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1
MO PAU

1. TINH CAP THIET CUA DE TAI

Lac (Arachis hypogaea L.) la cdy trdng can quan trong & mién
Trung Viét Nam, gilp cai tao dat cat va nang cao thu nhap. Tuy nhién,
nang suét lac chiu ap luc 16n tir bénh hai, dac biét 1a bénh héo rii gbe
méc den do nAm Aspergillus niger, 1am cay héo rii, chét hang loat, gay
thiét hai kinh té nghiém trong; mot sé chung A. niger con san sinh doc
t6 Ochratoxin A, tiém an nguy co mat an toan thyc pham. Hién nay,
phong trir bénh chu yéu dwa vao thudc hoa hoc, gay 6 nhiém moi
truong va khang thuée. Vi vay, “Nghién ciru ddi khang sinh hoc nAm
Aspergillus sp. gay bénh héo rii gbc méc den trén ciy lac (Arachis
hypogaea) & tinh Quang Tri va thanh phé Hué” nham xay dung
giai phap sinh hoc an toan, hiéu qua, phuc vu san xuét lac bén virng.

2. MUC TIEU NGHIEN CUU

Tuyén chon céc chang vi sinh vat (VSV) ban dia sinh enzyme
ngoai bao (chitinase, B-1,3- glucanase) ddi khang manh véi nam
Aspergillus sp. gay bénh héo rii gbc mdc den trén cdy lac. Panh gia
hiéu qua déi khang trong diéu kién in vitro va in vivo, 1am 13 co ché
tac dong, 1am co s¢ khoa hoc dé xuét giai phap phong trir sinh hoc an
toan, hiéu qua.

3. NQI DUNG NGHIEN CUU

- Noi dung 1: Phan lap, giam dinh chung nim Aspergillus sp.
gay bénh héo rii goc mdc den trén cay lac.

- Noi dung 2: Tuyén chon céac chung VSV ban dia dbi khang
nam Aspergillus sp. gay bénh.

- N6i dung 3: Xac dinh hoat hyc nhém enzyme ngoai bao ddi
khang Aspergillus sp.

- N6i dung 4: Panh gia kha ning @c ché ndm Aspergillus sp.
gay bénh cuia cac VSV tuyén chon trong diéu kién in vitro va in vivo.
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4. POI TUQNG NGHIEN CUU

- Cac ching Aspergillus sp. gay bénh héo rii gdc mdc den trén lac
tai Quang Tri va Hué.

- Céc chung VSV ban dia ddi khang cao va sinh enzyme
(chitinase, B-1,3- glucanase) manh tir dat trong lac Quang Tri va Hué.

- Gidng Lac L14 cua dia phuong.

5. PHAM VI NGHIEN CUU

5.1. Thoi gian nghién cau

Tir thang 12/2021 dén thang 6/2025.

5.2. Pia diém nghién ciu

Thu miu bénh va dat; thi nghiém ddng rugng tai ving trong lac
Quang Tri, Hué; phan lap, tuyén chon VSV, nghién ciu enzyme, thi
nghiém in vitro, nha ludi tai Vién Céng nghé Sinh hoc, Pai hoc Hué;
chup anh SEM tai Phong thi nghiém Khoa hoc Vit li¢u, Truong Dai
hoc Su pham Pa Nang.

6. NHUNG PONG GOP MOl CUA LUAN AN

Luén an da xac dinh Aspergillus niger la tdc nhan gay bénh héo
rii gdc mdc den trén cay lac tai Quang Tri va Hué; tuyén chon, dinh
danh ba chung Bacillus (B. siamensis 101, B. siamensis 112 va B.
velezensis 137) ban dia dbi khang manh, sinh enzyme ngoai bao cao
va 1am 5 co ché d6i khang thong qua enzyme B-1,3-glucanase. T6i uu
hoa diéu kién nudi cdy thu enzyme hoat tinh cao, budc dau danh gia
hiéu qua hdn hop ba chang Bacillus (ché pham BAZ04) trong diéu
kién in vitro va in vivo.

7. Y NGHIA KHOA HQC VA Y NGHIA THUC TIEN CUA
LUAN AN

7.1. Y nghia khoa hoc

Luén an xac dinh tac nhan gay bénh héo rii gbc mdc den trén cay
lac, tuyén chon céc ching Bacillus ban dia dbi khang manh va lam rd
co ché dbi khang théng qua enzyme f-1,3-glucanase.

7.2.Y nghia thuc tién

Két qua nghién ctru cho thay tiém nang tng dung ché pham BAZ04
phong trir sinh hoc an toan, hiéu qua va bén viing trong san xuét lac.
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Chuong 1
TONG QUAN VE VAN PE NGHIEN CUU

Lac la cay trong kinh té quan trong & duyén hai mién Trung Viét
Nam nhung dang bi han ché ning suat do bénh héo rii géc mdc den,
chu yéu do nam Aspergillus niger — loai nim dét kho phong trir vi ton
tai lau dai va xam nhiém qua ré. Céac bién phéap hoa hoc hién nay tiém
an rui ro moi truong va khang thude, do do kiém soat sinh hoc duoc
xem la hudng tiép can bén viing. Trong d6, vi sinh vat d6i khang nhu
Bacillus, Trichoderma c6 kha ning uc ché nim bénh théng qua
enzyme ngoai bao, dic biét 1a p-1,3-glucanase phan giai thanh té bao
nam. Tuy nhién, cac nghién ciru gan véi diéu Kién sinh thai dia phuong
tai Quang Tri va Hué con han ché, vi vay viéc tuyén chon vi sinh vat
d6i khang ban dia va 1am rd vai trd cia enzyme B-1,3-glucanase la can
thiét va c6 y nghia khoa hoc, thyc tién.

