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Mm#&, fBi, RO bilirubin #IEi2id Ehrlich
K diazo 3% B\ T bilirubin-azo BE % VERL L
THET 2 HES—RILLTREDATINE. D
B diazo BRI 2 18F b 6 HEICRIGT 281D
bilirubin & alcohol 2 Y D EMIC L h K+ A8
Db DEMDH Y, FIEILXERE bilirubin, %EIXRJHE
bilirubin & Xidh, EHIIhTV38HEELHEY
iX, D 2FD bilirubin-azo BAFEDIINARX ICIT
EWNHBLBREL TS,

—7J5, E# bilirubin 12i3fE 4 DEEEIMH 3 T
EBHIGNTWT, 2D azd BEORIEAIT DL
TREIFEHE L2 3N TWRW, $£12 bilir-
ubin-azo B 7 O WMINBAITKITTKIE ion EED
HECOVTHLLIRINIZE VNI, 2L
TiE# bilirubin % 2} E538E L, Z D bilirubin-azo
BROWRIC>WTHRH 2172 12.
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1. @REENCCHEEREEEL V2R
v 7 % F\ Olive HRIBIC & HEREX L 12f8H 2 50K
LIk

2. KE#E bilirubin &

BB 2B TR L 10 BIFFIL T A & Mol
% methanol CHIH L, BEEZRE U1z, /NEEY O
B D methanol - TEHEBFEOBR2 3T -1z
b D% EHE bilirubin & U1z,

3. H#E bilirubin O E I

Bilirubin glucuronide/}Eix Talafant”, 3 Mz
FRY OTFHEILL b acetone K% AV IS E B
THB LUz, Bilirubin phosphate 43t Billing
5% @ silicone JFEEEHE 1+ % Fi\ n-butanol « 7K
BMERIEEER (pH 6.0)(50:45: 5) OEBKT
column chromatography %4772 - T Pigment [l 43
EZ29MEL, methanol MHLI-DL, FHELY O
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paper column %\ EBI#K n-butanol * ethanol-
k(4 :1:2) CEETACLICLYH, bilirubin
phosphate 7}#H %2438 U7-. Bilirubin sulfate 43
@i Weber & Schalm” OFEET alkali JLIEEIS
BCpH2 & UL-DL, chloroformfiHiLTzd D%
BEEZELUIZDOL, ZOKESRS AV

4 . Bilirubin sulfonate %z & % bilirubin di-

methylester M FERIE

Bilirubin sulfonate iX Watson® MOFEIC & b
& bilirubin (€ 7K Kk B & BitBE DRI % hn X TYERR
L7z. Bilirubin dimethylester {& Kuster® @ di-
azomethane ZAWVWIIAEEIRL WAL, HROH
ik bR T, #5 bilirubin 38— (L3840
boRERLI.

5. Bilirubin-azo 83RMDFFHEE

Ehrlich K diazo 32D E 1 %K 10ml iZ, F2 #%0. 3
m Z2MNATYERLIZBEZERLU. &R bilirub-
in & bilirubin dimethylester i chloroform /A
EULI6D%Z 1m e b, ZHIT methanol 3. 5ml %210
A diazo JB¥K0.5ml Z2H0 A TZHE L /2. Bilirubin

Table. 1 Absorptions maximum of bilirubin-azo

diglucuronide, bilirubin phosphate, bilirubin
sulfonate |2 7KIE#K4. 5ml iT diazo IEHKO. Sml % fn A
THBUIZ. B azo 4L diazo RIGKICE 51T
g Iml 2 PNA THER U,  Alkali # azo %12
5N NaOH % 1 ml N A TYERR L 7. PHIXRPEIFHE
8 pHESRE LB U2, pHOMIEIIIER, /23
NaOH GiT- 17z,

6. BreHhirflEk

BB iS4 EEHUV200% VT, 370~700
mu DRI THRIE U 12,

R PR

1. Azo BBFEDORINEK

F1DC e pH2HETD azo BEDBINMRA
IXf9#E bilirubin T540~550mu T, [EH#E bilirubin
® % b bilirubin diglucuronide & bilirubin pho-
sphate 13555~560mu iZfEK% A & ®, bilirubin.
sulfonate (&) & bilirubin sulfate (BE7)E
DREAIE540my & [El—TdH -72. Bilirubin dime-
thylester ORI AIZ545mu TdhH -7z,
2. BY azo BFEORINERK

