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HPLC
1 2 1*
(1. 100050; 2. 610036)

: HPLC . : CAPCELL PAK
Cy DD( 4.6 mm x250 mm 5 pm) ; (0.02 mol » L™ pH7.5) - - (23:7:40) ; 1.0
mL ¢ min~'; 45 °C; 246- ( TNBS) ; 350 nm.
0.01 ~1.0 mg * mL"™"' (A=3x%x10°C -3313.9 r=1.000 n=7);
80% 100% 120% 3 (n=3) 82.5% (RSD =1.6%) 90.3% ( RSD =2.0%) 81.6% ( RSD =
1.8%) ; 0.41 pg e+ mL™"; 1.39 pg * mL™'; 8 h (RSD=1.1%) .
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HPLC determination of kanamycin sulfate in PIKA
rabies vaccine for human use and PIKA adjuvant
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Abstract Objective: To establish an HPLC method for determining the content of kanamycin sulfate in PIKA rabi—
es vaccine for human use and PIKA adjuvant. Methods: A Cg column ( CAPCELL PAK C; DD 4. 6 mm %250 mm
5 wm) was used and the mobile phase was 0.02 mol * L™" of potassium dihydrogen phosphate ( adjusted with 1
mol * L™ of potassium hydroxide to pH 7.5) — methanol — acetonitrile ( 23:7:40) . The flow rate was 1.0 mL *
min " and the column temperature was kept at 45 °C. The method was based on a pre — column derivatization of
kanamycin sulfate with a2 4 6 - trinitrobenzenesulphonic acid reagent and the detection wavelength was set at 350
nm. Results: The linear range was 0. 01 —=1.0 mg * mL.™" A =3 x10°C -3313.9 r =1.000 (n =7) . The aver—
age recoveries at the concentration of about 80% 100% and 120% were 82.5% (n =3 RSD =1.6%) 90.3%
(n=3 RSD=2.0%) and 81.6% (n =3 RSD =1.8%) respectively. The LOD was 0.41 pg * mL™"' and the
LOQ was 1. 39 g * mL~". The sample solution was stable for at least eight hours ( RSD =1. 1% . Conclusion: The
method is accurate rapid and can be used widely.
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. . Sh.
o Sh 70 °C 20 min
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1.1 LC —20AT : DGU —20A, mL .
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tion ( ) ; CAPCELL PAK 0.1 mL 1.5 mL o 70
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19% 1 mL 0.01 2.
0.02 0.05 0.1 0.2 0.5 1.0 mg 2
“9.3” 7 . Tab 3 Results of content determination of samples
25 uL
( C) ( A) ( sample name) ( Lot No.) /( mfllﬂ;l)il
p,g ml,
: ( PIKA 20070701 889.34
A=3x 106C -3313.9 r=1. 000( n :7) rabies vaccine for human use)
0.01 ~1.0 me * ( PIKA adjuvant) 060501 -7 1137. 69
. ’ ’ e ( PIKA adjuvant) 080601 -2 698. 29
mL ° ( PIKA adjuvant) 090401 -800 -2 -1 860. 38
3.2.2
19% 1 mL 0.1mg 4
g 4.1 95%
0.5
mL 4.05.06.0mlL; 3525 °
1.5 mL; 95% 2.0 mL 3 min
10 min( 10000 r * min ") “©.37 ( TNBS) . \ ()
80% 100% 120% 3 > > > °
3 10 h
° 2
1, °
. 4.2
Tab 1 Results of recovery experiment RNA
( concentration) (‘added) (found)  ( recovery) ( average F/{;[D o
/% /pg /ng 1% recovery) /% 2006 <<
80 426. 66 346. 02 81.1 82.5 1.6 «
415.90 347. 69 83.6 >> N N 3
450.82  373.73 82.9 80% ~ 120%
100 526.02 482.89 91.8 90.3 2.0 RSD 10% ””
529.41  481.23 90.9 °
533.33  470.93  88.3 80% 100% 120% 3
120 640.00  513.92 80.3 8L.6 1.8 82.5% 90.3% 81.6% ; RSD 1.6% 2.0%
648. 56 527.28 81.3 1. 8%
654.22 544.31 83.2 . ¢ °
4.3
3.2.3 1 HPLC - ELSD
4 RSD. 4 ELSD
848.96 871.80 872.35 881.22 pg * mL~';
868.58 pg*mL™" RSD  1.6% .
3.2.4 1 .
6 : (
RSD  0.36% - I )
3.2.5 .
. (S/N)
3 (LOD) : ( S/N)
10 ( LOQ) . LOD 0.41 ng * 1 LIN Hai - xiang( ) Perrin P. Experimental study on rabies
mlL ! : LOQ 1.39 ne * mL~", vaccine plus PIKA adjuvant( ). Chin J
3.2.6 1 Biol ( ) 1998 11(3):137
00.512345678h 2 (jramba;della P 'Punzfiano lR Gion;i M. et lul. Q'ulantita.tli)\./c .dct;rm}ilr‘la}:
i RSD 1 1% . tion ‘:;1 b‘cp(irdtll'un 0l i:l;]d 0%:65 0 ;ml;ufhycosl(te dn11191;);1L248y. 21;/,9
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