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TINH CHE VA XAC PINH KHOI LUUNG PHAN TU CUA LECTIN
TU HAT PAU VAN DEN (LABLAB PURPUREUS)
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I. Md dau

Dau van den la moét trong hai giéng trong trong loai dau van (Lablab
purpureus) dang dude tréng rat phs bién d mién Bac nudc ta [2]. Hat va qua cua né
]a thuc phdm giau protein va vitamin cho ngudi, 1a va than dude sit dung lam thuc
an cho gia sic. Trong hat dau van den chung t6i da phat hién thay c6 chita lectin véi
hoat d6 kha cao, tuong duong vdi dau cove (Phaseolus vulgaris) [1]. Hién nay chua
c6 mot cong trinh nao nghién citu qua trinh tinh ché lectin tit dau van den va xéac
dinh khéi lugng phan ti ciia né. Béi vay ching téi da tién hanh cdéng trinh nay
nhim cung cip cac din liéu khoa hoc vé lectin dau van, b6 xung thém cac dang

lectin tir cac loai thudc ho dau (Fabaceae).

I1. Nguyén liéu va phuong phap nghién citu

1.Nguyén liéu: Hat dau van den da gia dudc thu nhén tit mét s6 vang thude
huyén Mé& Linh — Vinh Phiic. Hat dugc béc vo ngoai, thai méng, sy khé ¢ 30°C va
nghién thanh bdt min. LAy 5 gam bdt khé dé chiét rit va tinh ché lectin.

2. Phuong phdp nghién cuu

a) Chiét rit lectin bing dém PBS pH 7,4. Qua trinh chiét rut duge thyc hién
bang khudy ti véi 5 gam bdt khé.

b) Xac dinh ham lugng lectin va protein trong miu thi nghiém bing phuong
phap Lowry.

¢) Qua trinh tinh ché lectin dudc thuc hién qua 2 giai doan sic ky: Sic ky loc
gel qua c6t Sephadex G-75 va sac ky trao déi ion qua c6t DEAE-Xenluloz. D6 tinh
sach cua lectin dudc kiém tra bang dién di trén gel polyacrylamit theo Laemmli [5].

d) Khéi kuong phéan ti. cua lectin dudec xac dinh bang dién di trén gel
polyacrylamit c6 st dung protein chudn da biét trudc khéi lugng phén tu.

Cac hoa chit dung dé tinh ché& va xac dinh khéi lugng phan tu lectin la cua
hang SIGMA (My).
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Qua trinh tinh ché lectin duge biéu dién theo so db sau:
Bét nguyén liéu
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Chiét it lectin bang PBS pH 7,4
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Li tam & 20°C, 3000 v/phit
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Dich trong Cin tua (bd)

l

Dich trong + (NH,),SO, tdi 60% bao hoa
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Li tam & 20°C, 5000v/phiit
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Dich trong ( bd) Can tua
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Sic ky qua c6t Sephadex G-75
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Séc ky qua c6t DEAE-Xenluloz

v
Dién di trén gel polyacrylamit
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Lectin
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I11. Két qua va danh gia
1. Tinh ché'lectin tix hat déu van den

Lectin tit hat dau van den dudc tinh ché& qua 2 giai doan séc ky : Sic ky loc gel
Sephadex G-75 va séc ky trao d8i ion DEAE — Xenluloz.

a. Sdc ky loc gel Sephadex G-75

Trudc hét, két tua dich chiét lectin thé bang (NH,),SO, 60% bio hoa, sau dé
cAn bang cdt G-75 bang dém PBS pH 7,4, dua dung dich két tia lén cdt. Qua trinh
séc ky theo tiing phan doan mdi phan doan thu 3 ml véi tdc d§ dong chay 30 ml/gioc.
Trong qua trinh nay da thu dugec mét dinh lectin.

S¢ dd sic ky dude biéu dién & hinh 1:
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Hinh 1: Séc k{ d6 dich chiét thé qua cot Sephadex G-75.

Thu 50 phéan doan, mdi phan doan 3ml. Téc d6 dong chay 30 mm/gic.

