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MO PAU

Lectin ¢6 trong hat mit (Arocarpus hetcrophyllus Lamk hojc A.integrifolia Linn) I mdt
glycoprotein ¢é phin hrong khohng 50 kDa (Aucouturicr vd céng sy [1]), dwoc hinh thanh ur
hai tidu don viavapkét hop vdi nhau khong cong héa tri (Young viyedng sy [7]). Cic tidu
don vi avd B da dvoc tinh ché bing sic ky long cao dp (HPLC) va bing dign di trén gel
polyacrylamit (SDS-PAGE) sau dé uinh wr sip xép axit amin dduN va trinh tr toan bd cha
chiing da duroc xde dinh (Young va cdng sv [7). Lién Do Ngoc va cdng su [5]). Nhitng diic tinh
midn dich cha lectin hat mit nhu kich thich phin bao lympho T CD [4], két tha diic higu cdc
IgAl va IgD cha ngudi [1, 2, 6]. ¢6 khh ning kim ham in vitro sy nhidm mét s§ ching virut
HIVI lruyén bénh AIDS cho loai ngudai [4] da tao cho lectin khh niing duoc st dung rong rai
trong nghién ctfu min dich va y hoc.

Vige nghién cfu diic tUnh vd khi ndng khai théc lectin 1@ cde lodi mit hoang dai dang p]u‘o
bién & Viét Nam [3], hiu nhw chwa c6 i lidu ndo d& cip 1i. Nhitng nghién cu ndy nhim
muc dich trén duoc thue hién & phong thi nghiégm mi2n dich hoc va midn dich bgnh 1y, don vi
URA 1172 thude trung tdm nghién cifu khoa hoc qudc gia Phdp va dai hoc Poitiers.

NGUYEN LIEU VA PHUONG PHAP
1. Téch va tinh ché lectin mit hoang dai:

Hat mit hoang dai clia hai lodi Artocarpus asperulus v Artocarpus masticata duoc thu héi &
cdc ring phia Tiy Quang Binh vd & mft vwrom ciy Ha Noi da dwoc gifo sw Vo Vin Chuyén
dinh logi theo Lecomte {3], duoc nghién thanh bdt min. Vige chiét rit va tinh ché lectin da
durge ching 9 md  trwde diy [5.8]. Kiém tra dd tinh khiét ctia ché phdm lectin dwoc thyc
hién h:’mg dién di SDS - PAGE theo lacmmli [5] va k§ thuft dign di chuyén thdm min dich
(trans blotting) "Westernblot”.

Khang thé don dong chéng lai chudi a cha lectin mit (A.heterophyllus) thu hdi & dho La
Réunion da duoc ditu ché & phong thi nghiém miZn dich bénh 1y URA 1172 Pai hoc Poitiers.

2- Nghién cifu khh niing kich thich phin bao :

