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Vi sinh vat trong thwc phdm - Phwong phap xac dinh
Aspergillus parasiticus va Aspergillus versicolor gia dinh

Microbiology of foodstuffs — Determination of presumptive
Aspergillus parasiticus and Aspergillus versicolor

1 Pham vi ap dung

Tiéu chuadn nay quy dinh phwrrong phap xac dinh Aspergillus parasiticus va Aspergillus versicolor gia
dinh trong thyc pham.

2 Tai liéu vién dén

Céc tai liéu vién dan sau rat can thiét cho viéc ap dung tiéu chuan nay. Déi véi cac tai liéu vién dan ghi
nam cdng bé thi ap dung phién ban duwoc néu. Déi véi cac tai lidu vién dan khdng ghi ndm cdng bé thi
ap dung phién ban méi nhat, bao gém ca cac stra ddi, bd sung (néu co).

TCVN 6404:2008 (1SO 7218:2007), Vi sinh vét trong thyc phdm va thirc dn chan nubi - Yéu céu chung
va huéng dén kiém tra vi sinh vét.

TCVN 6507-1 (ISO 6887-1), Vi sinh vét trong thirc phém va thire &n chdn nubi — Chuén bj mau the,
dung dich huyén phu ban dau va céc dung djch pha lodng thép phén dé kiém tra vi sinh vét — Phan 1:
Céc nguyén téc chung dé chudn bi huyén phu ban dau va céc dung dich pha lodng thdp phan.

3 Thuéat ngir va dinh nghia
Trong tiéu chuén nay ap dung thuat ngl va dinh nghfa sau:

Aspergillus parasiticus va Aspergillus versicolor gia dinh (presumptive Aspergilius parasiticus and
Aspergillus versicolor)

Vi sinh vat hinh soi, hiéu khi, wa &m trén méi treong céy chon loc va c6 cac didc diém dai thé va vi thé
nhu mé ta, khi the hién theo quy dinh trong tiéu chuan nay.
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4 Nguyén tic

Str dung k§ thuat dé dfa, @ém khom ndm trén moi tredng thach Sabouraud sau khi U hiéu khi & nhiét
d6 28 °C + 1 °C trong thdi gian 5 ngay. Sé lwgng bao t&r ndm méc ¢6 trong 1 g (1 ml) mau thir duoc
tinh tir sé khém n&m dém dugc tir cac dTa nudi cdy theo cac do pha loang.

Dinh danh ndm méc, dya trén cac dic diém dai thé va hinh thai hoc vi thé clia khém ndm méc.

5 Dich pha lodng va méi triedng cdy

Déi véi thire hanh trong phong thir nghiém, xem TCVN 6404:2008 (ISO 7218:2007).

5.1 Dijch pha lodng

Xem TCVN 6507-1 (ISO 6887-1) hoic tiéu chuan cu thé lién quan dén san phdm can xac dinh.

5.2 Mbi trerng nudi cdy, sir dung cac mai treéng v tring pha ché s8n duéi day hodc tham khdo
thanh phan va cac bwéc chudn bj trong Phuy luc B.

5.2.1 Thach Sabouraud.

5.2.2 Thach Czapek Dox.

5.2.3 Nwéc thach 0,1 %.

5.3 Thuéc thir

5.3.1 Dung djch axit lactic, 20 % ho#c 40 % hoac dung djch axit xitric, 20 %.

5.3.2 Dung djch Lactophenol Amann.

6 Thiét bj va dung cuy thuy tinh

Str dung cac thiét bj, dung cu clia phong thir nghiém vi sinh thdng threéng [xem TCVN 6404:2008
(ISO 7218:2007)).

6.1 Tu &m, c6 thé duy trl nhiét d6 & 28 °C + 1 °C.

7 Liy miu

Piéu quan trong 1a miu glri dén phong thir nghiém phai 1a mau dai dién. Mdu khéng bj hw hdng hoac
thay ddi thanh phan trong qué trinh van chuyén va bdo quan.
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Viéc 1y méu khong quy dinh trong tiéu chudn nay. Nén &y mau theo tiéu chuan cu thé lién quan dén
san phdm. Néu khéng c6 tiéu chuan cy thé lién quan dén san pham thi cac bén ty thoa thuan vé vén
dé nay.

