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PHU LUC |
1.25 DUNG DJCH RUA VET THUONG

Djnh nghia

Dung dich nra vét thuong 1a nhing dung dich nude vo
khuan véi dung tich lan, dugce su dung dc rtra cie khoang
co thé, cac vét thuong ha va bé mat tiép xtc trong qud
trinh phéu thuat.

Sén xudt

Dung dich nira vét thuong dugc diéu ché bing cich hoa tan
mot hojic nhiéu dugc chat, chét dién gidi va nhirng chéit co
tinh thim thau trong nweée dé pha thuoc tiém hoic chi riéng
1a nude dé pha thuoc tiém.

Ché phiam phai dwgc dan nhan la Dung dich rira vt
thuong. Céc dung dich nay thudng dugce diéu chinh dat d¢
ding trurong doi vOi mau.

Dung dich rira vét thuong duge déng goi don lidu trong
cac 46 dung. bé dyng va nit phai dap lrm, céc quy dinh
cua Do dung ding cho ché phﬁm thude tiém (Phu luc
17.1; 17.3.2), nhung b phén thoat dung dich cua do dung
nay phas khong dugc tuong thich voi bo diy truyLn dich.
Khong cho phép dung bo day truyén dich dé dan truyén
Dung dich rira vét thuong khi sir dung.

Nhimng nguyeén liéu dugce dL‘mg va céc phuorng phap ap
dung trong qua trinh san xuit Dung dich rira vét thuong
phai dam bao tinh v6 khuin va ngin ngilra sy xam nhdp cua
cac chét gdy 6 nhi®m ciing nhu sy phét trién cia vi sinh vit
(Phu luc 16.1).

Trong qué trinh déng goi phai dam bao mot lwgng nho ché
ohdm c6 thé lay ra duge tir d6 dung.

Yéu cdu chat lrgng
Klem tra trong diéu kién anh sang thich h(;rp, Dung dich
nira vét thuong phai trong va khéng c6 céc tiéu phén.

Yéu cau vé Tinh chit, pH, Dinh tinh, Dinh lugng, Thé

tich va cdc yéu cdu ky thudt khdc

Theo quy dinh trong chuyén ludn riéng.

Thir vé khuin

Phai v6 khuan (Phuy lyc 13.7).

Npi dpc t6 vi khudn

Duéi 0,5 EU/ml ché pham (Phy lyc 13.2).

Chit giy sit

Nhimg ché phim khéng klem tra ndi doc t6 vi khudn phai
déap img phép thir chat gay sot (Phu luc 13. 4) véi lidu tiém

10 ml ché pham/kilogam khdi lugng co thé cia tho, trir
nhimg chi din khac.

Béo quén - Ghi nhéin

Theo quy dinh hién hanh va ghi r3:

Ché phim khéng dugc sir dung dé tiém.

Ché phim chi dugce phép diung mot lan va toan b phﬁn
thude con lai phai loai bd.

Béo quan noi khé mat.

Ché phim thudng ding
Dung djch rira vét thuong clorhexidin.
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Dung djch rira vét thuong glucose.
Dung djch rira vt thuong glycin,
Dung dich rira vét thwong natri clorid.
Dung dich rira vét thuong natri citrat.

1.26 YEU CAU CHUNG DOI VOI CHE PHAM
PROBIOTIC

Chuyén lufin ndy huémg diin phwong phép dinh tinh, dinh
lugng, thir Gidi hl,m nhiém vi sinh viit va cic yéu clu ky
lhu{tl d6i vai ché phim Probiotic,

Ché pham Probiotic ¢in dul chc yéu clu quy dinh khac
trong chuyén lufin chung vé cic dang bao ché nhy vién
nén, vién nang, vién nang mém, bot thude hofic gel nhai,.,

Pinh nghia

Probiotic 1a nhing vi sinh véit séng, khi sir dyng voi sé lwgng
du 1ém s& dem lai lgi fch cho sirc khoe ctia ngudi sir dung,
Probiotic thudng duge dinh tinh dén clp do chiing (strain)
vi ¢dc dife tinh cia chung 13 diic trung riéng cia timg chung,

