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ABSTRACT

There were 8 fungal strains isolated from aphids with parasitic fungi collected from
pineapple fields at Tan Phuoc district, Tien Giang province. They were species of
Penicillum, Paecilomyces, Aspergillus, symbolized from TGl to TGS. Extracellular
enzymes activity of these fungal strains were tested on 4 different substrates, included:
cellulose (enzyme cellulase), Tween 80 (enzyme lipase), glucose (enzyme glucanase)
and shrimp shell (enzyme chitinase). Results showed that strains TG3, TG4, TGS, TG6
have the highest hydrolysis activity on all 4 substrates, with hydrolysis diameter from
12 to 24mm. The molecular biology identification for strains TG6, TG3, TG4, TGS
were Paecilomyces parvisporus, Penicillium sp., Penicillium citrinum, Aspergillus

ustus respectively.

T khoa: Nam ky sinh, rép sap, enzyme ngogi bao.

I. GIOT THIEU téng san lugng gan 620 nghin tan (FAO,
2017). Cac tinh co6 dién tich canh tac dia
16n dang ké nhu Tién Giang, Kién Giang,
Long An va Hau Giang chiém 70 - 80%
san lugng dira cua ca nude. Cay dua voi
vu diém chiu phén vi thé 14 loai cay trong
khong thé thiéu trong co cdu cdy trong
néng ho ¢ ving dat phén PBSCL. Tinh
Tién Giang chiém gan 50% dién tich
trong dira cua toan vung véi san luong
hiang nam khoang 260 nghin tan (Vién
Qui hoach va Thiét ké nong nghiép,
2008). Rép sap hai dua (Dysmicoccus
brevipes) 1a mdt loai con trung giy hai

Cay dua con goi la cay khom hay cay
thom co6 tén khoa hoc Ananas comosus
(Merr) thudc ho Bromeliaceae, co6 tén
khoa hoc 1a Ananas comosus (L) Merr,
thudc phan ho Bromelicideae, chi
Ananas, loai comosus, la mot loai qua
nhiét d6i. O nudc ta, dira 1a mot trong ba
loai cdy dn qua hang dau gém: chudi,
dia, cam quyt (Trin Thé Tuc va Vi
Manh Hai, 2000). Tong dién tich trong
dua ¢ Viét Nam khoang 36 nghin ha véi

Nguroi phan bién: TS. Trinh Thi Xuan.
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chu yéu trén cay dwa. Dysmicoccus
brevipes 1a mot yéu té anh huong dang ké
trong trong dira vi nd han ché viéc mo
rong di¢n tich canh tac va giam san lugng
ciy trong (Santa - Cecilia va ctv., 2004).
Rép sap hai dua c6 rat nhiéu thién dich
trong tu nhién, ca ky sinh trung va con
trung. Mot s6 phwong phap phong trir
sinh hoc dd duoc dua ra tai Hawai dé
kiém soat dich hai trén dira. Trong do,
mot s6 loai nim giy bénh cho rép sap
(Dysmicoccus spp.) gdm nim Beauveria
bassiana, Metarhizium anisopliae,
Paecilomyces, Aschersonia sp..

IL. PHONG TIEN VA PHUONG PHAP

Pé tai dugc thuyc hién tir thang
06/2019 dén thang 12/2019 tai Phong Thi
nghiém Vi sinh, B mon Noéng hoc, Vién
Cay an qua mién Nam (SOFRI). Cac mau
rép sap bi nam ky sinh thu thap & ving
trong dira tai tinh Tién Giang. Moi trudng
dung trong nghién cuu: PDA, N1, Citrat
photphat (Pham Van Nha, 2013).