Cdc t€ bao don nhin clia mdu ngogi vi (PBMC) duoc nhin td nhng ngudi cho méu khde
trudng thanh (th{ nghiém Wp lai d8i vei 8 nguwoi cho mdu khdce nhau) Mdu dwoc thu cdng vdi
heparin, li tim vdi Ficoll Hypaque (Lymphoprep. Nycomed. Oslo - Norway) & 1200g trong 30
phiit. Té bao don nhin & gitta hai I¢p phan chia dwoc ria 2 1An ong méi trrdmg RPMI 1640
(GIBCO, cergy, Pomtoise, France). Sau d6 gcdc té bao dwoc nudi cly & ndng dd 106 1€ bao/ml
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trén cdc bn nhra 96 giéng c6 ddy phiing (Nunc- intermed - Pan Mach) trong 100 microlit méi
trrong RPMI 1640 ¢6 thém 10% hyyét thanh phéi bé, 100 microgam/ml streptomixin, 100 u/ml
penixilin, 1% L.glutamin va 5.105M 2- Mercaptoctanol (GIBCO). Céc ban nhya nudi cly dwoc
& trong th m 37°C tr | dén 5 ngdy dudi didu kign khi quyén 5% CO2. Sy sinh shn cha cde €
bao méu duge nghién cvu bf&ng sy xim nhip Timidin ddnh dfu (H3~Thymidinc cta hang CEA
Gif sur Y Vette, France) vdo ADN ciia cdc té bao trong khi ching phan chia. H3-timidin (& néng
dd 1 p Cilgiéng) droc thém vdo sau 18 gidv nudi cfy khi c6 mit lectin hoic khong cho thém
lectin st thu lai sau 48 gioy, 72 gio V2 96 gid, dwoc hip thu uén gidy loc soi thiy tinh bing
mdy thu t€ bdo. Cdc gifly loc dwoc sy kho va cho vao lo chufa 2 ml dung dich ¢6 héa chit nhip
nhdy. Mdy dém nhip nhdy (Intertechnique SL 2000) s& cho cdc sé dém nhip nhdy wong mot
phiit (cpm). Céc bitu hign khdng nguyén b& mit bigt héa cba cdc lympho bdo B va T dwoc xdc
dinh sau 4 va 7 ngdy nuéi cfly nho & € bao nudi cly voi cic khang thé khic nhau gin vei
fluorescein (FITC) hojic vdi phycoeryihrin (Coulter diagnostic, USA), anti - CD3FITC (Coulter).
Sau 10 phiit &t va c§ dinh, cfc 1€ bao dwoc phin tich bing mdy do 1€ bao(Cylometric en Flux
FACS, Coulter, Epics, Elite, USA).

" QUA VA THAO LUAN
1. Tinh ché cdc lectin :

Cie lectin t hat cta hai lodi mit hoang dai A. asperulus va A. Masticata déu duoc tinh ché
trén ¢t sfe ky 4i lyc Muxin - CNBr - sepharose 4B da mé th trude diy 58] déu cho hai bing
protein twrong vng vai khdi lrong phin tk 17 va 14 kDa khi di¢n di trén gel polyacrylamit 15%
¢6 mit SDS va 2 - mefcaptoetanol. Trong khi d6, & két tha dich chiét bing (NH4),S04 60%
bao hda c6 chifa nhidu bing protein khong phii lectin (inh trinh bly & hinh 1). S& lrong cde
tiu don vi lectin ca mit hoang dai va khdi lrong phin ik clia ching ghn gifng voi lectin chia
mit thuong (A heterophylus) vh mit 16 nir (A.champeden) da duoc nghién cifu tude diy [5.8].

Két giia nghién cifu v& khi ning nhin bit mét khang (hé don dong chdng lai chudi o cia
lectin mit théng thudmng (A.heterophyllus ctia cdc lectin mit dai di chiéing minh cdc lectin da tinh
ché ddu c¢6 phin ¥ng chéo midn dich vdéi khdng thé nay. Didu dé ching & sy gidng nhau rft
cao clia cde quyét dinh khéng nguyén clia cde phin tk lectin hat mit théng thudng va lectin mit
hoang dai (hinh 2).

2. Khh naing kich thich phan bao :

Vao nim 1989, Aucouturier v cde cong sy [1] da chiing minh hoat dong kich thich sy phan
bao clia lectin hat mit (A.heterophyllus) thu hdi ¢ dao La Réunion (Déng chiu Phi) ddi voi cdc
té bao lympho T cha méu ngoai vi cila nguoi. lign quan chi yéu t6i quin thé lympho bao T -
CDy+. Nhitng két qud chiing t5i nhin duoc trong cdng tinh ndy cing chifng minh cdc lectin
mit hoang dai ¢ khi niing kich thich sy sinh shn ctia cdc 1€ bdo don nhin mdu ngoai vi clia
ngurdi (dd wi hinh 3). Khi so sénh khd ning kich thich phan bao ctia bén logi lectin gdm : hai
loai mit thong thudng cha Viét Nam va dio La Réunion (A.heteropyllus), hai logi mit dai
(A.asperulus vi A.masticata), ching 3i nhin thiy hinh nhu lectin chia A. heterophyllus Vigt
Nam vh A: masticata c6 hoat tinh kich thich phan bao cao hon so vdi cdc lectin lodi khdc &
ndng dd thi nghiém : 100 microgam/ml (hinh 3). Hon na, ching t6i cing nhin thy sy sai
khdc déng kév v& kha nang kich thich phan blo clia cdc lectin khi c6 sy thay dbi méu ca nhing *
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ngudi cho méu khdc nhau (bing 1). Khi dang phuong phdp do huynh quang té bao d& nghién
cvu cdc khdng nguyén bigt héa chia 1€ bao don nhin mdu ngoai vi duge kich thich bing cdc
lectin chia cde lodi khdc nhau (mit thudng ctia Vigt Nam va clia dio La Réunion, 2 loai mit dai),