8 Phén miu thir, huyén phl ban diu va cac dung dich pha lodng tiép theo

8.1 Chuan bj méu thir

Xem TCVN 6507-1 (ISO 6887-1) hod#c tiéu chudn cuy thé lién quan dén san pham cin xac dinh.
Mau thuc phdm duoc cdt nhé hodic xay nhuyén trong didu kién vo tring cho téi khi ddng nhét.
8.2 Chudn bj dung dich huyén phii ban dau 10~

Can chinh xac 25 g mau thir (hodc lay chinh xac 25 ml mau th& dang 16ng) da dwec chuan bj (8.1),
cho vao binh nén ¢d chira 225 mil nwéc thach 0,1 % (5.2.3). Léc déu trong khoang tir 2 min dén 3 min,
thu dwoc dung dich mau ther 107",

8.3 Chuan bj cac dung djch pha lodng thap phan tiép theo 107, 107, 107*...

LAy chinh xac 1 ml dung dich huyén phu ban déu 10 cho vao dng nghiém chira s@n 9 mi nwéc thach
0,1 % (5.2.3). Léc déu trong khoang tir 2 min dén 3 min, thu dwgrc dung dich 1072,

Tiép tuc quy trinh pha loang nhu trén dé thu dugc cac dung dich pha lodng thap phén tiép theo: 107,

107...

9 Cach tién hanh
9.1 Nuéi ciy trén thach Sabouraud
Péanh d4u 1&n dia Petri ki hiéu va néng d6 dung dich mau thie.

Dung pipet 1 ml vd tring, l&y chinh xac 1 ml tir dung dich m3u thir & mdi d§ pha loang cho vao gila
méi dia Petri vo trung. M3i m&u thi phai dwec nudi cdy it nhat 3 d6 pha lodng. M&i d6 pha loang duoc
céy vao 2 dia va dung pipet riéng cho méi d6 pha loang.

Bun néng chay thach Sabouraud (5.2.1), & ngudi dén 45 °C + 1 °C. Trong diéu kién vé tring, chinh pH
clia thach khoang 4,5 dén 5,5 béng dung dich axit lactic 20 % hoac 40 % hoac bing dung dich axit
itric 20 % (5.3.1).

Roét vao tirng dla Petri tr 12 ml dén 15 ml thach Sabouraud, trén déu dung dich mau thir v&i thach
biing cach xoay trdn sang phai va sang trai mdi chiéu 3 lan. Thei gian tinh tir khi bat dau pha loang
mau thir dén khi rot thach vao dia Petri khdng dugc qua 30 min.
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D& cac dTa thach ddng tw nhién trén mat phdng mat, ndm ngang. Sau d6 dé céac dfa thach vao ti 4m &
nhiét 4§ 28 °C + 1 °C trong 5 ngay. Khéng lat Gp cac dia.

9.2 Danh gia so bd két qua trén thach Sabouraud
Chon cac dfa ¢ khéng qua 50 khém nidm dé doc két qua so bé.

Dém va ghi lai s6 khém n&m nghi ngd 1a A. parasiticus (c6 mau xanh 14 cdy, hoi vang) & mbi d§ pha
lodng. Sau dé, dung que cy Iy mét it bao tlr, cdy ba diém cach déu nhau trén dia thach Czapek Dox
(5.2.2), i Am 28 °C + 1 °C trong 5 ngay. Khéng lat Up cac dia.

Dém va ghi lai s6 khém ndm nghi ng® 13 A. versicolor (c6 nhidu mau, vién ngoai mau tréng rdi dén mau
xanh lyc, & gitra mau nau héng, déi khi c6 mang mau vang hodic mau hdng) & mdi do pha loang. Sau
d6 dung que céy l4y mét it bao tir, cy ba diém cach déu nhau trén dia thach Czapek Dox (5.2.2), (i 4m
28 °C 1 °C trong 5 ngay. Khdng lat Gp cac dia.

8.3 Binh danh

Dé dinh danh nAm méc, tién hanh nhan xét d4c diém céu tao dai thé va vi thé ctia khém ndm trén thach
Czapek Dox (xem Bang 1).