Phuong phép thu mau: Xac dinh cac
mau rép sap bi ndm ky sinh tir mau ban
dau bang phuong phap quan sit cac mau
vét theo triéu ching ctia ndm ky sinh con
trung. Mau duoc thu 01 lan, diém thu
mau trén mdi rudng dugc 13y tai 05 diém
ngiu nhién nim trén dudong chéo cua khu
vuc thu mau. Mau vat thu thap duoc bao
quan riéng trong cac tai nilong da dugc
khir tring sau d6 dem vé& phong thi
nghiém bao quan sau d6 lya chon va phan
1ap nam theo phwong phap ciia Barnett va
Hunter (1972).

Danh gia kha ning tiét cac enzyme
ngoai bao cuia cac mau phan lap: Sau cic
ngay nudi cay N1, tien hanh thu dich the
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nam chra enzyme ngoai bao. Str dung
moi truong dém Citrat photphat dé thir
kha ning hinh thanh mot s6 enzyme
ngoai bao ciia nim. B6 sung 0,1% co
chit (Tween 80, cellulose, vo tom,
glucoza) vao moi truong. Khoan thach
moi truong cd bd sung co chit va nho
dich nuéi vi ndm (dich enzym thir) vao
céc 16 khoan. U & nhiét do phong trong
48 gio, str dung thude thir Lugol dé danh
gi4 vong phan giai.

Vong phan giai dugc tinh toan theo
cong thuc: Vong phan giai = (D - d) mm.

Trong do: D: Puong kinh vong phan
giai. d: Pudng kinh 16 khoan.

Céc ching nam sau khi danh gia kha
ning tiét enzyme ngoai bao, chon ra cac
chung c¢6 kha ning tiét enzyme ngoai bao
cao. Mau sau d6 duoc giri gidi trinh ty
28S rRNA. Két qua giai trinh ty duoc
Blast trén website NCBI dé xac dinh loai.

SO liéu ¢ cac thi nghiém dugc ghi
nhan va xir 1y thong ké theo phuong phap
phan tich phuwong sai ANOVA va tric
nghiém phan hang Ducan bang phan mém
Statgraphics.

IIL. KET QUA VA THAO LUAN

3.1. Thu théap, phan 1ap cic chiing nim
ky sinh

Diéu tra thu thap ngudn rép sap bi
nam ky sinh tai 6 xa trong dira cua tinh
Tién Giang bao gom: Tan Hoa Pong, Tan
Lap 2, Thanh Tan, Thanh My, My Phudc,
Thanh Hoa. Sau khi lua chon cac mau
dién hinh dé dem vé phong thi nghiém
tién hanh phén lap va giam dinh loai bang
phuong phép hinh thai hoc.



Hoi thdo Québc gia Bénh hai thyc vat Viét Nam 1an the 19 23 - 25/10/2020

3.2. Pinh danh nim theo dic diém

Hinh 1. Thu thap mau ndm ky sinh rép sap

hinh thai

Sau 5 ngay nudi cay trén mdi truong
PDA, quan sat mau sac, dic diem cua

hé soi ndm két hop véi quan sat hinh
dang va kich thudc cta bao tur dudi kinh
hién vi. Két qua phéan lap va giam dinh
nhu sau:

Bing 1. Két qud mé td hinh thdi dai thé va vi thé cdc méu nam phén lip
tir rép sdp trén dira

M6 ta

Hinh dai thé Hinh vi thé Tén nédm

Ky

hiéu

1 TG1
2 TG2
3 TG3

Tan ndm cé mau trdng sau chuyén
mau nau. Khéi bao ter tran dinh
bong hinh cau.

Cubng bao ttr trdn nhan khong co
vach ngan ngang. Gia bao tt tran
khéng phan nhanh, sgi nAm mau
trédng nga.

Tan nam phat trién tron, mat trén
mau trang, tdn ndm cé cac ranh.
Bao tir dinh két chudi dai dinh vao
dau soi ndm bang dau bao tt dinh
phan nhanh.

Tan ndm phat trién tron, mét trén
mau xanh luc ria mau tréng, tan
ndm cé cac ranh nho.

