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Table 1 Prescription of gelatin film
Gelatin 100
Glycerin 30
Ethyl p-hydroxybenzoate 0.2
Propyl p-hydroxybenzoate 0.1
Titanium dioxide 1
New coccine (Food red No, 102) 0.25
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Fig. 1 Typical high performance liquid chroma-

togram of retinyl palmitate

ST RTT -7 5 ERFTAAV- T35 HPLC #2532,
Fhrh, ¥ERROHARELE, TofieoWTES)
OB S B, Fhe Table 2 WiRLi. ZTOEM
ERFEORERS R RITTHECOWTHIR L.
L LFRT ODS » 5 Al XA HHEHF 7 v~ /5
74 -ThbH. COXRBEHNFHE, Z2r=t 77 A
OFBE, 77 20H LTI LERYE, BEHHORE
t:, HERM OHY EcisbolExbh, 0D
X5 B DAY » F BDHHDOTHTEENILWED
Apal & LHFAOREER, OWHERIHAVWLHhS L
EXTELI XV, BEOLORVEIHMEIVELL
7= HPLC 7 mr =} 75 a3, A& —vELTUTTRT
Fig. 1 w—&3%. 22T, AERDOAfV/E—-7D
Mgl =20/ — 27 T DLRBE, Th
A F VBUANOEEBEO VA = A7 1EEZT
w5,

3.1.3 TLC (BR+T]#B r7u~<t 75 7K
Brvs/, —ARUALVIFVBLVF -, AL
IU/Cap ¢, #HHML & =A710D TLC X5
TR, vxIvVvAM BATer OEEBECHCS
Io>w e ShTwas., §EoD Cap X, dEXHH
o—or LT, TLC T I3BRRABRAERLLTH

NI | -El ectronic Library Service



The Japan Society for Analytical Chemistry

T 14

BUNSEKI KAGAKU Vol. 35 (1986)
Table 2 Apparatus for HPLG
Lab. 1 : 2 3 4 5
Instrument(Pump) Trirotar-IIT Trirotar Trirotar-V Hitachi 635A QA-1
Column Nucleosil 5C1s  SSC-ODS-263 Nucleosil 5Cis  LS-410D Radialpak pBondapak
(4X150) (6x100) (4 X200) Cis (8x100)
Temperature Ambient Ambient Ambient 50°C Ambient
Eluent Methanol Ethanol-water Methanol Methanol-water Methanol
98:2) 97 : 3)
Flow rate 1.0 ml/min 1.0 ml/min 2 ml/min 1 ml/min 1.5ml/min
Detecter UY(}ODII%? UVIDEC 100 UVIDEC 100-V UVIDEC 100-III UVIDEC 100-1I
Wavelength 284 nm 325 nm 280 nm 280 nm 325 nm
Data acquisition Chromatopac SIC 7000 A HP 3390 A — Chromatopac CR-3A
and reduction CR-1B
Sample preparation 0.05g—50ml 0.05g—»50ml 0.01g—10ml 0.1g—25ml (Ethanol- 0.05g—100 ml
(Methanol) (Isopropanol)  (Ethanol) Chloroform=4: 1) (Isopropanol)
Internal standard — — Ergosteryl acetate Di-n-decyl phthalate —
Sample size 81l 10pl 10l 10pl 20 pl

fElc&s X5 BiEL, [ERT] kL) TLC 317
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32 REMHR
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3-2 iR Li=&#TD VA §EOFENE{LY UV ©
KBNS, FhFh 2 BEFORE LI (Table 5),
X HPLC i X 5#&R3d, Table Sicffic L7-.

Eli. 1 BEDHIE &, 1Cap EHBLEL Table 5 Stability test data of vitamin A
t-. Table 3, 4 K HERPFIEIOSWTHERXRT. Percent rate of residue
(x+S.D.)
Table 3 Collaborative results for the determination UV method HPLC
of vitamin A 50°C 12 weeks 96.91+1.19 96.71+1.66
40°C 6 months 97.02+1.25 96.56+-0.926
Lab. Z+8.D,, IU/g | Lab. Z+8.D., IU/g 25°C 6 months 98.78:+1.88 99.84+1.18
1 217700+ 1020 6 290000 4+ 1280 Room temp., 6 months 99.21+1.35 99.70+0.541
2 218500+ 239 7 220300+ 753
3 222400+ 1250 8 2205001300
4 221400+ 912 9 210900+ 699 VA BfFEi1x UV £ HPLC 13Xk —&H LTHE
5 2145002980 10 2166004460 b, ERAF L Cap ik, Apal ERELT, \vTh

Table 4 Relative extinction data in UV

Measured value (£+S.D.)