4 s 1 2 3
Hinh 1 : Anh dign di SDS - PAGE (15%) d8i vdi  Hinh 2: Dign di chuybn thfm midn
cdc lectin da tinh ché va dinh chiét w 2 Ioai mit dich ( Western Blot ) phdt hign bing

hoang dai. = khéng thé don dong chéng chudi a.
1 - Cdc protein tiéu chuin kDa lectin mit ( A heterophyllus, dho
( Hang LKB.- Thily Dién ) La Réuion )
2 - Djch chiét thé ciia A.asperulus 1 - Lectin A.heterophyllus cia VN
3 - Dich chié thé cia A.masticata 2 - Lectin A.masticata
4 - Lectin da tinh ché cha A.asperulus 2 - Lectin A.asperulus

S - Lectin da tinh ché cha A.masticata
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Hinh 3 : Sy xdm nhip H3_timidin vao PBMC clia ngudi trong qud trinh sinh shn
durgre kich thich biing lectin ctia c4c loai mit khdc nhau
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ching t6i nhin thiy tht ch cde quin thé lympho T ddu duoc kich thich bing céc lectin da mit
hoang dai. Hom nita céc dudi quin thé (subpopulation) lympho T CDy+ du c6 khh nirg sinh
shn cao hon so vdi céc lympho T - CD8 + dudi Anh hudng clia céc lectin mit hoang dai. Cu thé
12 sy sinh shn ctia lympho T CD4+ ting tt 13,1% (d8i voi A.masticata) dén 19.5% (i vdi
A.asperulus) so v&i méi trudng khong thém lectin. Trong khi d6. sy sinh shn cha lympho T -
CD8+ gitm xudng t 3,4% (d8i vdi A.asperulus) dén 4,2% (d6i véi A.masticata) so v§i mdi
trromg d6i chifng khong thém lectin (bhng 2)

Bing 1: Dfp ¥ng sinh shn ctia PBMC ciia ngudi d8i vdi cdc lectin mit tdy thue vae
- cdc c4 nhin cho mdu. (Sy xim nhip H3—timidin, cpm.)

Gior Thoi gian _nudi cy

Loai Nguort 48 72 96 120
cho mdu b
L.A.asperulus 1 17.401 11.226 10.250 8259
47.748 38.181 21.019 20.50
19.113 12.124 7218 6.5(0

18.829 30.050 30.348 20.68)
40.594 24.561 36.039 20.510
27289 62.364 76.198 37.037
44254 65.787 66.424 60.4€1
25.980 30.286 10477 4.945
41.409 24.293 22.737 18.400
69.389 69.770 70.446 60.280

IL.A.masticata

61.791 50.428 25.526 15.200
15.810 34.480 68.702 40.5(0
48.075 51.423 23.728 18.540

22.624 65.825 77.637 37.143
79.956 104.376 112,475 103.697
50.907 54.980 16.631 8.218
49.260 38.082 31.230 25.5W
69.400 91.606 91.228 50.6(0
74.867 72.600 21.901 15.5(0
29.705 64.435 115314 10.200