Bao t& dinh két chudi dai dinh vao
dau soi ndm bang dau bao tt dinh
phan nhanh.

Aspergillus

Penicillum

Penicillum
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4 TG4 Tan ndm phat trién tron, mat trén

xanh luc ria mau tréng.

Bao ttr dinh két chudi dai dinh vao
d4au soi ndm bang dau bao t& dinh
phan nhanh.

5 TG5 Tan nam cé mau trdng, chuyén
thanh vang nau, cudi cling chuyén
mau nau. Khuén ty phan nhanh, cé
vach ngan.

Gia bao t&r trAn khong phan
nhanh, c6 phan dinh phinh ra
thanh bong. Khéi bao ti tran dang
hinh tia téa tron.

6 TG6 Mau sictang ndm ban dau cé mau
tréng sau chuyén sang mau kem.
Soi ndm dang I6ng nhung min.
Cubng bao t&r dinh dang don,
phan nhanh. Bao tlr dinh c6 dang
hinh thoi.

7 TG7 Tan ndm cé mau tréng, chuyén
thanh vang nau, cudi cling chuyén
mau nau. Khuan ty phan nhanh, c6
vach ngan.

Gia bao tt tran khéng phan
nhanh. Khéi bao t&r trdn dang hinh
tia tda tron.

8 TG8 Tan ndm ban dau cé mau tréng,

sau tl tlr chuyén thanh vang nau.

Khuén ty phan nhanh, co vach
ngan. Gia bao t& trdn khéng phan
nhanh. Khéi bao tr trdn dang hinh
tia téa tron.

| | Penicillum
U Aspergillus
. - o

. Aspergillus
- - Asperqgillus

3.3. Panh gia kha niing tiét cac enzyme
ngoai bao ciia cic miu phan lap

banh gia doc lyc cia cac mau nam
bang enzyme ngoai bao. PE tuyén chon
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mau phan lap co doc luc cao, dé tai da
tién hanh danh gia kha ning phan giai
enzyme ngoai bao cua cac chung nim véi
cac co chat khac nhau, két qua thu duoc
thé hién trong cac bang sau:
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Bing 2. Khd ning phén gidi mét sé co chit ciia Enzyme ngogi bao 8 mau phan lip
sau 10 ngay nudi cdy trén moi truong N1

Puwong kinh vong phan giai trén cac co’ chat (mm)

Ching
Chitin Glucose Lipid Cellulose
TG1 12,542 6,6° 11,2¢ 8,58¢
TG2 15,684 6,34° 9,35f 5,01f
TG3 24,352 17,34 15,69¢ 16,35°
TG4 23,35 21,342 19,35P 15,35¢
TG5 24,352 12,014 14,69¢ 13,35¢
TG6 23,68 14,68 20,692 18,352
TG7 20,02° 12,344 17,69¢ 16,01b¢
TG8 15,689 11,68¢ 15,69¢ 14,019
Mcdre y nghia > * *
CV (%) 39 4,2 39

Ghi chii: Trong cung mot c{t s6 ¢6 it nhit mét chit cai theo sau giéng nhau thi khac biét khéng y nghia théng
ké qua kieém dinh LSD, (**) khéc biét & muirc y nghia 1. Gid tri trong bang 1a trung binh ctia céc 1an 1ap lai.

Pbi v6i co chat b sung Chitin (vo
tom) mau phan lap TG3, TGS va TG6 cho
két qua cao nhét 1an luot 1a 24,35 mm,
24,35 mm va 23,68 mm. Mau phan lap

Hinh 2. Chiing nAm

Hinh 3. Ching nAm  Hinh 4. Ching nAm

TGI1 cho két qua thap nhat 12,54 mm.
Mau phan 1ap TG6 khong cé su khac biét
v6i mau phan lap TG4.