Chuwong 2
PHUONG PHAP NGHIEN CUU

- Phan lap, tuyén chon VSV: Phan lap, giam dinh Aspergillus
sp. gay bénh va tuyén chon VSV ddi khang ban dia bang phuong phap
ddng nudi ciy va khuéch tan trén dia thach; dinh danh dya trén trinh
ty ITS (nam) va 16S rRNA (vi khuan).

- Nghién ciru enzyme va co ché d6i khang: Xac dinh hoat lyc
B-1,3-glucanase, diéu kién nudi ciy; danh gia co ché dbi khang (MIC—
MFC, giam sinh khéi, SEM).

- Panh gia hiéu qua va an toan sinh hec: Panh gia hiéu qua
trc ché nam (in vitro, in vivo, nha ludi) va an toan sinh hoc (tan huyét,
nhay cam khang sinh, anh huong dén dong vat dat), kha nang sinh IAA
ctia cac chang tuyén chon.
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Chwong 3
NQI DUNG, KET QUA NGHIEN CUU
3.1. Phan lap va dinh danh nim bénh
Pinh danh bing hinh thai: i lya chon 9 chung nAm bénh dic
trung ving bénh dé nghién ctu chuyén sau (Hinh 3.2).
QT1 Q12 Q13 QT4 Q17 Hé "7 s L]

Mat tywoe
khuin lac

Mat san
Khuin bac |

Cubug
bie tw

Bae tir

Hinh 3.2. Pdc diém hinh thai cia cac mau ndm gay bénh héo rii goc
moc den hai lac nubi cdy trén méi triong PDA

Kiém tra theo quy tic Koch va tuyén chiing ddc tinh manh:
Ca 9 chung nAm déu gay bénh (100%), xuat hién triéu ching sau 3-6
ngay; ty 1é cay chét dat 85,7-100%, trong d6 QT1 va H17 gy chét
cao nhit véi sai khac c6 y nghia thong ké.

Pinh danh bing sinh hoc phan tir: Hai ching QT1 va H17
duge giam dinh bang hinh théai va trinh tu ITS1-1TS4, cho két qua
tuong déng 100% vai Aspergillus niger, qua dé xac dinh thudc loai A.
niger trong pham vi nghién cau (Hinh 3.5).
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Hinh 3.5. Cay phat sinh loai ching ndm A. niger QT1 va H17
3.2. Phan lap, tuyén chen chiing VSV ddi khang nim A. niger
3.2.1. Phan lap va sang loc so b chiing d6i khang
Tir 12 mau dét trong lac tai Quang Tri va Hué, phan lap duoc 144
ching VSV déi khang vai A. niger QT1 va H17; trong d6 chon 16 chung
tiém ning dé danh gia dbi khang in vitro (Bang 3.5; Hinh 3.6).
Bdng 3.5. Ty I¢ iic ché cia cac ching VSV doi khang véi nam bénh
QT1 va H17 sau 6 ngay nudi cay

Ty 1é vrc ché (%)
STT| Ching phan lap
QT1 H17
1 H1 45,20+ 0,469 4521+ 0,354
2 K1 61,60+ 0,05° 4550+ 0,354
3 K2 49,86+ 0,13 °f 41,15+0,18¢




Ty 18 vrc ché (%)
STT| Ching phan lap
QT1 H17

4 B8 55,38+ 0,18¢ 45,61+ 0,08¢
5 45K 41,05+ 0,19' 46,44+ 0,209
6 46K 45,10+ 0,03" 4554+ 0,084
7 101 58,60+ 0,18° 54,56+ 0,12°
8 112 52,10+ 0,04°¢ 52,28+ 0,07°
9 118 46,90+ 0,06 9" 42,63+ 0,12°¢
10 137 57,14+ 0,13 57,63+ 0,152
11 VL1 37,04+ 3,40 35,82+ 3,367
12 bak3 46,67 + 2,239 40,83+ 2,28°¢
13 HL6 77,41+1,28% 48,30 £ 1,22°
14 Phb3 47,78+ 2,941 27,64+ 2619
15 TPH4 50,37 £2,31°¢ 26,91+ 2,189
16 Phv1 61,48+ 0,64° 23,28+ 2,31"

Céc cher céi khac nhau trén cung mét cot chi s sai khac trung binh
Mau ¢4 ¥ nghia thong ké véi p < 0,05 (Ducan’s test). M + SD: Trung
binh mdu (Mean) + B¢ léch chudn (Standard deviation).



Hinh 3.6. Kha ndng déi khang cua céac ching vi khuan véi ndm bénh
trén méi truong PDA sau 6 ngay nudi cdy (Péi khang véi QT1 tir A-
F twong img la BS, K1, 101, 112 va 137; ddi khang véi H17 tir G-M,
twong vng la B8, K1, 101, 112 va 137).