Phwong phdip sdn xudit

Probiotic dugce sdn xudt b’ing phuong phép ién men trong
céc thiét bj chuyén dung trong diéu kién nuéi cﬁy nghiém
ngit. Méi truong 1€n men dugce diu chinh theo diic tinh
ctia tirng lodi hofic tirng ching vi sinh vt va thudng chira
céc chit dinh dudng nhu protein, carbohydrat, vitamin vi
khoang chét. Chiing vi sinh vt dugc nhin 18n va phat trién
trong cac diéu kign dd duge thiét lap cin thin. Sau khi
vi sinh vit phat trién, tién hanh thu Iuy sinh khéi, thuong
sit dyng phuong phap ly tim. C6 thé thém vao sinh khéi
Probiotic cdc chét bdo vé thich hop, sinh khdi duge dong
khé hoiic phun sy lanh dé chuyén thanh dang bét. Nguyén
liéu duoc san xudt bing cach tron mdt hodic nhidu sinh
khéi ching vi sinh véit véi chit don, chit pha loding phu
hgp. Nguyén ligu tiép tuc duge xir ly dé san xudit thanh
phidm vé&i cac dang bz‘to ché khic nhau, vi du: vién nén,
vién nang, vién nang mém, bt hoiic gel,...

DPinh tinh vi sinh vit

Céc Probiotic (vi sinh vt sdng) trong chuyén lufin ndy
dugce dinh tinh dén cﬁp dd chi va loai hodic dén cﬁp do
chiing theo yéu céu ciia cac chuyén lu@in riéng. Dya trén
cac théng tin tir vige danh gia mire d§ an toan va cic nghién
clru trén ngudi ma viée quy dinh thanh phim Probiotic
phai duge bao ché tir cae ching vi sinh vt trd nén phd
bién, do viiy viéc dinh tinh vi sinh vit dén clip 40 ching la
cén thiét dé xdc minh dung én ching duge ghi trén nhin
sdn phdm thwong mai. Trong chuyén ludn ndy, vigc dinh
tinh dén cﬁp d§ ching cac Probiotic dugce thyre hi¢n biing
phén &mg chudi polymerase (k¥ thuft PCR) véi mdi dic
hiéu dugc khuyén khich sir dung. Quy trinh djnh tinh
cdac chiung thudc chi Lacrobacillus va Bifidobacterium
bﬁng ky thudt PCR vdi cdc mdi diic hiéu duge trinh bay
& dudi diy.
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Dinh tinh cdc chung thugc chi Lactobacillus va
Bifidobacterium bang ki thudt PCR véi cdc méi dgic hiéu
Trir khi ¢6 chi ddn khéc trong céc chuyén luan riéng, tién
hanh dinh tinh theo quy trinh chung sau d4y. Cac hoa chit,
thude thir phai dat tiéu chuéq sir dung cho sinh hoc phan
tir, xem muyc “Hoa chat, thudc thir sir dyung trong nghién
ctru sinh hoc phan tir” va Phu lyc 2. C6 thé sir dung céc
héa chit, thude thir dudi dang thuong phim c6 chét lwgng
phu hop.
PCR master mix': Hén hgp goém Taq DNA polymerase
(62,5 U/mL), dung dich dém 2,5X [kali clorid 125 mM,
tris-hydroclorid 75 mM pH 8,3, va magnesi (Mg?")
4 mM], va 500 pM ciia mbi deoxynucleotid (ANTP)' hoiic
céc_:_ master mix thuong mai tuong duong.
Hén dich mdu: Chuan bi hén dich mAu Probiotic trong
dung dich dém TE 1X (TT) cé ndng d6 100 mg/ml (c6 thé
str dung dung dich dém TAE 1X, dung dich dém TBE 1X
néu can thiét).
Cap méi: Sir dung cap mdi dac hiéu, cho tirng chung vi
sinh vat theo chi dan trong chuyén luan riéng. Pha dung
dich mbi géc ¢6 ndng dd 100 uM bang dung dich dém, tiép
tuc pha loang dén ndng d6 25 M béng dung dich dém. C6
thé bao quan dung dich mbi pha loang c6 nong d6 25 pM
¢ -20 °C.

