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Separation and purification of ularitide by preparative-HPLC
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Abstract: Objective To purify ularitide crude product and prepare qualified ularitide met to the purity requriement. Methods The
samples were separated on C;g (H) ODS column (30 mmx250 mm, 10 pm) with 0.1% formic acid (A) - water (B) as mobile phase at a
flow rate of 30 mL/min. The detection wavelegth was set at 215 nm with sample volume of 60 mg. Results The purity of ularitide
could reach 98% after being purified once by RP-HPLC. The high purity ularitide was obtained after being lyophilized and collected for
several times. Conclusion The purification technology is set up for ularitide and the prepared ularitide is qualified.

Key words: ularitide; preparative-HPLC; separation; purification

BRI OR B 32 N AR AR I B T R B
HEMEERIR, S b2/ 1988 4F H1 Schulz-Knappe 45 M
PR 53 B 43 B — B @ 70 5 8 R K Catrial
natriureticpeptide, ANP) ¢ B Ak ik, py It
PR Fr 7 R W i B NE AR G, B S 4
W, ENTRER G S MR A B REE S,
BB VA B AN R K (IR, DR 1 ST KA T
sk AL FIR AR IR IVE R, JF H Gk SE STk he
iy B AU 5 AR PRI R IR 19T R AR
PR )30 (DHF) J& DA AERERARIAR & T3 A 1) I
WS 1% Hbs, H S a7 2590 80 55 R IR )
I &Y 5K 2 MG IR ) 254, SRR LL 21 #R A7
FEI A SR BRAET, [ AR 2 3 ST K 5% L HEA

i HEA: 2012-10-29

IR, IRRRIT SR W], SR A BE R
O IE 784 R ) R PR R, AP DHF 3811
' T BEBEAT WS AN RS, RIS R JIRAE R
J7 DHF A7) Rl il 5o ASHIFIUR FH ) 4 e A0 AH
O Sy ST A B aliAk, IR R,
P S TAYA T
1 {UEEFAMHY

D—6000 Devote JAH AL (VL AR iREF 2
A, W RGEHIZE. D—P6010 & H . B
FEE . D—UV 6000 2541 - A WALl 4% . Devote 6000
B TR, DV21SCD PR (EEBEZEMA
F]D, Milli-Q 4Kk gs (35E Millipore 2 7).

SN (%A ; ToKH R = S (o iratD;

PEZENY: BRH (1987—), &, KA PBEy R oM GV LRE S/, 2010 4E 5L T REALIIRR 2, R AFLGW T

Tel: 13512971951 E-mail: lingliginjojo@163.com

«BIEEE I, 2o PEZRERAWL . Tel: (022)65378678



<38 AR E T Y3

Drugs & Clinic

F8H H1H  2013F1A8

Shr Sz o s CER, 5405004 120701, 120802
120803).
2 AEMER
2.1 HRAROHE

RSB RRE S h L 8.0 g, LU R4l K 7 i
BLHIAL 20 mg/mL MIHSH, H 0.45 pm FlALIEME &
BRANEEY), K UEWGE AR, BTG, KRR R
FE 5 %, #ET HPLC 43#7.
22 BILRGENEE

At VR ORI, O3 B Al AS A2 T L 43
BT A BRI AN BAR JUAS 5 T AT A4 53 15
alifl A
221 GEAHIER S ESckrET, 1 0.1% =
SMOTR (TFA) /K - 0.1% TFA LM RGent 47 ik
AT/ 8. SR, 205 05 IR AR A0 4% i g
SRR ZE . WUER S BAS BN TR Ay, R
Ji F HPLC V£ 8T, S IR 540k 72.7%.
WK 1. ERFBR % RGN RIS RS, H
AT R SRR A AR TR KRG, AR TR
TRAFRN G SE M SEIRARTT: Pr AR H K - 25 &
G N AL Ve R GE . 158 20T 2R A
LLE R K — M R G S IR £k R G0 2 by v i
i IDEIE DL, R IR b I 7 B RO S U, i
e T2 £h R Ge k4l Sk A T o0 M
222 WRBRREIIESE 2O A BRI L AR AL

.l

1‘0 1‘1 12‘ lé 14‘ lg 16 17‘
¢t /min
El1 SHIERET HPLC L5 B & i (AT~ MY HPLC
SEILE (B)
Fig. 1 Chromatograms of purification of ularitide with
preparative-HPLC (A) and purified products (B)
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Fig.2 HPLC chromatograms of ularitide crude products with different elution gradients
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Fig. 3 HPLC chromatograms of ularitide crude product with injection of 20 mg (A), 40 mg (B), 60 mg (C), and 80 mg(D)
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Fig. 4 HPLC chromatogram of separation and purification

of ularitide crude product
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Fig. 5 HPLC chromatogram of purified ularitide
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Fig. 6 HPLC chromatogram of adjacent impurity of ularitide
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Table 1 Purification of ularitide
fit 5 PR /%
ALy aifb)n
120701 25.0 98.0 26.7
120802 245 98.3 25.8
120803 25.1 98.1 25.6
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