BEME azo B DORIEIXT T pH 1.0T

pigment
Acid-azo Azo Alkali-azo T-1-. [3# bilirubin 1X575~—580mu i
pigment pigment pigment & A %28, Bilirubin diglucuronide &
1. Indirect 575—580my  540—550mu  590mu bilirubin phosphate T, £ ZH560~
bilirubin (pH22) ( pH1L.5) 570, 555~560mu iZ A & ® bilirubin su-
2. Direct bilirubin lfate & bilirubin dimethylester Ti3565
a) Bilirubin  560—570my  555—565mu  585mu ~575mu ICERA 2 D1z,
diglucuronide (pH 2.4) (pH13.2) 3. Alkali ¥ azo B DBINEX
b ) Bilirubin 565—575mu 535—545muy 590mu A9# bilirubin Tid pH1L.5, Bilirubin
sulfonate (pH 2.0) ) (pHI2) - diglucuronide & bilirubin phosphate T
¢ ) Bilirubin 565—575mu  535—545mu  590mu ]
sulfate ( natural ) (pH 1.6) (pH13) 12 pH13. 2TRIE L, % DRITEEA 13585 mp
d) Bilirubin 565—575my  540—550my  590mu Th-12. Z1: bilirubin sulfonate TiX
dimethylester (pH 2.0) (pH12) pH12, 13, bilirubin dimethylester Ti&
e ) Bilirubin 555—565mu  550—560my  585mu pHI12CRIFE U, Z DB KIZ590my T H
phosphate (pH 1.6) (pH13) 1z, 723 Alkali # azo ARIXEEEL %

Original solution ( solvent )

1. 445—450mu chloroform
a) 406mu ( pH 5.0) H,0
b) 452my (pH 2.8) H,0
¢) 452mu (pH 3.2) H,O
d) 400mu ( pH 2.4) chloroform
e) 410—420mz ( pH 4.8) H,0

TR HFARBIITRAER»IC, 5538
PICHITE %24 > 12.

RECEE

f#E bilirubin & ester BYE#EE bilirub-
in @ azo BFEOKRMNEKIL, ZhZzh R

B EMHESEAY i b, 12 bilirubin
dimethylester IZ DWW TIZEH#™ 12k - T
FTTILHEEINTWA., UL LUEEEbilir-
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ubin {Z-24 T bilirubin glucuronide, bilirubin
sulfate, bilirubin phosphate ML EFIDIRET 1378
ATV,

ZZ b DEEE bilirubin EHO azo BFE %
B, ZOBEBAM pHILL h ED L 5 icEKH
TADIOVTRE 2IAT.

Z DEE, bilirubin diglucuronide ¥ & ¢f bili-
rubin phosphate & h ® azo 8F#ixpH 2, pH 1,
PHILSEEB SR T b, 13 ¢ A ETERA—DBE
A% ZHZ2NRT DI, bilirubin sulfate &
h D azo BFEIZZ DERIMEH & h oBEI N Izd D
&, (EERIARINII DL TIRELA—T pH
2, pH1, pHIL5OWFHD pHicB T A2
ZELI3R7 Y, R bilirubin IZ methanol %H0 A
THBLI: azo BFED L3AD pH itk1F 5 A
CERILTVWS. — Kuster— RO Il
U1z bilirubin dimethylester @ chlorform A& iC
diazo BIFELMA THB U I azo BRIIEFHOEER
DB b 7 DEHEA L pH 2 T560mu 27R L, bili-
rubin diglucuronide ® ZMiz—2 3 % »3 pH DE
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Absorptions spectra of indirect and direct bilirubin.
by
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abstract

Direct bilirubins in vivo was fractionated into bilirubin diglucuronide, bilirubin phosphate
and bilirubin sulfate. Influence of pH concentration on the absorptions maximum of each azo-
pigment was studied. The schift of absorptions maximum was the same in the former two di-
rect bilirubins and the latter moved as nearly as the indirect bilirubin-azo pigment yielded af-
ter an addition of methanol. These results was supposed to the difference was based on the

structual difference of bilirubin due to the conjugation type of bilirubin.