3.2.2. Tuyén chon cac ching VSV dbi khang sinh enzyme
ngoai bao manh

Tiép tuc sang loc hoat tinh enzyme céac ching dbi khang manh qua
duong kinh viing thuy phan trén thach dia, thu duoc 11 két qua trinh
bay Bang 3.6 va Hinh 3.9.
Bdang 3.6. Kha nang sinh enzime ngoai bao cua cac chung vi sinh vt
doi khang mgnh (mm)

Puong kinh vang thiay phan (mm)
TT|Chiing VSV
1,3- p -glucanase | Chitinase Cellulase
1 H1 18,50+ 0,209 | 20,47+0,15¢ | 17,70+ 0,621
2 K1 24,97+0,15%® | 25,83+ 0,152 | 25,47+ 0,062
3 K2 22,77+ 0,25 | 23,30+ 0,20° | 24,03+ 0,15%
4 B8 26,17+ 0,42 | 26,100,102 | 25,77 £0,25%
5 45K 20,07+0,31% |19,37+0,15%|18,73+0,21%
6 46K 22,23+0,38% [22,93+0,21%| 22,97+ 0,15°
7 101 23,20+ 0,36 |22,53+0,06"|21,23+0,31"
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Puong kinh vang thiay phan (mm)
TT| Chang VSV
1,3- p -glucanase | Chitinase Cellulase
8 112 23,93+0,31°> |22,87+0,23%|21,90+0,79"
9 118 21,03+0,15¢ |18,17+0,159| 20,10+ 0,10°¢
10 137 21,03+0,15¢ | 20,47+0,06°| 20,67+ 0,31°¢
11 HL6 18,30+ 0,18¢ | 18,45+0,159| 17,68+ 0,20¢

Cdc chit cdi khac nhau trén cung mot cot chi sy sai khac trung binh
mau cé ¥ nghia thong ké véi p < 0,05 (Ducan’s test). M + SD: Trung
binh mau (Mean) + D¢ léch chudn

Hinh 3.9. Hoat tinh enzyme -1,3-glucanase (A), chitinase (B) va
Cellulase (C) ciza mét so chung vi sinh vdt phan ldp

3.2.3. Pinh danh cac chiing vi sinh vat déi khang

06 mau VSV phan lap d6i khdng manh, hoat tinh enzyme ngoai
bao cao dugc dinh danh hinh thai két hop phan tu, két qua 5 mau vi
khuan phan lap déu thudc chi Bacillus va dat tén lan luot 1a B.
siamensis B8, B. siamensis 101, B. siamensis 112, B. velezensis K1 va
B. velezensis 137 (Hinh 3.11); chung nim HL6 dugc xac dinh 1a T.
asperellum (Hinh 3.13.)
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3.2.4. Sang lgc cac chiing vi sinh vat d6i khang an toan ddi
véi sw nay mam caa hat lac

X ly hat lac L14 bang 6 ching VSV tuyén chon, két qua ty 1¢
nay mam cao (98,33-99,67%), tuong duong d6i ching va khong khéac
biét c6 ¥ nghia thong ké.

3.2.5. Sang lgc kha ning d6i khang nam A. niger trong
diéu kién nha lwéi

Xét trung binh trén ca hai chang nam bénh QT1 va H17, cac
chang Bacillus 101 va 112 dat hiéu qua cao nhit (86,67%), tiép theo
la Bacillus 137 (83,33%), Trichoderma HL6, Bacillus B8 va K1 cho
hiéu qua thap hon 80%.

Hinh 3.14. Kiém tra khd ndng doi khang giira 3 chiing Bacillus duwoc
lwa chon trén méi trirong LBA sau 48 nudi cay

3.2.7. Nghién ctru vai tré va co ché ddi khang ciia enzyme p-1,3-

glucanase doi véi A. niger trong diéu kién in vitro
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3.2.7.1. Pdnh gid khd nding irc ché A. niger trén méi trwong dic

Bang 3.12. Thir nghiém doi khang véi nam bénh A. niger ciia dich nudi
cdy thé di logi bo té bao bang phirong phdp khuéch tan trén dia thach

Puong kinh ire ché sinh truémg cac

Chiing vi khuin chitng nim bénh (mm)
A.niger QT1 A.niger H17

B. siamensis 101 26,6+ 0,54°¢ 21,1+ 0,44°

B. siamensis 112 25,4+0,46° 20,3+0,46°

B. velezensis 137 28,3+0,61° 23,5+0,53"

Hon hop 3 chiing 30,8+0,58 26,840,662

Bacillus
Déi chung 0,0+0,00¢ 0,0+0,00¢

3.2.7.2. Xdc dinh néng d irc ché téi thiéu (MIC) va néng dg digt
nam toi thiéu (MFC)

Enzyme B3-1,3-glucanase don 1¢ cua B. siamensis 101, B. siamensis
112 va B. velezensis 137 déu c6 MIC = MFC = 0,4 U/mL d6i véi A.
niger QT1 va H17; khi phdi hop enzyme theo ty Ié 1:1:1, hiéu qua diét
nim tang rd rét véi MIC/MFC lan luot 13 0,1/0,2 U/mL (QT1) va
0,2/0,4 U/mL (H17), véi ty 168 MFC/MIC = 2 (Bang 3.13).

