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PHU LUC A - PHUONG PHAP NGHIEN CUU

PHU LUC A-1
PHUGNG PHAP PHAN TiCH DU LUGNG THUOC BAO VE THUC VAT
Thuc hién theo AOAC 2007.01. Cach tién hanh:

Mau dugc xt 1y bang phuong phap QuEChERS, trich ly bang acetonitrile
(MeCN) va tach nudc trong mau v6i hon hop mudi MgSO4 + NaCl. Sau d6 miu duge
lam sach bang hip thu rin phan tan (dispersive-SPE) d¢ loai bo axit hitu co, nudc du
va céac thanh phan khac. Sau d6 dng d-SPE mang di ly tim va rat dung dich ra mang di
th6i kho. Sau khi thoi kho mau s& dwoc dinh mirc lai véi MeOH/H,O va mang di siéu
loc qua mang loc nylon vao vial. Cudi cung mau duoc mang di phén tich bang k¥ thuat

sic ky long ghép khéi phd hai 1an (LC-MS/MS)(AOAC, 2007).
+* Tinh két qua

Du lugng thudc bao vé thuc vat duoc tinh theo cong thic sau dé xac dinh ham

luong trong mau:

Trong do:

Conc: Nong @6 (/) c6 duoc tir dién tich peak mau véi phuong trinh dudng

chuan
f: Thé tich pha loang (ml)

m: Khoi luong mau ban dau
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PHU LUC A-2

PHUGONG PHAP KIEM ESCHERICHIA COLI VA COLIFORM TRONG MAU
NUOC SINH HOAT

Thuc hién theo TCVN 6187-1:2009 (ISO 9308-1:2014): chat lwong nudc — phat
hién va dém Escherichia coli va Coliform — phan 1: phuong phap loc mang ap dung

cho nudc co6 s6 lugng vi khuan thap
Cach tién hanh:

Phuong phap nay loc nudc xudng mang loc dé tip trung vi sinh vat trong mau
nuéce 1én mang loc. Pau tién vé sinh cdc phéu dé hit nudc bang cach xit mot it con
70°C dé chac chan trong cdc khong con nhiém vi sinh, sau d6 ho Itra nhip gip dé tranh
bi nhiém chéo cho mang loc. Mang loc c6 kich thuée 16 loc 1a 0.45um trong trang thai
v trung rodi dit mang loc 1én trén sao cho kin 16 hat nudc 1di cho cbe phéu 1én. Sau d6
cho 100ml nudc mau vao cde phéu rdi bat may hit nudc cho cho dén khi trong cbe va
bé mit mang loc khong con nude, tiép theo ho lira nhip gap chd ngudi roi gap va dat
mang loc da c6 mau vao dia petri c6 mdi truong Chromogenic Coliform Agar (CCA)
dé dinh luong va phan biét E.coli va coliform c6 trong mau nudc. Sau dé cho vao ti
37°C tir 18 - 24 tiéng rdi doc két qua. Néu c6 khuin lac mau hong d6 1a co phat hién
coliform. Sau d6 bt coliform qua mdi trudng BGBL (Brilliant Green Bile Lacotose),
dem 1 37°C trong 24 gio néu sinh hoi 1a dwong tinh, con néu phat hién khuan lac mau

xanh c6 phat hién E.coli).
Két qua: Dya vao s6 khuan lac dic trung duong tinh véi lactoza trén mang loc
PHU LUC A-3
PHUGONG PHAP KIEM ESCHERICHIA COLI TRONG MAU THUC THAM

Thyc hién theo TCVN 7924-2:2008 (ISO 16649-2/-3:2001):Vi sinh vat trong
thuc phdm va thitc dn chin nudi - Phuong phap dinh luong Escherichia coli dwong
tinh beta-glucuronidaza - Phan 2: K¥ thuat dém khuan lac ¢ 44 d6 C sr dung 5-bromo-
4-clo-3-indolyl beta-D-glucuronid.

