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WE: BR @7 RP-HPLC HLEIFERSL R (SR 2k) 5 MiEFMEaE. Aix ZAWKEYN S
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Simultaneous determination of five nucleosides in Houtoujun Tablets by
RP-HPLC
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ABSTRACT: AIM To establish an RP-HPLC method for the simultaneous content determination of five nucleo-
sides in Houtoujun Tablets ( mycelia of Hericium erinaceum). METHODS The analysis of aqueous extract of this
drug was performed on a 26 °C thermostatic Zorbax SB-Aq C s column (250 mm x4.6 mm, 5 um) , with the mo-
bile phase comprising of methanol-0. 1% phosphoric acid flowing at 0. 5 ml./min in a gradient elution manner, and
the detection wavelength was set at 260 nm. RESULTS Cytidine, adenine, uridine, adenosine and guanosine
showed good linear relationships within the ranges of 0. 007 —0.169, 0.005 -0. 115, 0.032 -0.797, 0.032 -
0.792 and 0.004 - 0. 103 g, whose average recoveries (n=6) were 99.4% (RSD=2.0% ), 98.3% (RSD =
1.8% ), 98.0% (RSD=2.8% ), 101.4% (RSD=1.9% ) and 101.7% (RSD =1.2% ), respectively. CON-
CLUSION The contents of five nucleosides in Houtoujun Tablets from different manufacturers exhibit obvious

differences, to which we should pay attention.
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M S TR 2 ph A0 Sk TRT AT 22 AR B BB Ty v
2y, HAFREPE . M0, FRIEREA R
M, MERIEAERR (- 3 hbtE . B Bt
. 1BrEE RS syt . ek E kS
TR, ZIK. 28, ZILmRS Ny, BA R
WL AR E AR, BRI — iR 2y
Wk T ChE 28, (H4E 2015 iz 24 8 rp DR
R ME T HRERED . HAT, EZEL 0
WA R AR P Sk TR R Al AT 49 5K, it
HEAE =Sk R R G I Al 3 R, AN &K
AR T BT R A BOR 25 R, O
R EBSL R B BRI, DMRIE A SR
Rk

B R EYEAAE T HEE Ry, BA
FHUA SRS RE . S 5. iR, PURESZ
FAEREESY ) Sk A TR A —E
Betk, nIPERHAPAr e bR, Hi, BB A
PrmAg . PSR R R R AT,
HAMEALN, ©S5THEA, AT
AT B RE S . RGeSk . B R
S B BRI TR T A AT S o R AT T RS,
RGBS ERm T S AR IR S5,

Mo Sk v IR Jo s 45 ) 7 A 0 06 R VA
EEHZH S AR, HPLC 30 & R & A &,
{H 1 T RE 42 T R AR H BT & () Iy v A — 283Uk
fiR38 T R HPLC 323568 4 3k B8 7 0 B 5 A o
AT RN B T vk, B X Sk TR AR B R 2 i gy 1E
75 5 ARG 21 B R i 4 T VA T 4 ) G
i, HoP Ay — STy vk R BEAG I 2 A Sk B
TAMNA R . Wk, A SC% R A RP-HPLC
e, DS P . RERS . IR BRI
B 8 bR B o R AT I, 1% 07 YR R AT
8, AL, XTI R A SR A A
AEEE L.

1 XRE5REH

LHEAR 1260 AR RORAH AL (32 Agilent
A]) 3 UEO3SFD 7 I V5 Vg (500 W, 40 kHz) ;
ENTRIS224-1S Hi 7KV (T13p2—, TEEZFEZH
WA o Mtr (it 100914316) . 54 (5
106K1848) Xl 5t (& [E Sigma A H]); KRR
(4L 110886-200001) . FR1F (L5 1001157075) |
BRFF (Hit 110879-201202) Xffd Sy (hEE 5 E
m R ERF S E) o Mk A3 10 it BARGE W
#1,
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Tab.1 Information of samples

' E 3 ik
1 T AR 2 140401
2 Al i ] 24 BR A ) 141001
3 VLV W24l A7 BR 2 ] 140701
4 A R A BRAE 140213
5 AL PR v 24 M) B TR B ) 140501
6 R B R 25T IR A F 140528
7 TV B 258 AT BR SR T 140325
8 =AY 25\ R ] 140408
9 oM A S e E I T 24 BR A 140522
10 T A = I FEE S T A BR A ) 140828

2 AEEHER
2.1 RS R ] ORE BRI AR X R
INKBC AT 33 AT . BRIERS | PRAT . MR, S
H168.8, 57.5, 199.2, 198.0, 51.6 pg/mL (%
TR AW, A GE &, Fohl s 1 mL 435035 g
H6.75 pg. BRI 4.60 g, FR1F 31.87 pg. IR
31,68 pg. BTF 4. 13 g (%] I 5 R
2.2 BhXSkdd BURSKE R 10 B, BRGE
A, WA, iS5 S0, KEEFRE0.5 g, B T50 mL
HIEEHEIE M, n 20 mL 7K, FRE &, @A
(500 W, 40 kHz) $LH2 30 min, BHIE =, i
IKAN IR B B, 0. 22 o SAALIEREDE S, sk
JEW, BN,
2.3 MHAHSEREES WAL TS,
il A8 B Sk B A 22 IR (Y B PR AR i, PR 2.2 T
Tk, B,
2.4 &85 Zorbax SB-Aq C s B4 (250 mm x
4.6 mm, 5 pm); Vs AHHE(A) -0.1% B R
(B), BHEEVEME (0 ~25 min, 0 ~0.2% A; 25 ~
30 min, 0.2% ~0.5% A; 30 ~35 min, 0.5% ~
3.5% A; 35 ~ 45 min, 3.5% ~ 3.8% A; 45 ~
60 min, 3.8% ~4.2% A); AFIHE 0.5 mL/min;
FEW26 °C ;5 Al K 260 nm; FEAER 10 pl,
TEELE 1,
2.5 ZMEXAFR REEWH 217 WUR XM
I 1, 5. 10, 15, 20, 25 pL, #EFESHT, D
HERERE AR bR (X)), WETIEU ML GR (Y) B
PmlE, S50 2, RIHIS A e A Y N 2R
PR R RIS,
2.6 MEERE RIS IS EWR 10 pL,
HERE 6 YR, MNASRAY . BRIERS | PRAT . BRAT RIS
T FL RSD 48504 1.7% . 0.8% . 0.6% . 1.1% .
1.9% , FRWPEHEEE R
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1. cytidine 2. adenine 3. aridine 4. adenosine 5. guanosine