Wavelength/nm JP

300 0.578+0.03 0.5854+0.00890
310 0.815+0.03 0.8188+-0.00526
320 0.948+0.03 0.9515-:0.00364
326 1.000 1.0000

330 0.972+0.03 0.9772+0.00249
340 0.786+0.03 0.792340.00405
350 0.523+0.03 0.52834:0.00334

CHFIALS 5. ol X5 B8 4&H L LT 50°C12
AR, 40°C 62 AMRFE L1z Cap 2OV THEMD
HPLG 7 w—= | 75 a%BEROZh & LB L-/ER,
BB LB Dbhich o7, 5°CROERT6»A5
FLicb Dz, VASEDETRITZLALERD bileh
- 7.

X, 50°C 12 ;@R8, 40°C 6 HRIEE L Cap @
DOWT TLC 2T d T h, FRAEY ME—D2OTH
D, £D Re iz —5°C 6 nAREDOILDEL—FK L.

NI | -El ectronic Library Service



The Japan Society for Analytical Chemistry

B

5 % =

AEBRCIR\T, BEELHL LTERASRS 60°C,
70°C #fThich -t Di, # FELERR, Fhbo
ST CHRETS RS B icdTHS. Ko
T, Table 5 X h B L HBEOCHER X » BEL=F 1
F—DOHBIBDTHETHS. T THHE 12 AL
EoREFZRERFI-RILbIVE, S EDORFMIE,
THR+] ®@se<t 735 7H Apal BRI+
ELET, 5o HPLC AER L LTHTERATES O
LEZLRDDTHETS., BA— 17 VAERE
LU TAERDO R D TR LR, FHICOW
THACRETS.

Kbz, BURBT2vwiAERrviaBHA—, HK
B—HE M x I v ADBARKEEERE) TERHTS.

L g [

1) BExfERRAE: ‘BrEeRBRTEER", D.
464 (1975).

2) EXHERBRIR: ‘BXHERBRAEER”, p.
247 (1975).

3) A. P. De Leenheer, W. E. Lambert, M. G. De
Ruyter : “Modern Chromatographic Analysis of
Vitamins, p. 22 (1985), (Dekker, New York).

4) A. P. De Leenheer, W.E. Lambert, M. G. De
Ruyter : “Modern Chromatographic Analysis of

H# b, ER, W5, &%, TR, ##, A#%:HPLC Bex 3 v ARLOREHR

T15

Vitamins”. p. 7 (1985), (Dekker, New York).

w

Study on vitamin A reference standard for high
performance liquid chromatography; Formula-
tion of retinyl palmitate soft capsule and
evaluation of its quality and stability. Takao INOUE,
Yukio Suoj1, Yasuji TakasummMa, Reijiro Korno, Hitoshi
Ezawa, Akira ITo and Toshikazu TaBata (Technical
Committee of the Japan Vitamin AD Association, cfo
Showa College of Pharmaceutical Sciences, 5-1-8,
Tsurumaki, Setagaya-ku, Tokyo 154)

Vitamin A contents are often determined by high
performance liquid chromatographic method in labo-
ratories, but the reference standard is available only for
thin-layer chromatography. Vitamin A palmitate
reference standard was prepared by diluting retinyl
palmitate (JP grade, about 1700000 IU/g) to 200000
IU/g with middle chain triglyceride (MCT) and
was packed in gelatin soft capsule. This reference
standard was evaluated in 12 laboratories-by TLC, UV
and HPLC methods. Stability testing was carried out
with this sample stored in 50°C, 40°C, 25°C and room
temperature for 6 months. The stability result of this
reference standard was better than expected.
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