Mau thir: Dbi v6i méi cap méi dac hiéu, chuan bj dich
chita 10 pL PCR master mix, 1 pL dung dich méi xudi (25
uM), 1 pL dung dich mdi ngugce (25 pM) va 12 pL nude
v6 khudn, 1 uL hén dich miu hodc pha theo khuyén cdo
cuia master mix thuong mai khac dugc sir dung.

Mdu chimg am: Tuong tir nhu thanh phan ciia miu thir,
thay 1 pL hén dich mau bang 1 uL nwéc vé khudn.

Mau chimg deong (néu co) Tuong tur nhu thanh phén cia
mau thir, thay hdn dich mau bang | uL miu chuan tuong img.
Tién hanh: Tlen hanh phan mg PCR trén méu thir, mau
chimg dm va méau chirng dwong véi cing may tao chu trinh
nhiét thich hop. Trir khi c6 chi dan khac trong chuyén luén
riéng, tién hanh phan g theo chu trinh nhiét nhu sau:
Chu trinh nhiét: Buoc 1: U céc miu & 95 °C trong 7 min
dé tach chiét DNA; Budc 2: 0 & 95 °C trong 30 s; Budc
3: 0 & nhiét do theo chi dn trong chuyén luan riéng trong
30 s; Bude 4: 1 ¢ 72 °C trong 30 s. Lip lai cac budce 2 dén
budc 4 trong khoang tir 30 dén 34 chu ky,u & 72 °C trong
5 min va gir 6 4 °C. Pbi véi cdc miu P]’OblOth kho tach
chiét DNA can nghién ctru quy trinh xu ly mau phu hop.
Dién di san phdm phan tmg PCR cua mau ter, mau chimg
duong, miu chimg 4m. Co6 thé sir dung hé théng dién di tr
dong kém bd kit DNA (automated on- Chlp electrophoresis
system) theo hudng din cua nha san xuét.

Str dung gel agarose cO ndng d¢ phi hgp khoang 1 % (kl/tt)
trong dung dich dém TAE 1X (TT)/dung dich dém TBE 1X
(TT). Nhugm gel bing dung dich ethidium bromid (TT)
0,5 mg/mL va rira gel bing nudc.
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Thén trong: Ethidium bromid (TT) 1a mot chét doc hai va
c6 kha nang gy dot bién nén & budc rira gel bing nudc thi
nude sau khi rira phai thu hdi va xir Iy theo hudng dan xir
ly hoa chét ddc hai. Str dung thlet bi bao h§ ca nhan thich
hop (deo ging tay nitril) khi tiép xuc thudc thir nay. C6 thé
str dung thude nhuom phu hgp khac.

Sir dung thang chuan DNA phu hgp dé xac dinh kich thudc
cta san pham khuéch dai. Dé thuan l¢i cho viéc so sanh
kich thudc cac san pham khuéch dai gen, nén dit thang
chuén & lan dau tién va lan cudi ciing trén ban gel.

Két qua phan tmg PCR mau chimg im phal khong cé bat
ky san pham khuéch dai gen nao. Néu méu chimg am Xuét
hién san pham khuech dai gen, tlen hanh lai phan img PCR
véi miu thir, miu chirmg 4m va mau chimg duong (néu co).

Tiéu chudn chdp nhdan: Phai dat quy dinh theo chuyén
luén riéng.

Pinh luong

Chuyén luén nay dwua ra quy trinh dinh lugng cac loai vi
khuén thudc chi Lactobacillus va Bifidobacterium. Cac

phuong phap thay thé, bao gom ca cac phuong phap
dodng, co thé dugc str dung néu dugc chimg minh la tuong

duong.

Dinh lwegng cdc lodi vi khudn thugc chi Lactobacillus va
Bifidobacterium

Trir khi c6 chi dan khac trong chuyén luan riéng, tién hanh
dinh lugng cac loai vi khuan trong chi Lactobacillus va
Bifidobacterium theo quy trinh sau:

Mbi truwomg thach MRS Lactobacilli: Chuan bi méi trudng
¢6 cong thirc nhu sau hodc sir dung méi truéng thuong
phim cé sin.