Cach tién hanh:
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Phuong phéap nay dinh luong Escherichia coli trong d6 in chin nudi hodc thuc
pham. Pau tién ghi ma mau 1én tai PE vo tring, tién hanh cho 10g miu vao tai PE v
tring. Sau d6 cho 90ml méi truong MRD (Maximum recovery diluent) vao éng dong
(trudc vao sau khi cho MRD vao déu ho lira 1én miéng binh va miéng 6ng dong dé
khong bi nhiém chéo vi sinh) roi d6ng nhat mau. Sau khi mau da dugc dong nhat dung
micropipet dd gin dau tip vo trung hut 1ml mAu vao dia vo tring (tiy loai thuc pham
thi s& c6 do pha loang khic nhau), d6 thém méi truong TBX (tryptone bile X-
glucuronide) cho dén khi ddy bé mit dia rdi lic nhe theo chiéu kim ddng hd va ngugc
lai (mdi chiéu 5 1an) cho thach déng lai va 14t nguoc dia cho vao ti 44°C khoang tir 18

- 24 gid va doc két qua (néu c6 khuan lac mau xanh 1a c6 phat hién E.coli).
Céch tinh két qua :

Tinh toan két qua vi sinh theo cong thic sau:

(1+01x 5)
Trong do:

N 1a s6 lugng CFU cuia E.Coli duong tinh -glucuronidaza hién dién trong

Iml hay 1g mau thu

xCla téng s6 khuan lac dém duoc trén cac dia duoc gilr tir 2 do pha loang
tiép

n1 14 s6 dia duogc gitr lai & 6 pha lodng thir nhat

ny 1a s6 dia dugc giir lai & d6 pha lodng tht hai

V 14 thé tich dung dich cdy vao dia twong tmg d6 pha lodng duoc lién tiép

d 14 hé s6 pha lodng twong tng véi do pha loang khi niu thir duoc cay truc
tiép

(d=1 trong truong hop cic mau & dang 16ng khi mau thir dugc cay truc tiép)

Néu khong c6 khuan lac moc tat ca cac do pha loang, ké ca mau thir ban dau 10°
(san pham 10ng) hodc & huyén phu ban dau 10! (san pham khéc), thi biéu thi két qua

nhu sau:
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Déi v6i san pham long (CFU/ml)

1
<
x

V: Thé tich dung dich cdy ctia miu thir
d: hé s6 pha loang = 10°
Déi v6i san pham khac (CFU/g)

1
<
X

V: Thé tich dung dich cdy ctia huyén phu ban ddu méu thir

d: hé s6 pha loang ban dau = 10!

PHU LUC A-4
PHUGONG PHAP KIEM SALMONELLA TRONG MAU THUC THAM

Thuyc hién theo TCVN 10780-1:2017(ISO 6579-1:2017): Vi sinh vat trong chudi
thuc pham - phwong phap phat hién, dinh lugng va xac dinh typ huyét thanh cua
salmonella - phan 1: phuong phap phat hién salmonella spp.

Cach tién hanh:

Quy trinh phan tich dinh tinh salmonella trong thyc pham dbi voi cac loai mau
thong thudong. Dau tién viét ma mau 1én tii PE vo triung sau d6 tién hanh can 25g mau
cho vao trong tai PE v tring rdi cho thém 225ml moéi trudng BPW (Buffered Peptone
Water) va dong nhat miu. Sau d6 0 & nhiét 46 37°C trong 18 dén 24 gio. Lic dé tron
déu dich sinh truéng, dung micropipet hit 0.lml sang 10ml méi trudng RV
(Rappaport Vassiliadis) dé cung cap dinh dudng cho salmonella sinh truong. Pem
mAu vira hut qua mdi trudng RV 0 & 42°C trong 18-24 giod. Sau khi ¢ cAy mau 1én dia
petri c6 mdi truong XLD (Xylose Lysine Desoxycholate)Agar, dem di u 37°C trong 24
tiéng va doc két qua (néu c6 phat hién khuan lac Salmonella mau den tién hanh chay

sinh hoa).

e Thu nghiém TSI (Triple Sugar Iron): ddm que cdy vao trong mdi truong va khong

dugc dé dung day 6ng nghiém, sau d6 u ¢ 37°C trong 24 gio.
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Thach URE: cdy ria trén bé mat nghiéng cta thach, t & 37°C trong 24h + 3h.

Thir nghiém Lysin: Dung que cdy 1 it dung dich Salmonella trong 6ng NA da 0
qua dém va cho vao 6ng nghiém chtra moi truong Lysin, lic nhe va t ¢ 37°C trong
24 g10.

Thir nghiém Indol: Ding que cdy 1 it dung dich Salmonella trong 6ng NA di u
qua dém va cho vao ong nghiém chira méi trudng Indol, lic nhe va 4p u 37°C

trong 24 gio

Thtr nghiém ONPG (O-nitrophenyl-beta-D-galactopyranoside): Thém mot giot
dung dich Salmonella vao éng nghiém chia dung dich ONPG, lic nhe va dé
nguyén trong vong hai gio

Thuyc hién thir nghiém ngung két khang huyét thanh véi khang thé Poly: O dé xac
dinh typ huyét thanh ciia Salmonella.
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PHU LUC B - KET QUA NGHIEN CUU

PHU LUC B-1
PHIEU KHAO SAT CAC NHA HANG AN UONG

(Anh dai dién - Xem 18 phiéu danh gia chdm diém trong file mém dinh kém khoa

luan).

