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NGHIEN CUU KHA NANG BAT GIU KHANG THE IGG TU HUYET THANH
NGUOI CUA LECTIN PAU DAO BIEN (CANAVALIA MARITIMA, AUBLET)
BANG KY THUAT LECTIN - ELISA

TRAN THI PHUONG LIEN, TRUONG VAN CHAU
Truong dai hoc Su pham Ha Noi 2
pO NGOC LIEN

Truong dai hoc Khoa hoc ty nhién, DPHQG Ha Noi

Pau dao bién (Canavalia maritima Aublet)
c6 ngudn goc tr Brazil, thudng s6ng & cac ving
nhiét d6i ven bién va cling dugc liét ké vao céc
loai cay dau an hat & cdc ving Pong Nam A [3].
Cung v6i loai dau rua thuong moc & rung nui
(Canavalia ensiformis D. C.) va dau guom
(Canavalia gladiata (Jacq) D. C.) da dugc tim
thdy & Viét Nam (Nguyén Dang Khoi, 1976),
cac loai nay déu chia mot loai protein cé hoat
tinh ngung két hong ciu la ConA (tt C.
ensiformis), ConG (tut C. gladiata) va ConM (tir
C. maritima) [4-8]. Tuy nhién, & Viét Nam c¢6
thé c6 mot s6 bién dang vé loai Canavalia
maritima, nén co6 tén Kkhac la Canavalia
obtusifolia (Lam) D. C. va Canavalia rosea
(Swartz) D. C.

Lectin 12 mot dang glycoprotein c6 kha nang
tuong tac rat dac hiéu va rat tinh vi véi cac gdc
dudng. Ung dung dac tinh nay, nhiing nam cudi
cung cta thé ky XX, ciac nha khoa hoc da su
dung lectin dé nghién ctiu su bi€u hién khang
thé va khdng nguyén.

Vi vay, viéc tim hiéu dac tinh 4i luc hod hoc
cua lectin ConM tir hat dau dao bién (Canavalia
maritima) d6i v6i cac khdng thé trong huyét
thanh ngudi 1a diéu can thiét, tao co s6 khoa hoc
cho viéc tng dung né mdt cich an toan va khoa
hoc.

I. PHUGNG PHAP NGHIEN CUU

1. Nguyén liéu

Hat dau dao bién duoc thu hai tai khu vuc
chan ndi Ngii Hanh, Quang Nam, Da Nang, do
TS. Nguyén Dang Khoi dinh loai [1].
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Hoéng cau duoc Vién Huyét hoc va truyén
mdau Trung uong cung cap gébm cdc nhém mau
A, B, O duoc rtra 3 1an vé6i dung dich mudi sinh
Iy (NaCl 0,9%).

Ciac mau huyét thanh ngudi khoé binh
thuong da dugc chudn dodn lam sang duoc vién
Huyét hoc va Truyén mau TW cung cép.

2. Phuong phap

Tinh sach lectin dugc thuc hién theo k¥
thuat ctia Golstein va cs. (1986) [5] c6 cai bién.

Tinh ché khang thé IgG tir huyét thanh béng
cot chuén sac ki 4i luc Sepharo - ProteinA clia
hang SIGMA va cot ConM - Sepharose 4B tu tao
[2].

Xéac dinh thanh phan cac protein tir dich
chiét, tir cic phan doan lectin da tinh ché va ti
cac phan doan IgG da tinh ché bang k¥ thuat
dién di trén gel SDS - PAGE theo Laemmli, véi
nong do 12% [2].

Xdc dinh kha nang bét giit cac khing thé
trong huyét thanh dugc thuc hién theo phuong
phap ELISA - LECTIN.

Céc hod chat da stir dung c6 do tinh sach cao
ctia hang Sigma (My), Merk (Duc), LKB (Thuy
Dién): Protein chudn, Sepharose-ProteinA,
Sephadex G - G75, cdng hop khang IgG, co chit
OPD.

