBEOSBABRIBRbR, £ TEE
b1, NH:0H © AH » &5 L =%, 0.5
N-HCI 1.5m] #fn% pH % 1.2—1.8 RcfE
EL R FeCls Ik &3 BRBERER2T5T L
L.

b) H{L#kOBE & BHOERC OV T,
pH 1.2-1.8 gL & AH #iic FeCls %
Mz cHRael 5k, PFeCls o—#fk BEF
LTw3% NH:OH It X o Fet++—Fe++ic
BEIN, t0sL AH-Fe BROERAEER
BicfThhine L 2BEERE bRy, €

T FeCls #RIZEERD/CMEL DT LHFL

Ee DT 5D TH B4, LHLEDL, FAib
FicBE O FeCla #mx 5 & 2 15ED kKFeCls
OEBK X 5 Blank ki LT, BB L
CHFEEAFRETERESS, chdbDEENWD
WBHERILTEZLIR - OK, FeCls 23%7F
NH:0H 0OZ2Tlefobii#T 2 Bee AT
EMLE o RMyRS e, BLA &2 L T
KClOs, HCIOs, H202z, HIOs4 % ¥ NaBrOa
DB oOwWTREr Lk BZERA
Acetohydroxam MKl {EEE (0.2, 0.5
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R u2.5%) FeCls 0.5ml # H¥ucinz CHEE
LS, FhcBErSER/LER % I4m
LiBEGEiconwt, AH-Fe gtk o &
(3tEEst @ Ogptical Density) % ZIREyic HiE
LEREYRLebDThH5, Bib, Fells B
MmFERAXRB TR, FeCls OEE 2.5%% Ak
BECEBERRERRL LS, COBAKME
DB aHOBRBRRDb ., —HH
’”ﬁ%‘]ﬁiﬁ%gﬁfﬂ H202, HCIO4, HIO4 X
1 NaBrOs# i\ e 4112, K A FHB @,
oy O, SESELECMA D HallEE
CXEERREL, OB bEodARAHE
MTehok, 2L T KCIOs 11, Z0D%EE
HBLER O R L2 AH-Fe $iE% 5
B35z eilic, NHeOH it & % Fet++—
Fet+ OB EHILL CTEAHEYRERL D, B
{EAlE LTIFBETHE B BB Ok, £ TH
E513, AERcr KCIOs » 0.3%kcinx =
2.5% FeCls 0.5ml #imx T AH-Fe &E®
BrERELDD L EL R,

¢ ) Acetohydroxam E# OWIRZ =7 } v

Dehydroepiandrostercne % T Aceto-
hydroxam@gix LR FEREL ®, LTORIRX
7P ESFHERTREL TE4IRom<
PR 510mpy 1o REREYEES o iR % R IR
BEEb Nz, O THEELITER 510my %
PUoT, BLXIAvs—RABHaFHE2HEA
THEHRICE TA VS~ Ss2 ZLIOTHEH
FxIT5c & e L, NESRX 510my 2/
WTRHEIL ##% Dehydroepiandrosterone
et s8R (Calibrationcurve) #5RL 7=
HTdH B4, Steroid 0.1—1.0mg OFFE TR
BEHREZETH T, Steroid B& Ace-
tohydroxam ERgko BB L © Bk ik
HPIERNEIE Shi. ¥ Engel %™ 1
Cary 33u4 Bt ##H L T Acetohydroxam
BgD 27 } vORBUBRAR KR 52Tmy I
HHEHREL TS,
11 MR OHIER

3%kORBRE (15x150mm) 1, %& (1)