Proteose pepton 10,0 g
Cao thit bo 10,0 g
Cao nim men 50g
Dextrose 20,0 g
Polysorbat 80 10g
Amoni citrat 20g
Natri acetat 50¢g
Magnesi sulfat 01g
Mangan sulfat 0,05g
Dikali hydrophosphat 20g
Thach 150 g

Hoa céc thanh phan méi trwomg thach MRS Lactobacilli
trong 1 L nwoc trong binh nén hodc cbe c6 dung tich pha
hgp. Pun dén s6i, vira dun vira khudy trén bép nong. Pun
s6i trong khong qua 1 min dé& moi tn.rfmg hoa tan hoan
toan, sau d6 tiét khuin méi trnrémg trong ndi hap theo quy
trinh d4 dugc tham dinh. M6i trudng dugce gitr 6n nhiét &
khodng 45 °C trude khi sir dung. Moi truong sau khi tigt
khuan néu khong sir dung ngay co thé dé ngudi moi trudng
sau d6 bao quan 2 °C dén 8 °C.

Mbi trieéng long MRS Lactobacilli: Chuén bj mdi trudmg
co cong thirc nhu sau hodc sir dung méi trudmg thuong
phdm c6 sin.
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Proteose pepton 10,0 g
Cao thit bo 10,0 g
Cao nam men 50¢g
Dextrose 20,0 g
Polysorbat 80 1.0g
Amoni citrat 20g
Natri acetat 50g
Magnesi sulfat 0,lg
Mangan sulfat 0,05¢g
Dikali hydrophosphat 20g

Hoa céc thanh phan mdi truong long MRS Lactobacilli
trong 1 L mwedc tinh khiét trong binh nén hoic coc co dung
tich phit hop. Pun dén s6i, vira dun vira khudy trén bép
nong. Pun sdi trong khong qua 1 min dé méi truong hoa
tan hoan toan, sau dé tiét khuan méi truong trong noi hép
theo quy trinh da dugc tham dinh. Méi truomg sau khi tiét
khuin néu khong sir dung ngay c6 thé dé ngudi moi truong
sau d6 bao quan 2 °C dén 8 °C.

Dung dich pepton pha loang: Chuén bj dung dich pepton
0,1 % (kl/tt) va diéu chinh dén pH 7,0 bang dung dich acid
lactic (TT). Tiét khuin dung dich trong ndi hép theo quy
trinh da dugc tham dinh.

Hén dich méau: Trir khi ¢6 chi din khac trong chuyén
luan riéng, can khoang 11,0 g bot mau Probiotic vao
thi polyetylen v khudn (t4i ddp mau). Thém 99 ml méi
trieong léng MRS Lactobacilli da tiét khudn vao tai (méi
trrdng dugc dé ngudi dén nhiét d6 phong). Tron bang may
lic co hoc dén khi thu dugc hén dich miu déng nhét hoic
sir dung méay dap mau (Stomacher) véi toc do 230 rpm
trong 30 s. Giir hén dich miu & nhiét do phong trong
30 min d& phén tan miu Probiotic trong méi trieong long
MRS Lactobacilli, sau d6 tron tiép voi toc dd 230 rpm
trong 30 s thu dwgc hdn dich miu cé d6 pha logng 107. Co
thé xir Iy mAu Probiotic bing quy trinh khac véi huéng dan
trén néu dugc chirng minh 13 phi hop.

Trong diéu kién v6 khuan, sir dung cac dau pipet v khuan
c6 mang loc, tién hanh pha loang bang cach 1iy 1,0 ml hén
dich miu c6 d¢ pha lodng 10! vio chai v6 khudn chira
99,0 ml dung dich pepton pha loéing, thu dugc hén dich
mau c6 d¢ pha loang 107, Tiép tuc pha loang nhur trén dén
khi thu duoc hdn dich mau c6 do pha lodng cudi ciing dy
kién chira 25 dén 250 CFU/ml. Lic déu cac chai hén dich
mau pha lodng trudce khi tién hanh thir nghiém.