Bdng 3.13. Gia tri nong dg irc ché téi thieu (MIC) va gid tri nong do
diét nam téi thiéu (MFC) cia cac chung trén dia vi giéng 96
Kiém soat nAm bénh Kiém soat nam bénh

Nguén enzyme A. niger QT1 A. niger H17
MIC MFC MFC/MIC MICMFC MFC/MIC

B. siamensis 101 0,4 04 1 04 04 1

B. siamensis 112 0,4 04 1 04 04 1

B. velezensis 137 0,4 04 1 04 04 1

Hén hop 3vikhudn 01 0,2 2 02 04 2

MFC |a gid tri nong dé o vi giéng duwoc cdy trdi 1én méi truong PDA

khong quan sat thay sw phét trién cia ndm sau 48 gio.

3.2.7.3. Pdnh gid khd ning ic ché A. niger trén méi truwong long
Kha ning wc ché sinh khéi ndm bénh cia céc chang vi khuén riéng

I& va hdn hop duoc thé hién & Bang 3.14, 3.15 va Hinh 3.18, 3.19.
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Bdng 3.14. Anh huéng cia enzyme B-1,3-glucanase dén sinh khoi
(kho) cua A. niger QT1
Ngudn enzyme Nong d9 enzyme $-1,3-glucanase (U/mL)
p-1,3-glucanase 0 0,2 0,4 0,8 1,6
B. siamensis 101  3,92+0,12¢  3,63+0,119C 2,32+ 0,22 1,81+0,11°¢ 1,35+0,072
B. siamensis 112 3,92+0,12¢ 3,60+0,109 2,28+0,18°C 1,73+0,08°C 1,26+0,142C
B. velezensis 137 3,92+0,12¢ 3,57+0,189 2,11+0,04°® 1,38+0,06°® 1,06+0,0428

Hén hop phdi
tron 3 nguon 3,92+ 0,12¢  3,53+0,129% 1,67+0,15°* 1,05+0,04°* 0,64+0,07 A
enzyme
Phan tich ANOVA (p-value)
Ngudn enzyme (Nhan t6 1) p <0,001
Nong d6 enzyme (Nhan t6 2) p <0,001
Tuong tac (ngudn enzyme x ndng do enzyme) p <0,001

Cac chir cai khac nhau (a, b, c...) chi sy sai khac gitta cdc nong do enzyme co y
nghia thong ké véi p < 0,05 (Ducan’s test). Cdc chit cdi khdc nhau (4, B, C...)
chi sw sai khdc giitta nguon enzyme cé y nghia thong ké véi p < 0,05 (Ducan’s
test). M + SD: Trung binh mdu (Mean) £ dg léch chudn (Standard deviation).
Bdng 3.15. Anh huong cia enzyme f-1,3-glucanase dén sinh khoi

(khd) cua A. niger H17

Ngudn enzyme Nong d9 enzyme f-1,3-glucanase (U/mL)

p-1,3-glucanase 0 0,2 0,4 0,8 1,6

B. siamensis 101  3,19+0,20%¢ 3,060,169 2,25+0,13°¢ 1,63+0,11°¢ 1,39+0,08%

B. siamensis 112  3,19+0,20°E¢  3,01+0,20 98¢ 2,13+0,22 °BC 1 52+0,12PEC 1 29+0,10 3BC
B. velezensis 137 3,19+ 0,208  2,99+0,13%® 1,94+0,51® 1,32+0,10°® 1,06+0,16728
Hon hop phdi tron

3 ngudn enzyme
Phan tich ANOVA (p-value)

3,19+0,20%4  2,9740,23% 1,54+0,19°4 1,03+0,02°4 0,750,103

Ngudn enzyme (Yéu t 1) p <0,001
Nong d enzyme (Yéu t 2) p <0,001
Tuong tic (ngudn enzyme x nong dd enzyme) p =0,085

Ghi chu:Cac chir cdi khdc nhau (a, b, c...) chi sw sai khdc giita cac nong
d6 enzyme c6 y nghia thong ké véi p < 0, 05 (Ducan’s test). Cac chir cai khac
nhau (A, B, C...) chi s sai khdc giita nguon enzyme co y nghia théong ké voi
p < 0,05 (Ducan’s test). M + SD: Trung binh mau (Mean) + dg léch chudn
(Standard deviation).
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niger QT1 dudi dnh huong cua enzyme f-1,3-glucanase
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Hinh 3.19. Do thj ti I % giam sinh khai (khd) ciia ndm bénh A.
niger HI17 duwdi danh huong Cua enzyme f-1,3-glucanase
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3.2.7.4. Méi twong quan giira hogt dé enzyme f-1,3-glucanase va
hiéu qud déi khang nam A. niger
Bdng 3.16. Thir nghiém kha ndng i:c ché nam bénh A. niger cua hon
hop enzyme f-1,3-glucanase tinh sach cua cac chung vi khudn ¢ céc
nong dg khac nhau bang phirong phap khuéch tan trén dia thach
Puwong kinh wc ché sinh truéng cac ching nam

Nong do

bénh (mm)
(U/mL) _ .
A.niger QT1 A.niger H17
0 (P6i chung) 0,0+ 0,00 0,0+ 0,00

0,2 ND ND
0,4 23,5+0,49° 20,7+0,43°¢
0,8 26,4+0,17° 25,2+0,17°
1,6 33,3+0,19° 30,3+0,31°

Ghi chu: ND (Not determined): khéng xdc dinh

Hinh 3.20. Thi nghiém khd néng itc ché cia han hop enzyme p-1,3-
glucanase tir cac chung Bacillus phan ldp dén ching ndm A. niger
QT1 (A) va A. niger H17 (B)