ER (BRoR X Pincus 3B © X ©TH
HL el —F7 v F 2845 Neutral Ether
Extract o 7 va—wEak ¢ Dehydroepian-
drosterone 200-2,000y #%48), (2) Dehy-
droepiandrosterone ¥R 0.5ml (50074
), RO (8) Faz—~n 0.5ml (Reagent
Blank) 2& 0, BHELZMBERICHETV
7—8 —HTHBL ik, K 2 KBRS L )
Fv (1:1) B 0.Iml =z 7Y ) v
< 100—-110°C <303 mBL CE{bT 5. X
WTIBRL DA R TV —CRIESLERIY, B
LAY I~z CEREL T EAKEROH
FEREL . oBRFEREERYBL K, TV
—F—H TCREERTS. s Ebhi
Steroid Alcohol @ Acetate i 0.5N-NH2

OH « HCl 00% 7 va—nvEEk 1ml #inxz
VIR X®, T 5N-NaOH 0.2ml %:@m
LER 25°C THOSHREL =%, 0.5 N-HCI
1.5ml #mxz < pH % 1.2—1.8 +¢+3, T
A BNz KRS 4.5ml T3, chic
0.3%KCl0z &F® 2.5% FeCls 0.5ml 7
T, =—=Fn dml Fnz, L<EEBITIE,

B e Steroid % ¢k Acetohydro-
xam gD ERK XoT KBRFEBEEL,

Pl ici78E L 7= Steroid Alcohol 3 tFic Aff
BRREZ—TVEHBTT 5. 03B CERRT
e Steroid BHoHKeAER (FTB) 2~
VP CRWERY, 7 — VIO % O Blank
HREOKBRREMBE L TOXAEFTXRT
ANV —BNBHBE CRL2OEAFR E X
& Es #HFE LR X 2> TERF O Steroid
Alcohol B%#HEHHT 5.

Steroid Alcohol (y) =Sx E

E;

Z AT, S=#EH#Steroid AlcoholE (y)
E=R&0BRIHRE
Es=E#Steroid Alcohol D e48%k

RLED, AEBE: Tk Steroid Alcchol X

SR NH:OH KX FeCls i© X %53%

BREDHEDEBESDTH DT, EOThRE
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HoXMBECH LALHrOFECHEY ML 3
HENRD D, Engel 29 i o RXME /I X
SBARPEEBET 500, LElTHERE S
LTAME R X 3TFHobn 560mp % 13
L, Hic Acetylation Blank f¢fic. Prefor-
med Ester Blank % AN7eBIERLEEHAL T
W3, FHLIROK L TARHB AT T3
WERITOR., SFREHYHL, Acetyl

LH#E2TH T, KTk NH0H ko7,
FeCls KIS%fT2T Bbhi AE@AI DL
TRIRARY } WOREETOR, *OHER,

FARCRL 28, Acetohydroxam #bg:
DERTARY } VHliff e & FOBFRE T T
~7 P VRS E B iz, Elh AH-Fe $#E a3
BROBIERT 420mpy R CARME@0E
REWREZRL, —F AH-Fe 5 0RIUEXA
BE 510mpy TRAMEBEOTIULED THED
TH2T, OBFRIE, Zimmermann K5
i & oC 17-Ketosteroid # HE+ 28R
7% Steroid BALAMERL OMFBED
THEULTw3, k2o7T, EE51% Fraser'®
1 DHERY AREFAL KR XoTH
#o 510my coEHRINFEEK (E) ORBER

frotk.
. _ Ki:E510_- F420
EEE-— Ki—K;

Tz T, E510, E420 ppia¥gplo 510my,
420mp 13 B WA,

Es420 E 420
ST TR0 BT TEETG

{HL, Es%20, E:510 r3 Dehydroepiandrost-
erone BRI O420mpy, 510mpy xtd 5%
FFEERL, X Eit20, E;510 REHYy
DRMBED 420mpy, 510mp i3 5% Iel%
BaERT.

W7 Ay —RNBHAF2ERT 284K
BRI ANWZ— Ss2 RO Sz HAWTIHEI
BB EHIET 5.