II. KET QUA NGHIEN CUU

1. Tinh ché lectin tir hat dau dao bién

Khong giong nhu mot s6 loai lectin khac da
duoc tinh ché, lectin tir hat dau dao bién (ConM)
hoan toan khong biéu hién hoat tinh trong dém



PBS, dém carbonat va dung dich muoi sinh 1y,
ma chi biéu hién trong dém TBS c6 chita Ca™,
va Mn*. Dac biét néu két tha dich chiét tho
bing (NH,),SO,, aceton lanh, hay c6n lanh thi
ConM ciing hoan toan bi mat hoat tinh. Do d6
ConM da duoc tinh ché€ bang cich bo qua giai
doan két tha, dich chiét tho duoc dua truc ti€p
qua cot sac ki loc gel G75. Két qua dién di trén
gel polyacrylamide 12% c6 SDS va 2-
B-mercaptoethanol cho thdy ché pham lectin
conM déu cho 3 bang, mot bang chinh 16n nhat
¢6 khai luong vao khoang 33 kDa, mot bang c6
khoi lugng vao khoang 23 kDa, mot bang nhd
nhat c¢6 khoi lugng khoang 18 kDa (hinh 1). Két
qua nay phlu hop vé6i két qua clia cac tic gia
Ramos M. V. va cs. [6], Moreira R. A. va cs.
[7].

Hinh 1. Dién di SDS - PAGE ché pham ConM

Ghi chii: 1. Protein chudn (Phosphorylaza 94,7 kDa;
BSA 67 kDa; Ovalbumin 45 kDa; Carbonic -
anhydraza 30 kDa; Soybean trypsin inhibitor 24 kDa;
Lysozyme 14,4 kDa); 2, 3. Ché phdm lectin ConM
tinh sach; 4. Dich chiét tho tir hat dau dao bién.

2. Nghién ciru kha nang bit giir khang thé
cua ConM

Kha nang nhan biét cidc goc carbonhydrat
clia cac hop chat duong 1a mot trong nhitng dac
tinh quan trong cta lectin. Vi IgG la mot
glycoprotein nén can cit vao dac tinh nay ching
toi ti€n hanh nghién ctu kha nang bat gitt IgG
cta lectin dau dao bién. Két qua cho thay,
ConM c6 kha nang lién két voi khang thé IgG
(dugc thé hién & hinh 2).

Hinh 2. Két qua bat giit IgG cua lectin dau dao
bién ConM

Ghi chu: 1, 2, 5, 6. Két qua bat giit IgG cla lectin
ConM; 3. Lectin dau dao bién ConM khéng twong
tdc v6i IgA; 4. Lectin dau dao bién ConM khong
twong tic véi IgM; 7. Lectin dau dao bién ConM
khong twong tdc véi IgE; 8. Lectin dau dao bién
ConM khong tuong tic véi IgD.

Viéc st dung lectin lién két v6i mot dong
khang thé nao d6 c6 y nghia rat quan trong khi
theo ddi su bién dong ham lugng mot khang thé
ctia dich co thé trong nghién citu biéu hién bénh
i & ngudi va dong vat. Chinh vi th€ ching toi
ti€n hanh nghién ctu kha nang bat gitt khang thé
IgG cua lectin tinh ché tir hat dau dao bién.

Dé chiing minh duoc kha nang bat giit dac
hiéu IgG cua ConM ching t6i da tién hanh mot
quy trinh thuc nghiém nhu sau:

1. Sir dung khéng nguyén gin ban 1a ConM
cho xét nghiém ELISA d6i véi IgG tir huyét
thanh nguoi va dung anti IgG cdng hgp véi PO
dé nhan biét.

2. Str dung khang nguyén gan ban 1a ConM
cho xét nghiém ELISA d6i vé6i IgA tr huyét
thanh nguoi va dung anti IgA cong hop véi PO
dé nhan biét.

3. Str dung khdng nguyén gén ban 1a ConM
cho xét nghiém ELISA d6i v6i IgM tir huyét
thanh nguoi va dung anti IgM cong hop véi PO
dé nhan biét.

4. St dung khéng nguyén gan ban 1a ConM
cho xét nghiém ELISA d6i vé6i IgE tir huyét
thanh nguoi va dung anti IgE cong hop véi PO
dé nhan biét.

5. Stir dung khang nguyén gin ban 1a ConM
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cho xét nghiém ELISA d6i véi IgD tir huyét
thanh nguoi va dung anti IgD cong hop véi PO
dé nhan biét.