3.2.7.5.Ddnh gid tic dpng ciia enzyme f-1,3-glucanase dén
thanh té bao nam A. niger

Quan sat anh SEM, mau ddi ching c6 bao tir va sgi nam hinh
thai binh thuong, trong khi xur Iy bang enzyme B-1,3-glucanase gay
bién dang va niit v thanh té bao soi ndm, ddng thoi tc ché hoan toan
sy nay mam cua bao tir trén moi truong PDA.
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3.2.8. Danh gia an toan sinh hoc va kha ning trg sinh cia
cac vi khuin Bacillus tuyén chen

Kha ning 1am tan té bao mau: Két qua, ca 3 chang vi khuan
B. siamensis 101, B. siamensis 112 va B. velezensis 137d¢u khong dé
lai biéu hién hoat tinh 1am tan méu trén dia thach.

D§ nhay cam véi khang sinh: Ca 3 chung B. siamensis 101,
B. siamensis 112 va B. velezensis 137 d¢éu man cam véi 6 loai khang
sinh Tetracyline (30ng), Chloramphenicol (30 pg), Trimethoprim
(25png), Levofloxacin (Lv-5pg), Gentamicin (Ge-10 pg) va
Streptomycin (Sm-10 ng).

Anh huwong dén dong vat dat: Cac chung Bacillus tuyén
chon (don 1¢ va phdi hop, 10-10° CFU/mL) khong gay doc cap
tinh d6i véi Eisenia fetida; ty I& chét va giam sinh khdi & muc cho
phép theo 1SO 11268-1:1993 va khdng khéc biét co y nghia thng
ké so voi déi chung (p>0,05).

Kha ning sinh IAA: Ba chung B. siamensis 101, B. siamensis
112 va B. velezensis 137 déu sinh tong hop IAA, voéi ham luong ting
theo thoi gian nudi ciy va dat cuc dai sau 72 gio (0,025-0,027
mg/mL), khdng khac biét dang ké gitra cac chung, cho thiy tiém ning
thiic ddy sinh truong thuc vat (Hinh 3.24).

B oo m24h m4§h = 72h

3 [ -
oos [‘ .
o010 '

065 ’
) 4 '
n & L m A vek & av

Hinh 3.24. Binh tinh khad nang sinh Indole-3-acetic acid (IAA) cua
cac chuing Bacillus diroc tuyén chon (A), xdc dinh ham lwong 1AA (B)

Ham layng TAA (g'ml.)
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3.3. Nghién ciru hoat lwc va cac yéu té anh hwéng dén enzyme p-
1,3-glucanase ciia cac chiing vi sinh vat dbi khang nam A. niger
3.3.1. Puong cong tich lily enzyme p-1,3-glucanase

Thoi diém thich hop thu enzyme 12 20-24 gio cho ca ba ching
Bacillus: B. siamensis 101, B. siamensis 112, va B. velezensis 137
(Hinh 3.25, 3.26 va 3.27).

B, stoavemats 101 B, sdamensis 112 B, wlegenihs 137
LI o0 _ “w m 0 2
.| 3 ? B 3 3
.ill e 1 _' 3:: 73 l.‘_' 14:. I _’
= . \ ~ = 4 . = >
L . g i i =im 1% E
| Lo o 3 Lo o | 1 -
© I - . 3 - © P 1w S
& 7 ¥ ® H & 1
3 o 2 3
Bl f = 5! = - =
= i : £ 2 -3 :
8 3 - 3
0 8§ 16 4 2 § 0 E 16 23 32 g 0 8 164 02 -;
¢ o = G
Therd ghan awsin oy (gho) Vot gian oasl exs (g} Thoirl gham sl ciry (e}
" Meat Of chuny Und o Mg 85 chng 1wl " Bt 8 sy 1l
o O —— ODSO e OIS
Moyt & riay (U mg) Bage 35 rhbeg (Umags Bt O ribuy (L mg

Hinh 3.25. Puong cong tich  Hinh 3.26. bwong cong tich  Hinh 3.27. Buong cong tich
liiy enzyme p-1,3-glucanase /iy enzyme f-1,3-glucanase  liy enzyme p-1,3-glucanase
ching B. siamensis 101 chung B. siamensis 112 ching B. velezensis 137

3.3.2. Khao sat anh hwéng cac yéu té dén hoat dé caa enzyme p-
1,3-glucanase

Anh hwéng caa nhiét do: Hoat tinh enzyme p-1,3-glucanase cua ba
chung Bacillus dat cuc dai khoang 50-60°C; B. siamensis 101 ti wu & 50°C,
con B. siamensis 112 va B. velezensis 137 ti uu & 60°C (Hinh 3.28).

. 12000
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Nhiét dd (oC)
—=—B_ stamensis 101 B. stamensiz 112 B. velezensis 137

Hinh 3.28. Anh huéng cua nhiét do dén hoat dg enzyme ciia cac
chuing vi khudn
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Anh hwéng cia pH: Enzyme B-1,3-glucanase cua ba chang
Bacillus déu dat hoat d6 ti wu tai pH 5,0 va giam manh ¢ pH qua axit
hodc qué kiém.