E1 5#izE HPLC BiLE

Fig.1 HPLC chromatograms of five nucleosides

R2 SHEBEEZMEXR

Tab.2 Linear relationships of five nucleosides

D% [EEpEES r LML ug
JiiG=R Y =3621.9X +0. 609 2 0.999 9 0.007 ~0. 169
gt N i Y=11776X -2.381 4 0.999 9 0.005 ~0.115
R Y =5862.9X +5.366 8 0.999 9 0.032 ~0.797
AR Y=6191.1X+6.291 1 0.999 9 0.032 ~0.792
54y Y=4327.6X+0.788 6 0.999 9 0.004 ~0. 103

2.7 EHE MK EFE—HE S (S
140528) 6 {3, #& “2.27 T F 7k ifl & Akl g
W, PEREE, AR . BRIERS . PR MR
B AR RSD 45 1.0% . 0.3% . 1.2% .
0.4% . 1.5% , REPZITEELE R

2.8 MR E O BHE—H g (S
140528) ¥k, THMEIEE 24 h NEEARE 4 h
FEOTHT, AR MOTE . BRIERS | R . BRTY. S0
T A1 RSD 4354 0.9% . 1.5% . 0.8% . 0.3% .
1.8% , REIZITLFRE T BRI

2.9 ek RRE REERBORELE (S
140528) #iA 6 1y, H3#90.25 g, B THIEHILM
i, fE E O A & I AF 168.8 pe/mL, R EE BE
57.5 pg/mL, JRHF199.2 pe/mlL, 4 198.0 pg/ml,
547 51. 6 pg/mL (XTIR AT A HOE R, fi <2.27
R ikl sl s W, E ©2.47 Tk A
TFHERE 10 pL, JHRENGE, S5 LR 3,

2,10 # &b H ol B LR EE S, %
“2.27 TR 77 kA HE R R, SEAE 10 pL gy
Mr, ME&ERE, 4RILEL,
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®3 SMEEMELRKERLRER (n=6)

Tab.3 Results of recovery tests for five nucleosides(n =6)

7 A I
W BORERL/ R A/ AR FR/ jpgliu
8 I 1g ng 9 (RSD/% )
MtF  0.2523 42.84 50.64 94.54  102.1 99. 4
0.2502 42.48 50.64 92.84  99.4  (2.0)
0.2520 42.79 50.64 93.838  100.9
0.2511 42.64 50.64 92.80  99.1
0.2519 42.77 50.64 92.85  98.9
0.2503 42.50 50.64 91.25  96.3
JRIER 0.2523 35.57  34.50 69.51  98.4 98.3
0.2502 35.28 34.50 69.46 99.1  (1.8)
0.2520 35.53 34.50 68.65  96.0
0.2511 35.41 34.50 70.33 101.2
0.2519 35.52 34.50 69.22  97.7
0.2503 35.29 34.50 68.90 97.4
JRYF 0.2523 143.48 129.48 270.11  97.8 98.0
0.2502 142.29 129.48 268.64  97.6  (2.8)
0.2520 143.31 129.48 271.85  99.3
0.2511 142.80 129.48 275.37 102.4
0.2519 143.26 129.48 265.62  94.5
0.2503 142.35 129.48 267.04  96.3
B4 0.2523 111.72 128.70 238.93  98.8  101.4
0.2502 110.79 128.70 239.11  99.7  (1.9)
0.2520 111.59 128.70 242.65 101.8
0.2511 111.19 128.70 244.12 103.3
0.2519 111.54 128.70 245.18 103.8
0.250 3 110.83 128.70 241.00 101.1
BiF 0 0.2523 17.94  20.64 38.62 100.2  101.7
0.2502 17.79 20.64 38.91 102.3  (1.2)
0.2520 17.92 20.64 39.17 103.0
0.2511 17.85 20.64 38.75 101.3
0.2519 17.91 20.64 38.63 100.4
0.2503 17.80 20.64 39.07  103.1

=4 SHREREENEER (mg/g, n=3)
Tab.4 Results of content determination of five nucleosides
(mg/g, n=3)

it i JIR IS SR MRH 5
140401 0. 180 0. 144 0.573 0. 445 0. 080
141001 0.113 0.116 0. 441 0. 320 0.071
140701 0. 162 0. 154 0.590 0.453 0.078
140213 — 0.061 0.010 — 0.018
140501 0.079 0.029 0. 067 0.031 —
140528 0.170 0. 141 0. 569 0. 443 0.071
140325 0.102 0. 167 1.426 0.59%4 0.39%4
140408 0. 098 0. 169 1. 425 0. 594 0.393
140522 0. 103 0.210 1.778 0.738 0.479
140828 0. 104 0. 188 1. 664 0. 706 0.476

T —FORAMI %Sy
3 itig

ARSH R, MO BREERY R M. 5
R R W I I K 2 4 260 nm, iZ KR 45 W43
WEIEXIFR, BELPHE, JemigE 40, ke AR
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