Tién hanh: Trong diéu kién vé khuin, sir dung 3 diu
pipet vd khuan c6 mang loc, hut riéng biét 1,0 ml hén
dich miu da pha loang vao ba dia petri v6 khuan kich
thude 15 mm x 100 mm, duge ghi nhin thich hop, sau
dé 46 khoang 20 ml dén 25 ml méi truomg rhach MRS
Lactobacilli ¢6 nhigt do khoang 45 °C vao mdi dia. Pay
nép dia pem sau khi 46 méi trtr(‘mg thach, sau d6 xoay nhe
cdc dia dé tron déu hén dich miu vao moi truomg thach.
Lap lai quy trinh nay v6i cac hdn dich mAu c6 d§ pha lofing
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khac. Chuin bj mot dia mau trﬁng chi chira méi truomg
thach MRS Lactobacilli va dia mau trﬁng thir hai chira
1,0 ml dung djch pepton pha loang tron v&i moi truong
thach MRS Lactobacilli. D¢ yén céc dia & nhiét do phong
trén mot bé mat b{mg phéng cho dén khi thach dong, u cac
dia petri & 36 °C dén 40 °C trong 3 ngay dén 5 ngay trong
didu klen ky khi. Sau thi gian u, dém sb luong khuan lac
& mdi dia. Lua chon céc dia co 25 den 250 khuin lac dé
tinh két qua. Tinh gia trj trung binh 50 khuan lac cua 3 dia
c6 cling nong d6 pha lodng va tir d6 tinh s khuén lac theo
don vi CFU/g.

Gioi han chc?}) nhan: Phai dat quy dinh theo chuyén luan riéng.

Gidi han nhiém vi sinh vat

Mirc dé tap nhiém vi sinh vat, vi sinh vét gdy bénh cin
duge quy dinh trong cdc chuyén ludn riéng dé dam bao
chét lugng cua ché phim Probiotic. Mirc Gi6i han nhidm
vi sinh vat dugc quy dinh trong Bang 1.26.1 va Bang
1.26.2. C6 thé sir dung cac quy trinh thay thé, bao gbm
ca cac phuong phap tr dong neéu dd duoc chimg minh 1a
twong twong. C6 thé sir dung céc phuong phap thich hop
(vi du: pha loang, dung dich dém hodc mang loc) dé trung
hoa céc yéu té tre ché, vi du nhu san phim acid tw do ciia
qua trinh tang sinh céc vi sinh vat Probiotic c6 thé din dén
két qua am tinh gia. Cén tién hanh danh gia su phu hop
phuong phap thir Giéi han nhiém vi sinh vat. CAn d4nh
gid lai sy phu hop cua phuong phap khi thay ddi didu kién
thir nghiém hoac thay déi cong thirc san phim c6 thé anh
huong dén két qua cia thir nghiém.

Téng sb vi sinh vgt tap nhiém

Trir khi cé chi dan khéc trong chuyén luan riéng, phuong
phép thir va gidi han tong sO vi sinh vét tap nhiém trong
nguyén liéu va thanh phidm Probiotic ding dudmg udng
duoc quy dinh trong Bang 1.26.1.

Bang 1.26.1 - Phuong phap thir va gi¢i han tong sb vi
sinh vt tap nhiém trong nguyén li¢u va thanh phim
Probiotic ding dudmg udng

7 =, o Gidi han chip
‘l:,hetl".h‘t‘.'“ G :ﬁ“ P | phuong phip thir | nhdn (CFU/g |
robiotic nhiém . | hoac CFU/ml)

Vi khuén | x4 Xac dmh tong s vi
. khéng sinh | khuan khong sinh <5x10°
Vi khuan acid lactic | acid lactic ‘ ‘
khéng sinh —  E— = = i
bao tir | Phuwongphdp xac
Téng s6 nam | dinh tong so vi sinh <10?
viit - Phu lyc 13.6 |
; wr & Phuong phéap xac
V!hk;l: a?ﬂ_ Téng sé nAm | dinh tdng s6 vi sinh < 10?
Stnh bdo vat - Phy luc 13.6
[resst £ . Phuong phap xdc
Ném Tor:g EO wkshl?h dinh tdng s6 vi sinh < 10!
| Vel eY viit - Phy luc 13.6

Vi sinh vit gdy bénh
Trir khi ¢6 chi din khéc trong chuyén luén riéng, phuong
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phép thir va gi¢i han vi sinh vat giy bénh tap nhiém trong
nguyén li¢u va thanh phiam Probiotic ding dudng udng
dugc quy dinh trong Bang 1.26.2.