PHIEU KHAO SAT
AN TOAN VE SINH THUC PHAM CAC CO SO KINH DOANH

THU'C PHAM (CAC NHA HANG AN UONG)

Xin chao, téi tén la Nguyén Quéc Pat, la sinh vién nganh céng nghé thic pham tai
truong dai hoc NguyéNn Tat thanh. Hién t6i dang thuc hién de tai khéa ludn tot nghiép
vé thuc trang an toan vé sinh thuc phcfm tai cac ho kinh doanh thuc phcfm VoI muc
dich nghién citu thuc trang va thong ké, danh gid mirc do an toan vé sinh thiee pham
tai cdc co s¢ kinh doanh thire phdam (cdc nha hang dn uéng) trong khu viee Phuong
Chanh Nghia-Thanh Phé Thi Dau Mét, tinh Binh Duwong. Mong cdc anh/chi hop tdc
va gitip d thiee hién trd 16i cac cdu héi trong phiéu khdo sdt dwdi day. Moi théng tin

anh/chi cung cdp sé dwoc bdo mdt tuyét doi va chi dung vao muc dich nghién ciru.

Xin chan thanh cam on!
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KET QUA PHAN TiCH DU LUGNG THUOC BAO VE THUC VAT

PHU LUC B-2

(Hinh anh sic ky d6 dai dién - Xem day du sac ky do trong file mém dinh kém khoéa ludn)

Aldicarb_NH4

Sample Raw File Name
Blank{MeOH_H20_1+1)
STD_1ppb
STD Sppb
STD_10ppb
STD_25ppb
STD_S0ppb
S5g_10mL_F2_12308_00013_1
Sg_10mL_F2_12308_00013_2
5g_10mL_F2_12308_00015_1
S5g_10mL_F2_12308_00015_2

Sample Type  Retention Time

Solvent
Cal Std
Cal Std
Cal Std
Cal Std
Cal Std
Unknown
Unknown
Unknown

Unknown

N/F
4.19
4.19
4.19
4.20
4.19
3.89
4.47
3.89
4.25
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Peak Area
0
3104
15949
34564
20662
165454
24
a8
286
61

Sample Amount
N/F
0.99
4.88
10.52
24.47
50.14
0.23
0.31
0.55
0.28

RSD (%)
N/A
N/A
N/A
N/A
N/A
N/A
N/A
N/A
N/A
N/A

IR Flag

TRUE
TRUE
TRUE
TRUE
TRUE
FALSE
FALSE
FALSE

FALSE



Batch data Path:
Instrument name:

Master method:
Data File Name:
Quantitation Mass (m/fz) 208.152->116.100 mz

D:\TraceFinderData\Quantiva tinh toan ket qua\4.0\Projects\Data 2023\TT5\2308\230812

TSQ-Quantiva

TTS Ho Carbamate

S5g 10mL F2 12308 00013 1

Confirm Mass (m/z)

208.152->89.150 mz

F- -1%:;:!12 e :37:15'5 145-35. 151, ME09E-11E 107] cumpaund Aldicarh_'_N H4 ?:1%%:%‘3_:1—3=‘ 1E-88.151, MEIFF-ME1D7]
AT 4£2
AN 38T
" ar Ratio ion TRUE g A
= AT I8 8a.]
“ ey RT 3.89 &
& B 1734 ]
s} ]
’ L 2 - s 4o A Amuunt n' 234 ! & a4 as £E : &7
Khong phat hién thudc bao vé thuc vat duoc thé hién & bang nhu sau
] ) method
STT Loai miu Ky higu | HESOPhal 5o\ | Chitieukiem | Ham lugng | detection | pcp) o)
loang nghiém trong mau limit-
(MDL)
Aldicarb 071
. \ : ’ Khong
1 Rau song NH 16 2 lan mg/kg sulfoxide 0,003 .
phat hién
Aldicarb NH4 0,275
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aldicarb-

0,43
sulfone
carbaryl 0,92
carbofuran 1,53
Carbofuran-3-
0,14
hydroxy+NH4
Fenobucarb 0,87
Methiocarb 0,225
Methomyl 0,53
oxamyl 0,93
propoxur 6,99
Aldicarb
. 0,715 Khong
Rau séng NH 17 2 lan mg/kg sulfoxide 0,003
phat hién
Aldicarb_ NH4 0,275
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aldicarb-