LA heterophyllus
VN

o - T S TOR C R P N T R TR I RV AU Ry PSR- NV S NN

79.751 77.990 47.678 25.5¢0
26.546 51.623 69.606 3
29.650 34.689 14.605 8.425
28.846 54.643 64.606 36.687
IV.A heterophyllus 15.345 14.398 12.796 8.5(0
La Réunion 50.086 51.809 30.687 20.560
33 17.051 8.811 6.500
12.450 45.346 68.271 38.3¢4
33.763 30.489 15.462 7.88
32.568 58.525 64.456 50.612
31.487 38.140 17.497 10.540
21.681 48.883 68.569 41.09




Bing 2: Bi«‘:u‘hién phenotyp h& miit cha PBME cha ngudi duedi Anh hudng cha cée
lectin mit hoang dai (% bitu hi¢n hitu db té bao mdy FACS, USA)

Tébio _ duoc nudi_cly voi
DAu hi¢u khdng nguyén Té PHA lectin A.m Lectin Mbi trudng
bao tuei Aa d8i ching
CD2 (T) 90,0 | 999 97.2 933 96.3
CD20 (B4) 6.3 0.3 4.1 43 2.8
CD4 (T4) 436 | 380 63.7 70.1 50.6
CD8 (T8) 310] 707 319 32,5 359

Néu so sinh vdi két qui nudi cfy c6 thém lectin PHA (Phytohemagglutimin clia hat diu
Phaseolus vulgaris) 12 mdt mitogen (t4c nhan giy phan bao) didn hinh, ching 18i nhin thiy
lectin PHA chi kich thich su sinh sin cta cde dudi quin thé lympho T CDy. Didu ndy préi
nguoce vii k&t qui khi st dung lectin mit hoang dai (bing 2). So sdnh vdi cic k&t qui nghién
cifu trude diy déi voi lectin mit thudng (8], ching 151 cing thiy cé s wrong w.

Tém lai, cfic nghién cifu & trén c6 1hé cung cfip nhitng diin ligu khoa hoc quan trong cho vige
nghién cifu khi ning tng dung cc leetin mit hoang dai trong Tinh vyre y hoc va midn dich t€
bao.

KET LUAN

1. Céc lectin cba hai lodi mit hoang dai Artocarpus asperulus va Artocarpus masticata da
dirgc tinh ché cho hai tiéu don vi 14 va 17 KDa khi kidm tra SDS-PAGE, c¢6 phin wng chéo
midn dich d8i voi khdng thé don dong chéng lai chudi « cha lectin mit thudmg
(A.hceterophyllus) thu hdi & dio La Réunion.)

2. Cédc ché phim lectin tinh khiél clha hai loai mit hoang dai néi trén ddu c6 khh ning kich
thichsir sinh sin clia cdc quin thé Tympho T clia t& bao don nhan mdu ngogi vi clia nguéi, dic
bigt 1a lympho T - Chy+.

Loi cam on : Cdng trinh ndy dwoe thye hign nhd dy dn hop tde gitta trung tam nghién cfu

khoa héc qudc gl Phidp (CNRS), Trung tim khoa hoc ty nhién va cdng ngh¢ qudc gia Viét Nam
va trudng Pai hoc xr‘mg hop Ha Noi.

Téc gid xin chdn thanh chm on sy giip do cia GS. V@ Viin Chuyén, dai hoc Duroc Ha Néi va
PTS Nguydn Dinh Hirng, Vién khoa hoc Lim nghiép Viét Nam da cung cip miu vit va giip
cho sy dinh loai
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MITOGENNIC PROPERTIES FOR HUMAN T LYMPHOCYTES OF
THE LECTINS FROM TWO WILD JACK FRUITS SPECIES
(ARTOCARPUS ASPERULUS, ARTOCARPUS MASTICATA)

Do Ngoc Lien \
College of Natural Sciences VNU

The lectins or jacalins of seeds from two wild jack - fruits species (Artocarpus asperulus
Artocarpus masticata) were purified by mucin CNBr sepharose 4B column. The purity of thes
lectins were checked by SDS - PAG!: and by immunologic technique "Western Blot”. Thes
lectins  stimul; the p of 1 cell populations from normal huma
periopheral blood. ially CD4 T - lymphocytes which increase from 13,1% (for A. masticate
to 19,5% (for A.asperulus) in comparison with medium alone.
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