Bang 1.26.2 - Phuong phép thir va giéi han vi sinh vat
gdy bénh tap nhiém trong nguyén liu va thanh phém

Probiotic diing duémg uong
N i .
. | L Tiéu chudn
~ Chéphdm | Chi tiéu tap Phuwong phép |  chép nhén
| Probiotic nhiém thir (CFU/g ]
S hodc CFU/ml) [‘
. ) Phuong phap
| Escherichia | :;:ch i';{hg;l Khéng dugce ¢
' Vikhuin coli bénh - Phy lic trong 10 g
khéng sinh 13 6 |
haotiy Vi [=—————t— i R—
khuén sinh | Phuang phép |
bao tir; Ndm | xac dinh vi Khéne d i
Salmonella ( sinh véat gdy ong ug i
| bénh - Phu luc trong 10 g
L I3 6

Can quy dinh thém khéng dugc ¢6 Listeria monocytogenes,
Staphylococcus aureus hodc Pseudomonas aeruginosa
néu | nguyén li¢u hoac thanh pham Probiotic c6 nguy co tap
nhiém cac vi sinh vat nay. Déi véi cac ché phim Probiotic
dung cho tré so sinh can quy dinh thém khong dugc cé
Clostridium perfringens va Cronobacter sakazakii. Phirong
phap phat hién Listeria monocytogenes, Staphylococcus
aureus, Pseudomonas aeruginosa, Clostridium perfringens
va Cronobacter sakazakii phai 14 phuong phép tiéu chuén
hodc phuong phép di dugc thim dinh.

Xdc dinh tong sé vi khuén khéng sinh acid lactic

Méi truong nuéi cdy

Diéu quan trong cua phuong phap nay la khong cé mat
carbohydrat trong moi trrdng nudi cay.

Thanh phén: Chuin bi méi trudng cé cong thirc nhu sau
hodc sir dung méi trurdomg thuong phdm c6 san.

Pepton tir casein 158
Pepton tir gelatin 758
Natri clorid 50¢g
Thach 10gdén15g
Nudce 1000 ml

Néu sir dung méi truong hoan chinh khé thuong pham:
Thyce hién theo hudng dan cia nha san xuét. Diéu chinh
pH néu cin dé sau khi tiét khuan pH147,5+0,1 625 °C.
Néu chuén bi moi truong tir cac thanh phin khé riéng
lé: Hoa tan cac thanh phén trong nude nong, theo thir ty:
pepton tir casein, pepton tir gelatin, natri clorid. Thém
thach va dun dén sbi, vira dun vira khudy dén khi thach tan
het hodc dun cach thiy trong 30 min. Piéu chinh pH néu
can dé sau khi tiét khuan pH1a7,5+0,1 &25°C.