0,49
sulfone
carbaryl 0,925
carbofuran 1,53
Carbofuran-3-
0,13
hydroxy+NH4
Fenobucarb 0,44
Methiocarb 0,235
Methomyl 0,565
oxamyl 0,98
propoxur 0,46
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PHU LUC B-3
HINH KET QUA KIEM VI SINH VAT
e  Escherichia coli trong mdu thirc an dé ché bién

Khéng phat hién khuan lac E.coli (mau xanh) trong dia sau khi 0 44°C & méi
truong TBX

e  Escherichia coli va Coliform trong mau nwéc sinh hoat
C6 phat hién khuan lac coliform (mau hong do) trén mang loc trong dia sau khi
u 37°C ¢ moi truong CCA

-
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e Salmonella trong mdu thirc an da ché bién

Khong phat hién khuan lac mau den trong dia sau khi u 37°C & méi truong

XLD
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PHU LUC B-4
PHIEU KET QUA KIEM NGHIEM VI SINH
CUA TRUNG TAM DICH VU PHAN TiCH THi NGHIEM TP.HCM (CASE)

P 1/1 - MM12308.300842481

SO KHOA HOC VA CONG NGHE TP.HO CHIMINH
DEPARTMENT OF SCIENCE AND TECHNOLOGY

TRUNG TAM DICH VU PHAN TICH THI NGHIEM TP. HO CHI MINH
CENTER OF ANALYTICAL SERVICES AND EXPERIMENTATION HCMC

VIMCERTS
147

Mi sé mau/Sample code

2 -
| BN12308.30084248 KET QUA THU NGH|EM S

230 3 2

| MMI1230.300842481 TESTREPORT
Tén khéch hang/ Customer : NGUYEN QUOC PAT
Dia chi/ Address : 15/40 NGO GIA TU, PHUONG CHANH NGHIA, THANH PHO

THU DAU MOT, TINH BINH DUONG, VIET NAM

Tén maw Name of sample : TRUNG CHIEN
S6 luong/ Quantity |
Mo ta maw/ Sample description : Mau dung trong bao zip

Ngay nhan miu/ Date of receiving : 14/08/2023
Ngay hen tra KH/ Date of issue : 17/08/2023

STT/| Chi tiéu kiém nghi¢m/ | Pon vi tinh/ Két qua/ Phwong phaip/
No Parameters Unit Result Test method
1 Escherichia coli g Khéng phat hién ISO 16649-3:2015 (*)
2 Salmonella spp. 125g Khéng phat hién TCVN 8342:2010 (*)
&) Phuong phip duge VILAS cong nhin/ Method is accreditated by VILAS.
Phu trach phong thir nghiém/ TUQ. GIAM DOCLPER PRO. DIRECTOR
Officer in charge of laboratory TRUONG ’ DNGHTEAD OF DIVISION
. il
TS, Truong Huyub Ach V8 Poan Thj Bi Hanh

1/ KET QLA MAY CHI O GRA TR TREN MAL THUWA SU DUNG DF PHUC VU NGHIEN CUUL KET QUIA NAY KHONG CO GIA TRIBE DANH GIA CHAT LLIONG SAN PHAM HANG HOA/
THIS RESULT 15 ONLY WALID ON TESTED SAMPLE. WHICH IS SERVED FOR RESEARCH. THIS RESULT IS NOT VALID TO EVALUATE THE QUALITY OF PRODUCTS AND GOODS.
2/ CASE LA PHONG THI NGHIEM BRI CONG NHAN THEO 1SO 17025:201 7 (VILAS 092)/ CASE IS AN ACCREDITED LABORATORY ACCORDING TO IS0 17025:2017 (ILAS 092,
¥ Théng tin vé mdu duoc ghi theo yéu ciu cia khich hang/ The sampie information is written as customer's request.
4/Khding duicc 550 chip 1oan bé hoge mdt phisn kit qui niy dudi btk hinh thic ndo néu khang duge sy déng y bing van bin cia CASE/
No fully or partial of this result may be reproduced in any form without prior permission in writing froen CASE.
3 i TH E] — — -
102 Na ¥ P Ba Kao, T i " Fl F268, Buong 55 6, KDC 586, P Fru Thil Ca Rang. Can Tho g BE, KEIT Lé Hdng Phong I, P Pruac HE Nba Trang, Kindeh |
+ 180005 | (B4 292) 3918217 - 3918 718
a2 7 o0 7 . v

2N ; nhanmaucantho@casewn

vanphongmigntrung@casavn
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