V)

Hinh 5. Ching ndm

TG1 trén moi trwoong  TG5 trén moi trieoong  TG1 trén moi trwong TG4 trén moi trwwong

bé sung chitin bé sung chitin

Dbi voi co chat bd sung Glucose miu
phan 1ap TG4 cho két qua cao nhit 21,34
mm ké dén 12 mau phén lap TG3 vdi kich
thudc vong phan giai 17,34 mm. Két qua
thi nghiém ciing cho thdy vong phan giai
thdp nhat & miu phan lap TG2, TG1 lan
luot dat 6,34 mm va 6,6 mm.

bé sung glucose bé sung glucose

Trén mdi trudng b sung lipid (Tween
80) mau phan lap TG6 cho két qua cao
nhit so v6i cac nghiém thuc con lai dat
vong phan giai 20,69 mm va mau phan 1ap
TG4 cho két qua vong phan giai dat 19,35
mm. Cac mau phan 1ap TG1 va TG2 van
cho két qua thap nhét véi duong kinh vong
phan giai lan luot 1a 11,2 mm va 9,35 mm.
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o

Hinh 6. Ching nAm  Hinh 7. Chiing ndm

Hinh 8. Ching nAm  Hinh 9. ching ndm

TG6 trén moi trwong TG1 trén moi trwoong  TG2 trén moi trwong  TG3 trén méi trwwdong

bé sung lipid bé sung lipid

Dbi v6i moi truong bd sung cellulose
van cho két qua cao & miu phan lap
TG6 véi duong kinh vong phan giai dat
18,35 mm tiép theo 1a miu phén lap TG3
(dat 16,35 mm). Két qua thi nghiém van
thdp nhat & 2 mau phan lap TG1, TG2 véi
duong kinh vong phan giai dat 8,58 mm
va 5,01 mm.

Trém 4 loai méi truong dugc b sung
co chit @ danh gia kha niang phan giai co
chat ciia mot s eyme ngoai bao cho thay

b6 sung cellulose b6 sung cellulose

cac mau phan lap TG3, TG4, TGS, TG6
budc dau duoc danh gia kha tot.

3.4. Pinh danh cic miu phén lip bang
k¥ thuit sinh hoc phan tir

Str dung chuong trinh BLAST N va
BioEdit dé so sanh trinh ty cic doan
DNA cua 4 mau phan lap véi trinh ty
DNA ciia bd gen ¢ cac loai nim c6 trong
Ngan hang Gen (NCBI).

Bing 3. So sdnh trinh tw gene ciia cdc mdu nim da phén lap trén NCBI

Mau Po twong

n&m Loai xac dinh ddng (%) Ma Genbank Tac gia va nam céng bé* Quéc gia
TG3  Penicillium sp. 100 MK817609.1 Jiang, 2019 Trung Quéc
TG4  Penicillium citrinum 99,81 KJ173539.1  Zhang va Qi, 2014 Trung Quéc
TG5 Aspergillus ustus 89,1 KY203997.1 Prameela, Tyagi va Kamil, 2016 An Do
TG6 Paecilomyces 99,27 JQ776543.1 Raja, Subhashini va An D&

parvisporus

Thangaradjou, 2012

Ghi chii: * Ngudn trich dan béi NCBI (https://blast.ncbi.nlm.nih. gov/Blast).

IV.KET LUAN

Pé tai da phan lap duoc 8 ching nam
thudc cac loai Penicillum, Paecilomyces,
Aspergillus. Két qua thr nghiém hoat tinh
enzyme ngoai bao cho thdy cac chung
ndm TG3, TG4, TG5, TG6 ¢ hoat tinh
thuy phan cao nhét trén ca 4 loai co chat
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tween, cellulose, glucose va vé tom, voi
duong kinh thity phan tir 12 - 24 mm. Két
qua dinh danh sinh hoc phan tir cho két
qua chung TG6 -  Paecilomyces
parvisporus, TG3 - Penicillium sp., TG4 -
Penicillium citrinum, TGS - Aspergillus
ustus, Aspergillus pseudodeflectus.
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