Bang 1 - Dic diém cAu tao dai thé va vi thé cliia khém ndm

Vithé

Tén ndm méc Dai thé Hinh Vach Hinh Thé Hat dinh
dang cuéng dang binh (conidi)
béng conidi bong

A. parasiticus | Khém n&m méc cé dwong kinh ti | Bong nhd, | Xu xi Gén 1tAng | Hinh cau,
(Hinh A.2) 2 ¢m @én 3 cm trén thach Czapek hinh cu, gibng vach co gai
Dox sau 5 ngay nudi cdy, c6 mau téa tia hinh ciu
xanh la cay, hoi vang, khéng héa
nau khi gia.
A. versicolor | Khém ndm méc c6 dwong kinh tie | Béng nhd, | Tron Gén 2thng | Hinh cdu,
(Hinh A.3) 1 cm dén 1,5 cm trén thach hinh céu, nhén giéng vach cé gai
Czapek Dox sau 5 ngay nudi cdy, tda tia hinh cau
¢6 nhidu mau khac nhau, ngoai aén elip

cling mau tréng, réi dén mau xanh
luc, & gilra mau nau hdng, tuy
theo céc chiing khac nhau, dbi khi
¢6 mang mau vang, mau héng.
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a) Dai thé: bing mét thudng hodc diing kinh lap kiém tra kich thwdc, mau sic... cia khém ndm.

b) Vi thé: [am tiéu ban ndm méc, rdi quan sat cAu tao vi thé dudi kinh hién vi & vat kinh 10 va 40. Co
thé chon mét trong hai cach sau dé lam tiéu ban ndm méc:

Cach 1: L&y mét lam kinh sach, trong, da sdy khé. Nhé 1 giot Lactophenol Amann I&n gilra lam kinh.
Dung que céy ldy mét phan khém ndm moc trén dia thach Czapek Dox (ca phdn moc trén va dwéi mat
thach) dé vao giot dung dich Lactophenol Amann (5.3.2). Dung que cdy dim nam vao gigt dung dich
Lactophenol Amann dé thadm wét, sau d6 day phién kinh 1&n trén va ép nhe.

Khi day 14 kinh khdng d c6 bot khi vi bot khi & gay nham Ian. Khi ép nhe I4 kinh, nén dung gidy tham
bét dung dich Lactophenol Amann thira dé dung dich khéng tran Ién trén mét phién kinh.

Cach 2: Str dung mét lam kinh sach, trong, da sdy khd. Lay mét doan bang dinh trong cé kich thwéc
rdng khodng 1 cm, dai khodng tir 2 cm dén 3 cm, rdi 4n nhe vao khém ndm moc trén dia thach Czapek
Dox sao cho 14y dwoc toan bd cac bd phan clia nam (tir té bao chan dé dén hat dinh). Sau @6 trai dai
bang dinh trong lén lam kinh.

10 Tinh két qua

Dé xac dinh téng sé bao tlr nAm méc cé trong 1 g (1 ml) mau thir, chon nhirng dia c6 khéng qua 50
khém nam cuia 2 d¢ pha loang lién tiép. Sy phan bé cac khém nam phai hep ly: B6 pha lodng cang cao
thi s6 khdm nam cang it.

Tinh s6 bao t& ndm méc, N, cé méat trong mililit hodc gam méu thir bang cdng thirc (1):

2e (1)

N =
Vx(n, +0,1n,)xd

trong @6
Y a la s khém ndm mébc dém dugc trén cac dia da chon;
m, ny 1a sé da dwec gilr lai tai hai ¢ pha loang lién tiép;
v la thé tich dich cAy d3 dung trén mbi dfa, tinh bing mililit (ml) hodc gam (g). O' day V=1 mi;
d hé sb pha loang twong (ng véi d6 pha loang thir nhat dwoc gilr 1ai [d = 1 trong tredng hop
mau thir dugc cdy trye tiép (cac mau & dang Iéng)].
Lam trén cac két qua dén hai chir s ¢ nghia [xem TCVN 6404:2008 (1SO 7218:2007)].

CHU THICH: Néu chénh l&ch céc gia trj & 2 dd d3m @3c Ién hon 2 1An thi 4y gia tri & A9 pha loang thap hon dé tinh két qua béng
c4ch tinh trung binh cong. Néu 2 dia clia 36 pha loang ban GAu ¢6 it hon 5 khém nam thi tinh két qua theo gia trj trung binh.
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11 Bao cao thir nghiém

Bao cdo thir nghiém phdi ghi ro:

a) moi thdng tin can thiét vé nhan biét day du vé mau thir;
b) phwong phap ldy miu da str dung, néu biét;

c) phuong phap thir d3 str dyng, vién dan tiéu chuan nay;

d) moi diéu kién thao tac khdng quy dinh trong tiéu chudn nay, hodc dwoc xem Ia tuy y, cung v6i moi
tinh hubng bét thudng cé thé anh hudng dén két qua;

e) két qua thir nghiém thu dworc.