I M Steroid BERRIC K G 5 K h

Steroid Alcohol @ HE#EER

KRICHME Steroid # 5L, KrpSteroid

K

Alcohol HE#E% Acetohydroxam EMEi &
DTERERL L, Mok, FERKk Zimm-
ermam K& (Callow % 20) ¢l17-Ket-
osteroid% d & L “TSteroid Alcohol HEM & -
EHEBBEL .,

FREAE 2kgD EHEL v, % Steroi-
d50mg 2 WHBRCTF x<riy gy Iml &L
THRER Uz, #AL & Steroid 1 Corti-
sune, 17-Hydroxy-11-desoxycorticostercne,
Desoxycorticosterone, 17«-Hydroxyprogest-
erone, KU Progesterome o 5#E. p:513i 3
HE & EHZTEROEBH R 2w, Pn-s
EO X oThEZ—F N e 2k 2 B SEH
L, Steroid Alcoho! & 17-Ketosteroid %
HEL .

MME : v A — D BE I BT 3 24851

R 100ml % &0, conc. HCI 15ml 2ipz, B

DEEWTRHBE ST e ar <y T 8 HRIER

L, WHig, REESRUHHRET—7Tv 100ml ©

SEHH. =—F v%fER NaHCO; KB 50ml

T2[E, /K 30wl T1E, 2N NaOH 50ml ©

3T 5. BB FUREEK 50ml < 3 Wk

Ulcth, T—FWEERL, REXFV I~ —mh

TREERT 3. L LTEMBGEF va—N

5ml td&nl, Z® 1ml#% Steroid Alcohol HisE

T, 0.2ml % 17-Ketosteroid H5Eic i/ Lz,

# 6 Xix& Steroid oW iTokHlFEE
BOBREETRLAbDTH 35, ZOREND
Baleinl, fThofgcdbEs  Steroid
Alcohol @it Bix Steroid HH¥B A XY
2B XOERcEmML 1 BERCRE4ERC
B35 L5 . —F K $17T-Ketcsteroid @
&% ,Cortisone, 17-Hydroxy-11-desoxycorti-
costerone } X 17-Hydroxyprogesterone %
#WEL 2Bk Steroid Alcohol ¢RU <
WROHEAZRL &dd, ZikX L Desoxycor-
ticosterone Kt~ Progesterone S L %
RTREIFEMBZDLRinh Dk,

CDEBRRRLDL, Steroid Hormone HE
ORI ATERCRIE R B ORE v Ha T
51k, K Steroid Alcohol FEME O HITE
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BEAAEH#LDIO2LOTHLC LHPETS
5. HuF, PERThITRR K R 17T-Ketoster-
oid HiEEES, AFERDDesoxycorticostercne
% Progesterone #EFXRFC A b,

Steroid Hormone RBEHOHRCEAEY

TR

1. Acetohydroxam ##&:2ENKIELXFIAL
#zEngel® @ Steroid Alcohol & Bk E B L
T, Hydroxylamine R OFREYZR TS
23, FeCls ORI LD BicHirzic B LE
KClOs% il TEBRIGOEE /i ok,

2. KB X B IKSHER O R O
Steroid Alcohol FIFEL, T HMEAKNT

x
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Table 1

Acetylation of Dehydroepiandrosterone under

Various Conditions

Amount of acetic . . -
: g Time of Colorimeter reading
anhYd;ég:;I:ZT idine heating of acetohydroxamic
m (min.) acid—-Fe complex
10 0.38
30 0.43
0.1
€0 0.43
120 0.43
10 0.40
5.5
30 0.43

Heating was carried out in a oil or glycerol bath at 100-110° C.

Table 2

Acetylation of Various Steroids with Acetic

Anhydride-Pyridine Reagent

Num(}i)er Number of Optical
Steroid and acylable density Mol. wt. |O.D. /zMole
position (0. D))
of OH R
Dehydroepiandro— 1
Dehyd: & | 1 | ose [ o 1.10
1
 Testoscerane 1w { 1 1 0.390 } 288 1.15
Cholesterol G | 1 | oz | s 1.06
3
Desoxycorticosterone Cil l 1 l 0.345 l 330 1.14
: 2
Cortisone Cos, Cugt 1| 0.3 360 1.20
. 3,C11
Hydrocortisone |C2.1’ o (a)(' 1 l 0.327 362 1.19
Estrone & i1 | osr | 2w 1.10
: 2
Androstenediol | o () |2 | om | 20 2.30
: 3
Estradiol ] o) ] 2 0.798 | a2m2 2.17
Allopregnanediol [ Ca 2(:20 [ 2 0.675 320 2.15