Puong lién : Hoat d6 lectin — HAA.
Puong gidn doan--------—----- : Mat d6 quang OD-ham lugng protein

cac phan doan.
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b. Sdc ky trao déi ion DEAE - Xenluloz:

Toan bd dich sd ché& qua cot Sephadex G-75 cé chiia lectin dude dén lai,
tua bang ( NH, ),SO, 60% bao hoa, thim tich 24 gid, sau d6 dua 1&n c6t trao d8i ion
DEAE — Xenluloz. Qua trinh sic ky dudc thuc hién theo gradien néng dd NaCl 0 - 1
M trong dém phét phat 0,2 M & pH 8,0. Téc db sic ky 20 ml/gi3, thu 50 phan doan,
mdi phan doan 2ml. Trong qua trinh sic ky ciing da thu duge 1 dinh lectin. O ndng
d% 0,5 M NaCl lectin bi day ra khdi cot nhiéu nhat.
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Hinh 2: Sic ky 5 tinh ché lectin qua c6t DEAE-Xenluloz.

Pém phét phat 0,2 M pH 8,0. Téc d6 dong chay 20ml/gid.

Thu 50 phin doan, mbi phin doan 2ml. Qua trinh sic ky theo gradien néng d6
NaCl 0-1M.

Duong lién: — : Hoat d5 lectin-HAA.
PDudng gidn doan  -------e--- : Mat d6 quang OD-ham lugng protein

cac phan doan.

Nhu vay sau 2 giai doan sic ky dd tinh sach ctia lectin tang 8,3 14n so véi dich
chiét thd ban dau, thu héi lectin dat 33,2%. Toan bd qua trinh tinh ché& lectin tit hat
d4u van den dudc tém tit & bang dudi day.
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Bang tém tét qua trinh tinh ché& lectin tit hat d4u van den.
HDTS : Hoat d6 téng so. Pr : Protein.
HDR : Hoat d6 riéng.

dv HAA : Don vi hoat d6 ngung két hong ciu cua lectin.

Cac buéce tinh ché Protein HDTS HDR D6 sach | Thu hoi
tong s6 | dvHAA.10° | dvHAA.10° | tang(lan) | HAA (%)
| (mg) /mgpr
Dich chiét tho 750 512 0,682 1 100
Dich tua ( NH, ),SO, 620 512 0,825 1,2 100
Sac ky Sephadex G-75 150 350,8 2,00 3,2 68,5
Sac ky DEAE- 30 170,0 5,66 8,3 33,2
Xenluloz

2. Kiém tra dé tinh sach va xdc dinh khéi lugng phdn ti cua lectin ddu

van den

jav)

@)

2 3 4
Hinh 3 : Phé dién di ch& phdm lectin da tinh ché trén gel polyacrylamit c6 SDS.
1.Ché& pham lectin thé.
2.Ché pham lectin da tinh ché c6 SDS va mecrcaptoetanol.
3.Ché& pham lectin da tinh ché& c6 SDS va khéng mecrcaptoetanol.
4.Protein chuan:
a) Albumin huyét thanh bd 66 kDa.
b) Inhibitortripxin 20 kDa.
c) Lizozim 14 kDa.
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Bing phuong phap dién di trén gel polyacrylamit ching tb6i phat hién th&y
dich chiét thé tit hat ddu van den cé kha nhiéu bing protein, trong khi dé ch€ phdm

lectin qua 2 giai doan séc ky chi con 1 bang protein trén gel.

Khi stt dung mét s& dang protein chuén da biét truée khéi ludng phan ti, bing
phuong phap nay ching téi da xac dinh dugc khéi lugng phan tit cua lectin dau van
den khoang 28 kDa.

IV. Két luan

1. Lectin tir hat ddu van den (Lablab purpureus) tinh ché qua 2 giai doan séc
ky ndi tiép: Sic ky qua cbt Sephadex G-75 va séc ky qua cdt trao d8i ion DEAE —
Xenluloz cé d6 tinh sach cao tidng 8,3 14n so véi dich chiét ban didu. Ch& phim lectin

“tinh ché& gdbm mét bang protein trén gel polyacrylamit.

2.Bing phudng phap dién di trén gel polyacrylamit d3 xic dinh dudc khéi
ludgng phén ti cia ddu van den 13 28 kDa.
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PURIFICATION AND DETERMINATION OF MOLECULAR WEIGHT
OF LECTIN FROM LABLAB PURPUREUS

Truong Van Chau
Ha Not Pedagogical University No.2

Lectin from Lablab purpureus was extracted in phosphate buffered saline
(PBS with pH 7,4) and was purified by the method of choromatography gel filtration
on Sephadex G-75 and io-exchange on DEAE-cellulose. The purity of lectin was
checked by SDS-polyacrilamide gel electrophoresis (SDS-PAGE). The lectin activity
was determined by method of Alecxande A Kott. The molecular weight of lectin
from Lablab purpureus was 28 kDa when was determined by SDS-polyacrylamide
electrophoresis.



