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TOM TAT

Enzyme chitinase dugc tng dung rong rai trong néng nghiép nham kiém soat mot sé tac nhan gay
bénh & cay tréng, dac biét trong kiém soat nAm gdy bénh thuc vat. Nghién ctu nay nham muc dich lya
chon dugc diéu kién nuoi cay thich hgp dé cai thién mirc do biéu hién chitinase tai to hgp trong té bao chu
Escherichia coli BL21-CodonPlus (DE3)-RIPL. Nghién ctru nay st dung phuong phap nu6i cay va tach
chiét thu nhén chitinase tai to hop, x4c dinh hoat tinh chltlnase va dién di SDS-Page kiém tra kha nang
biéu hién gen ma hda cho enzyme chitinase. Cac diéu kién vé loai méi truong, pH, nhiét do, tdc do lac,
nong do chat cam tng va thoi gian cam tmg da duoc khao sat. Két qua cho thiy, méi trudng nudi cay thich
hop 14 méi truong LB cai tién (bd sung 1,5 g/L KH,PO,, 1 g/ MgSO,) v6i hoat tinh chitinase dat 0,086
U/mL, pH tir 6 - 7 cho kha nang biéu hién gen tot nhat toc do lac 150 vong/phat. Nong do chat cam tmg
Isopropyl B-D-thiogalactopyranoside (IPTG) thich hop 1a 0,1 mM tai 15°C, thoi gian cam ung thich hop

tlr 16 - 24 gio.

Tir khoa: diéu kién nudi cay, chitinase tdi to hop, Escherichia coli.

1.MO DAU

Enzyme chitinase (EC 3.2.1.14) phan huy
chitin bang viéc thiy phan lién két B-1,4 giita cac
N- acetyl -D- glucosamme (GlcNAc), duoc tlm thay
& rat nhiéu to chirc séng nhu vi khudn, ndm, c6n
tring... Enzyme nay dang dwoc Ung dung rong
rai trong nong nghiép nharn kiém soat mot so tac
nhan gy bénh & ciy trong, dic biét trong kiém soat
nim gy bénh thyuc vat (Han et al., 2009). Dé phat
trién tic nhan sinh hoc méi thay thé thudc hoa hoc
trong kiém soat ndm bénh hai cdy trong, chiing toi
tap trung nghién ctru vi khuan sinh chitinase. Mot
trong s6 d6, ching Bacillus velezensis RB.IBE29
trudc day 1a Bacillus velezensis DS29 dugc bao
c4o 1a mot tac nhan kiém soat sinh hoc manh véi
hoat tinh chitinase cao dwoc phan lap tir than ré
ctia hat tiéu den trong ¢ Ty Nguyén, Viét Nam
(Trinh et al., 2019). B. velezensis RB.IBE29 so
hitu 2 chitinase thudc ho 18 va mot protein céd
hoat tinh phu tr¢ ho AA10, trong d6, chitinase A
da duoc tao dong va biéu hién thanh cong trong
té bao Escherichia coli BL21-CodonPlus (DE3)-
RIPL bang cach sir dung vecto biéu hién pCold II.
Enzyme chitinase A tai t6 hop tinh sach ¢ hoat
tinh trc ché sy nidy mam cua bao tir ndm Fusarium
falciforme va sy né trimg cua tuyén tring dot ré
(Meloidogyne spp.), day la cac tac nhan chinh gay
bénh trén ciy ho tiéu & Tay Nguyén (Tran et al.,
2022). Bi voi gen ma hoa cho chitinase B ¢ B.
velezensis RB.IBE29 da dugc nhén dién, tao dong
va phan tich. ORF (open reading frame) cua chiB
gém 1.263 bp, mi hoa protein (BvChiB) dai 420

aa voi khoi lugng 47,59 kDa (Vu et al., 2021). Gen
chitinase B ciing dugc tao dong trong té bao E.coli
(DH50) va biéu hién trong té bao E.coli BL21-
CodonPlus (DE3) -RIPL nh¢ vector pCold II. Tuy
nhién, trong nhiéu trudng hop, cc gen tai t6 hop
khéng biéu hién dugc trong té bao nhan, hoat tinh
cua enzyme tai té hop chwa dugc khao sat. Mot sb
thanh phan mudi khoang nhu MgSO va KH,PO,
anh huong téi kha ning sinh tong hop chltmase
ctia vi sinh vat (Khan et al., 2010). Cac thanh phan
moi truong cho cac ngudn nito va carbon anh
hudng dén san xuét chitinase ngoai bao, san xuat
chitinase ciing bi anh huéng bai mot s6 yéu tb vat
ly nhu pH, d6 thoang khi va nhiét d6 (Bhushan,
1998). Tuy nhién cac cong bd vé anh huong ciia
thanh phan méi truong va cac diéu kién nudi cdy
chitinase tai to hop trong té bao E.coli van con han
ché.

2. NOI DUNG VA PHUONG PHAP NGHIEN
cuu

2.1. Ngi dung nghién curu

- Anh huéng cua méi trudng nudi cdy dén sy
biéu hién gen md hoa cho enzyme chitinase tai t6
hop trong té bao E. coli.

- Anh huéng cia ndng do chit cam u:ng
Isopropyl - D-thlogalactopyran051de (IPTG) dén
viéc tang cuong sinh tong hop chitinase tai to hop
trong té bao E. coli.

- Anh hudng cuia cac diéu kién nudi céy dén su
biéu hién gen md hoa cho enzyme chitinase tai t6
hop trong té bao E. coli (pH, toc dd lic, thoi gian
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