10
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Phu luc A
(Tham khao)

Céu tao vi thé ciia nAm méc Apergillus

hat dinh
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Hinh A.1 - C4u tao vi thé ctia nAm méc Apergillus
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Hinh anh dai thé
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Hinh A2-C
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Hinh anh vi thé

Hinh A.3 — C4u tao dai thé va vi thé cua Aspergillus versicolor
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Phy luc B
(Tham khao)

Thanh phin va chuin bj mét sé méi trweong

B.1 Méi trrdng nwore thach 0,1 %

B.1.1 Thanh phén

Thach: 1g
Nwoc: 1000 ml
B.1.2 Chuén bj

Bun nhé Itra, khudy déu dén khi sbi d& hoa tan thach. Rét vao cac binh nén c6 dung tich 500 ml méi
binh 225 ml vao cac éng nghiém dwéng kinh 18 mm, mdi 6ng 9 ml. Khir trung trong ndi hap & nhiét d6
121 °C trong 15 min.

Bao quan mai treérng trong ta lanh, & nhiét d6 tir 0 °C dén 5 °C trong khdng qua 30 ngay.
B.2 Moi trwong thach Sabouraud

B.2.1 Thanh phan

Pepton: 10g

Glucoza: 209

Thach: tir15gdén20g?
Nudc: 1000 ml

® Tuy theo cuéng do gel cua thach.

B.2.2 Chuén bij

Dun nong dé hoa tan cac thanh phan néu trén. Phan phédi vao binh ciu dung tich 250 ml, mdi binh
150 ml mai treérng. Khir tring bang cach hap & nhiét dé 121 °C trong 15 min.

Néu méi trivdrng st dung ngay, d& ngudi dén 45 °C + 1 °C & ndi cach thily, néu chwa st dung thi bao
quan trong ta lanh & nhiét @6 tir 0 °C dén 5 °C, trong khéng qua 30 ngay.

14
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B.3 M&bi triedrng thach Czapek Dox

B.3.1 Thanh phin

NaNO;: 35¢g

K,HPO,: 159

MgSOs: 05g

KCl: 0549

FeSOy: 0,19

Sacaroza: 80g

Thach: tr 159 dén20g ®
Nude: 1000 ml

pH: tir 4,5 dén 5,5

* Tuy theo cuéng @6 gel cta thach.

B.3.2 Chudn bj

Bun nho Itra, quay déu dén khi sbi dé hoa tan cac thanh phan. Dé thach ngudi @én 45 °C + 1 °C rdi
chinh pH khodng 4,5 dén 5,5. Rét vao binh cau cé dung tich 250 ml m&i binh 150 ml méi trwdng. Khie
trung trong ndi hap & nhiét dd 121 °C trong 15 min. Thach d& ngudi dén 45 °C + 1 °C réi @6 vao cac
dia Petri, m&i hop tir 15 ml dén 18 mi thach. Dé dia thach déng tw nhién, bao quan trong ti lanh véi
nhiét dé tir 0 °C dén 5 °C, trong khéng qua 15 ngay.

B.4 Dung djch Lactofenol Amann

B.4.1 Thanh phan

Axit phenic tinh khiét: 10g
Axit lactic: 10g
Glyxerin: 209
Nwéc: 1049

15
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B.4.2 Chuéan bj

Trén déu axit lactic, glyxerin va nwéc sau dé méi thém axit phenic, trén k§. Sau d6 phan phéi vao lo
thiy tinh c6 nat mai téi mau, bao quan noi kho, téi, & nhiét dd phong. Dung dich Lactofenol Amann khi
m&i pha khéng mau, sau mét théi gian dung dich chuyén sang mau nau.

16
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Thw muc tai liéu tham khao

52 TCN-TQTP 0009:2004 Thudng quy ky thudt dinh danh Aspergillus parasiticus, Aspergillus
versicolor trong thic phdm ban hanh kém theo Quyét dinh s6 4871/2004/QPBYT ngay 31 thang
12 nam 2004 cla B6 trwdng BO Y té
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