Anh hwéng ciaa ion kim loai va céc chat héa hec: Mn?* va Co** lam
tang hoat do B-1,3-glucanase cua ba chung B. siamensis 101, B. siamensis
112 va B. velezensis 137 1én 132-202% so véi di ching; trong khi EDTA,
Urea va Tris 1am giam dang ké hoat d6 enzyme (70-91%) (Hinh 3.30).
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wm B stamensis 101 B stamensis 117 B. velezensis 137
Hinh 3.30. Anh hwong ion kim logi va cé&c chat hda hoc d@én hoat dé
enzyme f-1,3-glucanase cua chung vi khuan

3.3.3. Khio sat mat s6 yéu t6 anh hwéng dén sinh tong hop
enzyme f-1,3-glucanase

Anh huéng cia co chit: bot ngd va curdlan 1am ngudn carbon
cho két qua sinh B-1,3-glucanase trong 24 gio nudi cay gan tuong
duong vai curdlan cao hon dai mach, 1Ga mi.

Anh hwéng cia cac loai méi trwedng nudi cay: Moi truong LB
12 Iyra chon t6t cho nudi cay cac chung Bacillus.

Anh hwéng ciia ngudn nite bd sung: Dich chiét nim men dugc
xac dinh 1a ngudn nito ti uu.

Anh hwéng cia ti 1§ cay giong: Ti I¢ cay gidng 7% cho két qua
t6t nhat (Bang 3.23).
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Bdng 3.23. Anh hurong cua ty 1é cdy giong dén kha néng sinh
truong va tich lily enzyme f3-1,3-glucanase cua cac chung Bacillus

B. siamensis 101 B. siamensis 112 B. velezensis 137
Tilé
Cay Hoatdo  Sinhkhdi  foarde  Sinhkhdi  poarge — Sinhkhoi
101!
g(%)g enzyme (x10° enzyme (x10° enzyme (x10°

(UmL)  crumr) (UML) crumu) (UML) cruimL)

1 0,93+0,44¢ 1,51+0,21°> 1,70+0,20° 2,40+0,41° 1,88+0,51¢ 1,81+0,34°
5 3,89+0,23" 7,20+0,61® 3,92+0,21* 8,40+0,31® 3,90+0,11° 7,330,542
7 4,98+0,11* 7,71+0,43* 4,32+0,20* 8,50+0,22% 4,39+0,41* 8,80+0,41°

10 3,92+0,12% 7,42+0,41* 3,72+0,24°> 8,11+0,63* 3,80+0,40° 8,32+0,322

Céc chir céi khac nhau trén cung mét cot chi s sai khdc cé y nghia
thong ké véi p < 0,05 (Ducan’s test). M+ SD: Trung binh mau (Mean)
+ d¢ léch chudn (Standard deviation). Piéu kién nudi cay: 1 % (Wiv)
bét ngd ; 1 % (w/v) cao nam men, 30 °C, pH 7,0, 150 rpm, 24 gio.
Anh hwéng caa thai gian nudi cly: Thoi gian 24 gio cho hoat
d6, sinh khéi tét nhat d6i cho 3 chung Bacillus (Bang 3.24).
Bing 3.24. Anh hudng cia thoi gian nudi cdy dén kha néing sinh
truong va tich lily enzyme f-1,3-glucanase cua cdac chung Bacillus

B. siamensis 101 B. siamensis 112 B. velezensis 137
Thoi
. »  Sinh khéi A . A .
gian Hoat o Hoatdd  ginngnsi  Hoatdd  ginn knéi
(gio) enzyme (x10° enzyme enzyme

UML) crumyy (Ui (A0 CRUML) () (xA0° CFUIML)

0 0,19+0,10° 0,00002+0,3% 2,60+0,13° 0,00002+0,51* 0,58+0,33° 0,000015+0,502
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B. siamensis 101 B. siamensis 112 B. velezensis 137

Hoatdo  Sinh khéi Hoat do

enzyme (x10° enzyme enzyme

Sinh khéi Hoatddo  qinp knéi

UML) crumL) (UML) (x10°CFU/ML)  (yjmpy (x10° CFU/mL)

24 515+0,40* 7,52+0,51* 4,40+0,21* 8,94+0,90* 4,41+0,51*  8,44+0,53*
36 3,6610,52° 6,34+0,53% 3,92+0,24" 7,720,912  3,90+0,14®  7,34+0,812

48 1,63+0,53° 3,62+1,14% 1,96+0,41° 4,22+054% 2,08+0,93" 3,82 +1,142

Cac chir cai khdc nhau trén cung mot cot chi sy sai khdc co y
nghia thong ké véi p < 0,05 (Ducan’s test). M + SD: Trung binh mau
(Mean) + d¢ léch chudn (Standard deviation). Piéu kién nudi cay: 1
% (w/v) bot ngé; 1 % (w/v) cao ndm men, ti Ié cay giong 7 %, 30 °C,
pH 7,0, 150 rpm.

Anh hwéng cia nhiét dd nudi cdy: Nhiét do 30°C cho hoat d9,
sinh khéi tét nhat d6i véi 3 chung Bacillus (Bang 3.25).