Két qua nhu sau (hinh 2): thyc hién theo
budc 1 thi thu duge két qua duong tinh, con thuc
hién theo céc buéc 2, 3, 4, 5 thi két qua thé hién
am tinh. Diéu nay da ching to rang lectin ConM
khong lién két v6i khang thé khac clia ngudi ma
chi lién két vé6i khang thé IgG.

Pay 1a mot dac tinh quy cua lectin tinh ché
tlr hat dau dao bién, can ting dung dic tinh quy
nay trong nghién cttu Ho4 sinh va Y hoc.

3. Tinh ché IgG tir huyét thanh nguoi khoe

Lectin ConM sau khi tinh ch& dugc gin véi
Sepharose 4B da duoc hoat hoa bing CNBr dé
tao cot ConM-Sepharose 4B. Cot nay duogc dung
dé tinh ché khang thé IgG tir huyét thanh ngudi
khoe.

Ngoai ra IgG con dugc tinh ché bang ciach
st dung coOt chuén ProteinA - Sepharose (hdng
SIGMA - USA) dé so sanh vdi cot tu tao ConM
-Sepharose 4B.
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Hinh 3. Anh dié¢n di SDS - PAGE ché phidm IgG
tinh sach

Ghi chii: 1. Cic protein chuidn clia hing SIGMA;
2. IgG tinh sach bing cot ConM - Sepharose 4B; 3.
IgG tinh sach bang cot Protein A - Sepharose 4B; 4.
Dich IgG tho.

Két qua thu dugc thé hién & hinh 3 ching to
ch€ pham IgG thu dugc hoan toan tinh sach, chi
biéu hién 2 bang duy nhat 12 chudi ning (53
kDa) va chudi nhe (25 kDa) khi kiém tra bang
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ky thuat SDS-PAGE (hinh 3). Ching to ring
hoan toan c¢6 thé st dung cot ConM -Sepharose
4B dé tinh ch€ khing thé IgG tr huyét thanh
nguoi.

Két qua nay mot 1an nita chiing minh rang
lectin ConM chi lién két diac hiéu véi khang thé
IgG ma khong lién két vé6i cdc 16p khang thé
khéac trong huyét thanh nguoi.

Khang thé IgG sau khi tinh ché duoc dung
dé xay dung d6 thi tiéu chuén cho k¥ thuat xét
nghiém ELISA - LECTIN khi dung lectin ConM
gan ban.

1. KET LUAN

1. ConM da dugc tinh ch€ tir hat dau dao
bién trén cot sic ki Sephadex G - 75 trong dém
TBS c¢6 chita Ca** va Mn** & nong do 3 mM, bod
qua giai doan két tia. Do tinh sach cla lectin
ConM dugc danh gid bang dién di trén gel
polyacrylamid 12% c¢6 mat SDS va 2-
mecaptoethanol.

2. Lectin tinh ché tir hat dau dao bién lién két
dac hiéu véi khang thé IgG, khong lién két véi
cac 16p khang thé khac trong huyét thanh ngudi.

3. Hoan toan c6 thé sir dung cot Sepharose -
ConM tu tao dé tinh ché€ khdng thé IgG tir huyét
thanh nguoi.
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STUDY ON CAPTURE CAPACITY OF IGG FROM HUMAN SERUM OF LECTIN
FROM CANAVALIA MARITIMA BY LECTIN - ELISA TECHNIQUE

TRAN THI PHUONG LIEN,
TRUONG VAN CHAU, DO NGOC LIEN

SUMMARY

The lectin from Canavalia maritima Aublet seeds (ConM) was purified by Sephadex G - 75 column
chromatography. Its purity was assessed by SDS - PAGE in presence of 2 - mecaptoethanol. The SDS - PAGE
result show that the purified lectin from Canavalia maritima Aublet comprise three bands of protein which are
approximately 33, 23 and 18 kDa.

With the aim to seek and use a lectin which is specific antibody from human serum, we investigate the
capacity capturing specifically IgG purified from human serum in comparision with the other
immunoglobulins as IgA, IgM, IgD, IgE from human serum. The results obtained by using LECTIN - ELISA
technique show that the lectin from Canavalia maritima Aublet seeds has a capacity capturing specifically
IgG from human serum. We prepared the ConM - Sepharose 4B to purify the IgG from human serum. Again,
the result obtained demonstrated the specifity of the Canavalia maritima lectin - IgG interaction.

Ngay nhdn bai: 30-11-2007
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