10 mg steroid was used.
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Table 3

Formation of Acetohydroxamic Acid Chromogen by Different
Concentrations of FeCls and the Effect of Various
Oxidizing Agents thereon

No.oftbe | 1|2 |8| 4 |5 |6 | 7|8 ]9 |1w0]|u|i|is
FeCls (%) 0.2 ‘ 0.5 |2.5| 2.5 _ 2.5 | 2.5 _ 2.5 _ 2.5
Oxidizing KClOg Hp0, HCIO,| HIO, ,zpwnoa
agents No addition
% 1.2 0603015 1.0 |10 02| 1.0]1.0] 18
S| Immediately | 240 | 293 | 384 | 435 | 430 | 393 | 380 | 383 | 449 | 417 | 380 | 402 | 452
-
& 100 ohter o 197180 | 320 [ 450 | 430 | 390 | 870 | 385 | 440 | 411 | 372 | 397 | 460
° 120 e s | 160 | 140 308 | 480 | 450 | 390 | 875 | 386 | 433 | 407 | 361 | 392 | 467

0.5ml. of FeClg, with or witthout the addition of the oxidizing

agent, was added to acetohydroxamic acid solution.

Fig.1 Lability of hydroxylamine in

0 alkali
A mixture of 1 ml of 0.5 N NHpOH - HCI,

dissolved in 909 alcohol and 0.2 ml of 5 N
NaOH was allowed to stand at room temperature
(25°C), 60 and 100°C. At various times, the residual

@ NH2OH was determined by titration with 0.1%

© K3Fe(CN)g.

ma

2

v

Time (min.)
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0. D.
0.6 F
0. D.
03 F 05 |
04
02 f
0.3 F
01 b
0.2 ¢
PR » ® P ®
Time (min.) o1 b
Fig. 2 Conversion of acetoxyl groups
to acetohydroxamic acid under . o . 0
various conditions. 0 s 30 4.0
A mixture of dehydroepiandrosterone acetate 5007, Fig. 3 Showing the dependence of
1 ml of 0.5 N NHyOH - HCl in 90% alcohol and fromation of ferric-acetohydr
0.2 ml of 5 N NaOH was allowed to stand at room oxamic acid complex upon pH
temperature (25°C), 60 and 100°C. Acetohydroxamic
ac’d was determined colorimetrically as ferric—cormplex.
o———o : Dehydroepiandrosterone
0. D.
04 x——-——'-x' ¢ contaminantchromogen 0. p.
08 |
os |
04 F
Tz}
@ 480 500 590 80 Mz
Fig. 4 Absorption spectra for the Y I YR 10

. . mg
colored ferric-acetohydroxamic

acid complex and the contami- Fig. 5 Calibration curve for dehyd-

nant chromogen. roepland:osterone
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mg.
24 Cortisone 17-Hydroxy-11-desoxy-
o —1 corticosterone P
T
2.0 :
1.6 j‘ ]
Steroid
alcohol ;4 F
17-Keto-
steroid 0.8 4
l : Injection of steroid 0.4 4 1 I
day
Progesterone
244 !
’ Desoxycorticosterone 17-Hydroxy— r_
Progesterone. i
2.0 4 l
1.8 4 T
124 i
0.8 o
0.4 1
Il lmllllllm IIH nm Il
¥

das

Fig. 6 The effect of intramuscular administration of various

steroids on the urinary excretion of steroid alcohol and ketosteroids in female
rabbits. The value of steroid alcohol and 17-ketosteroid was calculated as

milligram equivalents of dehydroepiandrosterone per 24 hours.