B. siamensis 101 B. siamensis 112 B. velezensis 137

c Hoatdo Sinhkhdi Hoatdo Sinhkhoi Hoatdy — Sinhkhoi
enzyme (x10° enzyme (x10° enzyme (x10°
(U/mL)  CcFU/mL) (U/mL) cFu/mL) (U/mL) CFU/mL)

25 3,01 +0,62°0,33+0,12" 3,06+0,63 2 0,40+0,34° 3,17°+0,73 0,50+0,21°
305,24 +0,4427,42+0,232 4,49+ 0,1129,11+0,52% 4,52+0,54* 8,24+0,41°
35 3,9+0,42° 7,02+0,60% 3,66+0,322 8,82+0,43* 3,52+0,522 8,52+0,542
37 2,91+0,60" 7,04+0,512 2,79+0,44 2 8,14+0,31% 2,59+0,40° 7,910,722

Anh hwéng cia pH méi truong nudi cay: pH 7,0 cho hoat do,
sinh khéi tét nhat ddi cho 3 ching Bacillus (Bang 3.26).
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Bdng 3.26. Anh hurong ciia pH méi trirong nudi cdy den kha nang sinh

truong va hoat do enzyme f-1,3-glucanase cua cac chung Bacillus

pH

B. siamensis 101 B. siamensis 112 B. velezensis 137
Hoatd0 Sinhkhoi Hoatdo Sinhkhoi Hoatdd  Sinh khoi
enzyme (x10° enzyme  (x10° enzyme (x10°
(UmL) CFU/mL) (U/mL) CFU/mL) (U/mL) CFU/mL)

5,0
6,0
6,5
7,0
75
8,0

3,01+0,91¢ 0,16+0,3¢ 2,80+0,50 0,52+0,4" 2,85+0,41¢ 0,23+0,62°
3,51+0,32°¢ 0,31+0,62° 3,62+0,44°0,71+0,41% 3,64+0,10° 0,50+0,31°
4,21+0,50° 7,12+0,74% 3,67+0,328,40+0,822 3,74+0,34" 8,11+0,50%
5,43+0,342 7,63+0,82% 4,53+0,1028,84+0,53%4,52 + 0,512 8,51+0,622
4,17+0,11° 4,51+0,50° 3,50+0,426,40+0,332 3,04+0,62"° 7,01+0,22%°
2,8610,21 ¢ 2,30+0,44" 3,21+0,50°3,82+0,60° 2,24+0,63°¢ 5,23+0,44°

Cac chit cai khac nhau trén cung mot cot chi sy sai khac co y

nghia thong ké véi p < 0,05 (Ducan’s test). M + SD: Trung binh mau
(Mean) + dé léch chuan (Standard deviation). Diéu kién nuéi cdy: 1%
(w/v) bot ngo, 1% (w/v) cao nam men; ti lé cdy giéng 7%, 30°C; 150
rpm; thoi gian 24 gio.

Anh huéng cia toe dd lac: Toc do lic 150 rpm, cho hoat do,
sinh khéi tot nhat d6i véi 3 chung Bacillus.

Méi trudng nudi ciy thu enzyme p-1,3-glucanase: LB long;
nguon N bé sung 1a ndm men; Ty 18 ciy gidng: 7%; Thoi gian nudi
cay: 24 gio; Nhiét do nudi cay: 30-35° C; pH moi truong nudi cay l1a
7,0; Téc do lac: 150rpm.

3.4. Panh gia kha ning d6i khang nim A. niger cia cac
chiing Bacillus trong diéu kién in vivo

3.4.1. Higu luc wic ché nam bénh A. niger trong diéu ki¢n
nha lwoi

Sau nhidm nam, cong thirc dbi chirng ghi nhan ty I& cay chét
tang manh (60% sau 7 ngay va 100% sau 14-21 ngay), trong khi
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cay lac xu ly hdn hop dich nudi cdy cua 3 vi khuan (ky hiéu la
BAZ04) khong xuit hién bénh va duy tri ty 1& chét 0% trong subt
thi nghiém (Hinh 3.31).

ééng t.ht.';c'1 eng ‘ Cénthl‘nc 5
Hinh 3.31. Hiéu lyc phong trir bénh HRGMP cua hén hep dich
nudi 3 chung Bacillus (B. siamensis 101, B. siamensis 112 va B.
velezensis 137) trong diéu ki¢n nha luéi: CT 1: Khong nhiem nam,
Xur [y nuoc vo trung (doi ching am); CT 2: Nhiem A. niger QT1,
Xur Iy nudc vo trung (doi chirng bénh); CT 3: Nhiem A. niger QT1,
xir 1y hon hop dich nudi 3 vi khuan; CT 4: Nhiem A. niger H17,
Xur Iy nudc vo trung (doi chung bénh); CT5: Nhiem A. niger H17,
xur 1y hon hop dich nudi 3 vi khuan.

3.4.2. Hiéu qua sinh hoc ciia hén hgp Bacillus (BAZ04)
trén dong rudng

Anh hudng ciaa hdn hop Bacillus dén mét sé chi tiéu sinh
truong, phét trién cay lac: 1am ting chiu cao than chinh va tong s6 canh
cua gidng lac L14 trong cAc giai doan sinh truong tai Hué va Quéang Tri.

Anh huéng ciia hdn hep Bacillus dén bénh héori gbc méc den:
lam giam r6 rét bénh héo ril goc moc den trén giong lac L14 tai cac
vung thi nghiém ¢ Hué va Quang Tri (Bang 3.32).
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Bdng 3.32. Anh huong cuia hon hop dich nudi 3 chiing Bacillus dén
ti 1é cay chét do bénh héo rii goc moc den trén lac giong L14 tai cac
dia diém nghién ciu (%)
Pha Vang, Hwong Tra, Nam Hai Tri¢u Phong,
Cong thic thanh phé  thanh phé Ling, tinh tinh Quang
Hué Hué  Quang Tri Tri

Hon hep dich
nubi 3 ching 3,57+0,33% 1,16+0,0621,38+0,112 2,11 +£0,20?

