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AND PURIFICATION OF SOLID-PHASE SYNTHETIC THYMOSIN o,
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Abstract
liquid preparative chromatography (RP-HPLPC), thymosin «; was isolated and purified from the crude

By using ion-exchange preparative chromatography (IEPC) and reversed-phase high performance

product synthesized by the solid-phase peptide synthesis (SPPS) method. The purity of the final product
reached 95% through ion-exchange chromatography on DEAE Sepharose Fast Flow chromatography and
Delta-Pak™ C18 purification after optimizing the chromatographic conditions. The capacity of purification

process was 50mg/circle. The total yield was 36%. The technology is simple and reliable, and can be

scaled up easily.
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1.1 {435

AKTA Explorer 100 E#r£& % (Pharmacia 2
f)); Waters Prep LC 4000 System (Waters 2%
7)) ; HP HPLC Seris 1100 (HP 2A&D).
1.2 RH

DEAE Sepharose Fast Flow (Pharmacia 2
D) ONE (B3 g, Fisher A F]); = 4R
(Sigma 23 7)) #AiK CHED; BRER o B
CH #)s Mg R w b5 ME & (ZADAXIN,
SciClone).
1.3 ‘i&H

B @ik . XK16 ZEHrHE (Pharmacia).
Ze A: 0.02 mol « L' BEER N ZZ v, pH {H
5.8. ZEmhik B: 0.5mol « L 'S4k, 0.02mol «
LW BN 22 vh W, pH fH 5. 8. ZePEA B Pk A
B 100% A 73 100% A ™ 905 A

O min, 2705 A0 005 A Wiy 2ml -
min~ ', FEMPEK R 214 nm, #HEFEESN 50mg (25
mD.

SOAH e B ) #8 €438% . Delta-Pak™ C18 i
A (25 mm X 100 mm i.d., 15 p. 10 nm,
Waters). WWahAH A: 0.1% TFA//%k; B: 0.1%
TFA/90% L WG, e PR B e AR P . 1002 A

2 mi 2~4 mi 4~34 mi
S00% A—"580% A 0% A W

WA 6m e min ', KA 214 nm, FEREE
50mg, TELMBLA.

BB RO AR 3 B (3 . PLATINUM C18 73
HraE (4.6 mm X 250 mm i.d., 5 p, 10 nm,
Alltech). W #h# A. 0.1% TFA//K; B. 0.1%
TFA/90% & . S PERE R WL 7. 5% B

20 min

——60% B. A 1ml e+ min ', KKK
214 nm. PERERES 20 l,
1.4 #HFRHHE&E

FEHAFREL 100 mg fb2e 5 A AR 3= o HH A
B PG oh Il A %, E45% 50ml, 153 2
mg « ml ! PRLEA TR . £8 0. 22 pm JE IR 8 AL

50 min

BT A AL

B T3 A5 2 O FE S AS 6 5 5 v 46 Fn 25 £6 Ak
o, HE AR pH A ZE 3, SUATDLEE AT
55 2 25 1 BORH e 85 A il A (i

FH T BAH R B8RO 53 BT €6 3% 14 AR i b o it 75
BT A R, FHRRERERIE pH (% 3, FlH
A% 1 mg « ml™" (A S RITAR HE S A IR, 48 0. 22 pm
UEREAT YR AL B, BT aC AR B MRE S R SR
iR pH (EZ 35 SO SRR il 75 03 79 21 (1 R
ai AT B R
2 #RE5i%
2.1 WMEKNHE

Toy NEIFHIRAILRR . 78 280 nm kb TCHH B
W AC. T SRS F SR IR S A AE 214 nm &b, AR
BRI R R, 4 Ta MR K R E UV
214 nm Ab.
2.2 EARMAEE o B9 RP-HPLC 547

Sy BIERR RS 20 p AR 2 a0 ARUESIATR (1
mg *ml ) FHAAER (Imgeml ), ## 1.3
IR i A . SESR LA 1 R 2.
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Fig. 1 RP-HPLC chromatogram of standard T
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Fig. 2 RP-HPLC chromatogram of crude Ta;
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Fig. 3 RP-HPLC chromatogram of

ion-exchange product

HERTIL, 8 7 ac o e P iR K o FHAtR
ZRBAFEVREF IO B, BRE TR R, i i
BARMIRR o WL R 7500, AR T BRI
He R 6020, IREN T X RER o ML IEFTH
AT E AL H ).

[t 54 1 S A R 1 pHELRIGG AR S50 7
BIBCRIZIE . e pH AR 7.4 B Z2 shik R AR
— BT, KB o BLREHOREN, ARy
FEAR S FWER BRI, FEAIEA R 1B Y
HE. ZErp iR R0 pH R i 2z 7 o 0 id 22 50
A B M 100% A = 100% A
5~10 min 90% A 10~55min 60% A 55~60 min 0% A
e RS . IR R a0 PR AEVRGFAY RS,
TACHPTAFIMIR R o WS A 6000, JRFTE
FTHINRER oo MLih & AR5 5 H AR Y451 A1) AL
FAET T AT R R B BT BAT R S Y
PRI LB 22 5 D DR IBORS 2 PR B T
SELLSEEUMI R 28 oo ML A 50000 1.

2.4 RHESIRERN

Xt B T S AT BT AR OB e A L b B 3R
pH {HZ 3.0, R A] HEAT SCOAH i RO J2 . 3%
L3 PR b A E AT TR IR R o FEARIN
Srira R LA 4.
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Fig. 4 RP-HPLC chromatogram of thymosin «
separated with RP-HPLC

HIPEI AT UL . 285 B R ORAR 2 B a4 JLF- B
LTI RBL BIRR a0 AR . TR

IR R o M ElBEIRH] 9520 DL by WOR ATk
6020, WAL RNy 3600, 4l B W ER
FECOHRAE 1Y 98. 5%, ThEIRCF L 2020 HER Y
2.
2.5 REBHUBRHEEBHI—THAULRHNERE

AR S ¥ 3 U SOM = SO 2 AT i E— 2
SERAIRER o ML B alifh. EAERE 10 mg,
HAb %45 1.3 WHRIEE—FE. —4ifk
SR A HaRE] 82%,  HIVE R A FAE
K PR T R SO 15 TR S AT B BRI e P A
(G AR A R I 45 2R s Al LR 2R AN
95 % MK IR A G R AR o0 BT
PR — e, o Faim SR E o +
ARl R AHEIEIT M SRR a0 TR,
HH R 5 R AR B4 A IR 2 o 300
sy Ealifk.

S

Zi B ik, DIC/Fmoc [E A4k % G B 6 ik %
a s HFZ RS (84.9%), 4R (45.3%).
R i 48 B8 1~ 38 48 T SR v 30T 233 1 A 4l 4k
Ja. #EERI IR 95% L b, dlifb BOCR Tk 36 %.
AbPE R, FREFR 50 mg (1) 4b B A B T A
K- KLU SEBL T AL B8 T 3eah. SCR g R E
EERL, BFacieib— T ERE M 15 K,
FAREIEA E Al K. ATk SRS 72
OIS A e S5 T AR €6 T B AN AN R B 40 B L Ak vk
AIPLH, BRI 0B . Vs A S A i H
. [, BFmE B R R « FERIERTTH
J L v A A B, LU A BRI pH A 5 Y
(R RE 4% ARG — 20 i alifl .l alifb A
AT, R THAE, KK TRl
. SR b, A5 R BRI TR R R
AERANGEAL . AT LA R Tk Ak AR P R
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