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B 1 Deprotenlzation

Serum 280 g1
500 21 MeoH with 15 zg/ml
T~ (2—Hydroxy ethyl)theophylline(IS)

Mixing for Imin{Vortex mixer)
Standing for 10min
Centrifuge 3000rpm for 10min

Precipitate Supernatant
Membranflltration(0.45 )
10#1 to HPLC
3. mEROER

TP % 4. 8. 5, 10, 15, 30, pe/ml&4a Li
AR =B, ROMHTP42.5, 5. 10,
20, 40pg,/ mlEE TS, EMITRAE+ V7 L—& —
HRVGBRREER L.

4. HPLCO &
EBIIL, BASREBIP- 1 BASRUVIDEC—



B MR B4 1E

1007 Z5 3 AR M A i L, ER4RETITIL, Chroma-
tocorderilZ R Lo

RELkit. H 7 4K ikFinepek SILG, &R\~
O IZ0. IMY vEEEE—Dh ) LokESH (pH4.5) /S
Fa b= DA (90:10) EHA L. HEE 1ml/
min. @HE2Inm, 7 AEEOT, BEEAHRKL
ple L (H2). kk, 0.1MY vEHE—I YT L
KBERIE, AV T IV T4 ME— (0.452m) Nd=P':
Lz, 100CT L EMWRE L. RURTFEMLD &
A Lico MEHPHZIN0.1LAT DT, WEATD
pHIZ4 A TRE L1z,

{2 Operating condition of HPLC

Column : 4.6mm1Dx 150mm column packed with
Finepak SIL C18

Mobile phase : 0.1M phosphate buffer(PH4.5)

—acetonitrilu(90:10 v/v)

Tlow rate : 1.0mi/min

Detector : UV

Wave length : 273nm

Column temperature : 40T

Sample size: 10x1
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4 Effect of column temperature on retention time

004 0.00
L =
@— ncas
5.00°
5.00° TP
IS
7507 TP
IS
(1) 30°C {2} 40°C (3) 60°C
2. HBROBKREH 00 LTl Lk o ARTFRRE VA2 TS

TP3~30pug mleEFT5 45/ — VEHET,
BU, MHFFTP2.5~40 pg/ mle&H T 5EMITH
FrlFr—2—%Hv, BEBELETIE—2@
BLD, BB L DRERE RO, 51T
TF LT, EBLLRRYAAIRFLERMEEGN
o

E5 Absclute calibration curves of
Peak area Theophylline
a-sec, X10°F
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%1 Recovery of Theophyling added to Serum (n=15§)

Drug Conc. u#g/ml Recovery %+8D CV %
TP 15 102.1+£1.23 1.20
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F2 Precission of Assays for Theophyling in Serum{n =5}

Cone. pg/ml Range pg/ml CV % n
(-=8D)

With in Day 15  15.23+0.18 1.21 5

Day to Day 15 15.26+-0.29 1.89 b}

#3 Precission of Assays for Retention Time (n=15}

Drug  Retention time 8D CV %

TP 6.52 =-0.0034 0.05

B6 Serum Theophylline (TF)concentrationin
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E7 Chromatogram of serum after dirinking

coffee

SAMPLE 6 18:34 APR. 25 1986
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CAL,METHOD —0.4

IF PA PB
.10000010-+0.1 100000 10 --0.1 10000010 401
Ho. NAME RT A OR H MK CONC
1 TP 6.636 6863 0.5808
2 18 8018 243509 15.6347
TOTAL 250372 16.1155
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