Bacillus (CT1)
Trichoderma 408+031% 1,75 +01121,78 +0.142 2,21 + 0282

~(CT2)
Péi chang (CT3)  10,71+1,05° 6,57 +0,62°4,13 + 0,35 8,16 + 0,69°
LSD o5 2,61 3,05 1,07 2,13

Cé~c chir cai khac r)hau trén cung mgt ¢t chi sw sai khac trung binh
mau co y nghia thong ké véi p < 0,05

Anh hwéng cia hdn hep dich nudi ciy 3 vi dén ning suit lac
va cac yéu to cAu thanh ning suét: cai thién dong bo céac yéu td cau
thanh ning suat va lam ting ning suét thyc thu cua lac L14 trong san
Xuét lac & cAc ving thir nghiém tai Hué va Quang Tri (Hinh 3.32).

wBAZO4 «Trichoderma =4I chirng
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Phis Vang, thanh phé Muk  Muong Tra, thanh phd Mué  Hal Lang, tinh Quang T Trigu Phang, tinh Qudng Tr

Nany suit (thnha)

Hinh 3.32. Nang sudt lac trén cdc dia diém thir nghiém ¢ Huong Tra,
Phu Vang, Tri¢u Phong va Nam Hdi Lang. Cac chir cai khdc nhau trén
cling mét khu viee (* Theo tén don vi hanh chinh méi cia chinh quyén
2 cap) chi sw sai khdc cé y nghia thong ké véi p < 0,05 (Ducan'’s test).
M + SD: Trung binh mdu (Mean) + d¢ léch chuan (Standard
deviation).
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KET LUAN VA KIEN NGHI
Két luan

Dua trén céc két qua nghién ctru dat duoc, luan 4n dua ra cac
két luan nhu sau:

1. Pa phan 1ap duoc 60 mau nam tir cay lac bi bénh héo rii goc
méc den tai Quang Tri va thanh phd Hué. Kiém tra theo quy tic Koch
va danh gia doc tinh trén 09 chung tuyén chon cho thay ty 1¢ cy chét
dat 85,7-100%. Trén co s& két hop dic diém hinh thai va phan tich
trinh ty ving ITS-rDNA, hai ching dai dién co doc tinh cao nhat gay
chét 100% (QT1 va H17) duoc dinh danh so bo 1a Aspergillus niger,
duoc ky hiéu la A. niger QT1 va A. niger H17.

2. Tuyén chon dwoc 03 chung vi khuan (B. siamensis 101,
B. siamensis 112; B. velezensis 137) va 01 chang nam (T. asperellum
HL6) ban dia d6i khang manh vai A. niger. Ba chang Bacillus duoc
lya chon biéu hién hoat tinh enzyme ngoai bao cao (chitinase, S-1,3-
glucanase, cellulase), sinh IAA va dam bao an toan sinh hoc: khong
tan méau, khong doc véi giun dat (10° CFU/mL), man cam véi 06 loai
khang sinh (tetracyline, chloramphenicol, trimethoprim, levofloxacin,
gentamicin va streptomycin) va khdng anh hudng dén nay mam hat
lac.

3. Trong khao sat don yéu td, enzyme B-1,3-glucanase tir 03
chang vi khuan (B. siamensis 101, B. siamensis 112 va B. velezensis
137) dat hoat tinh cao nhat & pH 5,0, 50 — 60 °C, ting hoat tinh boi
Mn2*, Co?*, bi ¢ ché manh béi EDTA va urea. Diéu kién nudi cay
thich hgp cho ba chung Bacillus thu enzyme $3-1,3-glucanase: LB long
(b6 sung 1% bot ngd, 1% cao nim men), pH 7,0, 30 — 35 °C, 150 rpm,
ti 1& ciy gidng 7%, nudi 24 gio. Phéi tron enzyme theo ti 16 1:1:1 1am
giam MIC (0,1 - 0,2 U/mL), MFC (0,2 - 0,4 U/mL) va gay bién dang,
niit v thanh té bao A. niger qua quan sat SEM.
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4. Hdn hop dich nudi cay 3 chung Bacillus (B. siamensis 101,
B. siamensis 112; B. velezensis 137) ty 1¢ 1 : 1 : 1 theo thé tich & nong
d6 108 CFU/mL gidp tc ché A. niger hiéu qua hon don 1¢ trong diéu
kién in vitro va nha ludi. Hon hop duy tri ty Ié cdy chét do HRGMP
thap (1,16 - 3,56%), twong duong Trichoderma thuwong mai va ting
ning suat lac tir 20,5 - 22,7% so véi ddi chimng.

Kién nghi

Trién khai khao nghiém dong rudng ddi v6i hdn hop phdi tron
dich nuoi céy 3 chung Bacillus (B. siamensis 101, B. siamensis 112;
B. velezensis 137) nhiam hoan thién quy trinh san xuat, huéng téi
thuong mai héa san pham va mé rong tng dung trén cac déi tuong cay
trong khac tai mién Trung./.



