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Abstract: A trypsin inhibitor (BPTI) was purified from seeds of Bauhinia purpurea by 70-90%
ammonium sulfate precipitation, Sephadex G-50 column, DE-52 ion-exchange column and
trypsin-Sepharose 4B affinity chromatography. A molecular weight of 20 kDa and single
polypeptide chain was estimated by SDS-PAGE. The BPTI was found to be a thermostable Kunitz-
type TI that inhibits trypsin at molar ratio 1:1. The stability of BPTI was studied by exposing it to
altered conditions of temperature, and measuring the residual inhibitor activity. The inhibitory
activity retained at least 50 % activity after being heated to 60 “C for 30 min, but there were 73 and
83% losses of activity at 80 and 100 °C, respectively. The inhibitory activity was stable over a wide
pH range and in the presence of DTT. The stability of BPTI is apparently not related to the
presence of disulfide bridge.
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N-benzoyl-DL-arginine-p-nitroanilide (BAPNA) - Sodium dodecyl sulfate-polyacrylamide gel
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H]EETE Sffy i Sephadex G-50 - BB~ b 5 gt #7 DE-52 cellulose A= > B A% gt T
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[ (A TSP EETE VR0 (Sephadex G-50, 2.7 X 1007 73)» B¢ S ¢ Il B i 170817 14
BT [ lfstd - % F1]" IDE-52 cellulosef&" 4 1 77A= <1 gt #7i (B) » “-I'/0.01M » pH
8.0f VARG kT frDE-52 cellulose (4.5 X 1022 53) » I/ £ 020.2 Mz [~ 5 it

J0.0IM > pH 8 OFVARPARRAE Bk FLHEE » ' [l e 1[It > SR TEHIRE R - A
éﬁﬂﬂ%ﬁﬁﬁ S SE R @Eﬁﬂﬁ?mjﬂ JiF[I‘% ° (CUF® Jiﬁ‘[‘%ﬁ‘}ﬂﬁ A [3trypsin-Sepharose
4B affinity column (2.2 X 107 53) » 1) FA"O INj {"5f] > 0.01M > pH 8.0 BIRJRGE Efki ik -
2R [i*:; I SrE BT S ) EBPTI BLO. 01NE§&¢3&7 it e (D)qﬁl“iH%E [T |
H]15% SDS- PAGEﬁT)Jﬁ Lane 1: Sephadex G-50 ; Lane 2: DE-52 cellulose; ; Lane 3:
trypsin-Sepharose 4B affinity column; Lane 4: BPTI!' 5% 2-mercaptoethanoli&! U5 7E!; Lane
M: AZE P15 E o

F1 P LR R (CBPTIpVE: £ Eiﬁ‘l\ik

Steps Total Protein  Total activity ~ Specific activity Purification Yield

(mg) (V) (U/mg) (fold) (%)

Crude extract 660.5 1050 1.59 1 100
Fraction 70-90% 112.2 830 7.3 4.59 79

Sephadex G-50 36.6 460 12.7 7.99 43.8

DE-52 cellulose 16 320 20 12.58 30.5

Trypsin-Sepharose-4B 8 280 35 22.01 26.7

S BPTl#ﬂﬁUﬁﬁﬁ?Elﬁﬁﬁmi%@ ¥k
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'3 BPTISHENE 2 pHAVAR L & - (A) BPTIM| ] [ilpH k(100 mM)! Al A BIFHAYY -
W 3TCANRH R B e P pHIfISEZ]8.0 - f?E[Jé%*"*“ﬁﬁ?ﬂﬁmmﬂ@MH
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80 1
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Residual activity(%)

20 1
0 B N by
15 30 60 120

Time (min)

Mcontrol E ImMDIT ™ 10mMDTT O 100mM DTT

ﬁ?qm BUFURDTTEBPTI Hisgf lr@i‘ﬂﬁfﬂl‘ﬁ“ lJi (1% 53 Mo BPTIEE et i L £ 1, 10, 100mMEVRL
HDTT iz » 37°C = [210-12055 44 % %gpl R JFFDTT WA Jﬁiﬁfﬁ& (iodoacetic acid )
A FFES ﬁ’*‘”?‘ﬂﬁ”ﬂﬁ%ﬁ I e o BIVERZ T SV 4+ SE

AT S 'V@‘ﬂﬁrﬂ’? Fﬁﬂﬂifﬁ%ﬁ'ﬁ%”mF“étr”Kun'tZ type#ﬂﬁ‘[ﬁ" SR P M
e é&ﬁu’?‘mbg@? O SE S PRI RY ™ o PP SRR [ - Tl s ]
ﬁ‘U(BPTI) ] SDS- PAGEJJ P> BPTI— 57 3 Bl 5420 kDapy 518 » 7 BUFUHR (5%
2- mercaptoethanol) SN U IR G '“?375%]%’:@’1\17’}@@%%’318-24 kDa » [l1— [EHY

[ 5 2T GREr 79 AU K unitz-type' S5 lﬁ#ﬂﬁ’[ﬁ“ﬁ“ 2%,
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SPARBIATRIYINENE ~ pH ~ TR FIEU R - ?ﬂ?ﬂ/&?ﬂ ?ﬁ’l‘i °BPTI &} [ﬁ EVE S~ 30 S48
gt Tt 60 C’ﬁlf}r "“’ﬁ‘ﬂﬁ”ﬂipli[ﬁ 2k 40% > JpEL= 80 AT100°CH - [ii'*ﬂjﬁ’#' U R
== ECTIM LTI % DMTI-Hu &A1 s 222427, (=2 1 Putranjiva roxburghu ~Carica papaya
% Pyralidae dubium 55 Fﬁ%’l@'ﬁéﬁ’l@ﬁﬂﬁjWJT [fil > P95 80°C ™k 30 34 » (195! %5 80%
ORI 1% 2% < 3 Il pH 35 BPTI LTI IEAORY4 - BPTI ] f o PPEIE IR
[ (pPH10)fR L ™ £ ﬁﬂﬁjﬂ?ﬁ‘[‘?i’?\ DA [URYEE =2 ECTI W DMTI-IE A fomd N 227 —
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