Méi trudmg dugce giir 6n nhiét & khoang 45 °C trude khi
s dung. Moi truomg sau khi tiét khuan néu khong sir
dung ngay c6 thé dé ngudi moi trudmg sau d6 bao quan
2°C dén 8 °C.
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Chudn bj hén dich mdu: Tién hanh chuén bj hén dich mu
theo Phy luc 13.6, muc “Kiém tra sy phit hgp phuong phap
dém khi c6 mat mau thir”, “Chuan bi miu thi” st dung
dung dich dém phosphat pH 7,2 hodc dung dich phu hop
dé pha loang. )
Chudn bj cdc dia méi truong: Rét 12 ml dén 15 ml moi
trromg da chudn bj vao céc dia petri, & méi truomg dong
dac. Lam khé céc dia, tét nhat 1a dy nip va tp nguoc dia
mébi trudng, U trong ti am & 50 °C trong 30 min.
Tién hanh: Ding pipet vo khudn cho vao mdi dia 0,1 ml
hén dich miu ¢6 d¢ pha lodng thich hop, tién hanh 2 dia
petri déi v6i mdi ndng d¢ pha loang. Ding b dan mau
v6 khudn dé dan nhanh dich ciy mét cach cén than Ién bé
mdt dia, chi y khong cham vao thanh dia. Str dung riéng
b dan miu vo khuédn cho mdi dia. Pay nip, dé yén céc dia
khoang 15 min trén ban dé cho dich cdy hap thu vao cac
dia. Lat up dfa va u ¢ 30 °C trong 72 + 2 h.
Sau khi 1, dém sb lwong khuén lac. Pém cac khuan lac
dic trung dbi vai vi sinh vat tap nhidm trong mdi dia chira
khéng qué 150 khuén lac. Khéng dém cac khudn lac nho
vi chung khéng dién hinh cho céc vi sinh vat tap nhiém.
Théng tin v& ngudn gbc su tap nhiém c6 thé thu duoc bing
cach kiém tra khuén lac c6 mit. Piéu nay c6 thé rat gia
tri do d6 can ghi lai cac loai khuén lac c6 mat (vi dy: ndm
men, méc, Bacillus sp ... thudn ching hay hdn tap).
Tinh két qua
Gifr lai c4c dfa c6 tir 10 dén 150 khuén lac dic trung & hai
do pha logng lién tiép.
Tinh s6 luong, N, vi sinh vt tap nhiém trén gam méu
Probiotic, theo c¢ong thirc sau:
N =C/[(n; + 0,1 x ny) x V x d]

Trong do
C: Tong sb khudn lac dic trung dém duoc trén tat ca cac
dia dugc giit lai;
n;: S6 dia ciia do pha loang thir nhét duoc giit lai:
n,: S6 dia cua d0 pha lodng thir hai dugc giir lai;
d: Hé sb pha lodng trong tng v&i dd pha lodng thir nhat;
V: Thé tich hén dich miu & d6 pha loang thir nhat.
Biéu thi két qua
Lam tron két qua thu duge dén hai chit sé cé nghia. Déi
vé6i chir sb thir ba, 1am tron chit sé thir ba nay dén zero gin
nhét. Néu chit s thir ba nay 12 5 thi lam tron dén sé thép
hon néu chir s6 thir hai 14 chin va lam tron dén s6 cao hon
néu s thir hai 1a 6 1€,
Vidu 234 thanh 230

235 thanh 240

225 thanh 220

236 thanh 240
Néu chi c6 s6 dém nho hon 10, thi bao cdo s6 lugng vi sinh
vt trén mbi gam 1a “it hon 10/(Vxd)” (trong d6 d la gié tri
twong g voi d9 pha loéng thap nht).
Két qua dugce biéu thj bang sb tir 1,0 dén 9.9 nhan véi lay
thira twong Umg cua 10.
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Vi du: Thé tich hdn dijch miu cly vio mdi trudmg 13 1 ml.
() 46 pha lodng thir nhit (107): 83 khudn lac va 97 khuéin lac.
O d¢ pha lodng thr hai (10°Y): 13 khudn lgc va 10
khudn lgc.
Tinh két qua theo cong thire sau:
N =C/n +0,1 xn)xVxd

= (83+97+13+10)/(2 + 0,1 x 2)x1x10? = 9227
Lam tron két qua dén hai chir s6 c6 nghia 14 9200
hodc 9.2 x 10 vi sinh v{it tap nhiém trong mft gam miu
Probiotic.

Listeria

Méi truwomg tang sinh Listeria (BLEB-Base): Chuan bi méi
truong ¢6 cdéng thire nhu sau hodic sir dyng moi trudong
thuong phim cé siin.

B{t khé méi trudmg long casein diu 300g
tuong

Cao ném men 60g
Kali dihydrophosphat, khan 1,35 g
Dinatri hydrophosphat, khan 96¢g
Natri pyruvat 1,1l g
Nude 1000 ml

Tiét khudn méi truomg theo quy trinh di thim dinh. pH
mdoi trudng sau kh: tiét khuén 1a 7,3 £ 0,1. M&i trudng sau
khi ti¢t khuin néu khong sir dung ngay c6 thé dé ngudi méi
trudng sau d6 bao quan 2 °C dén 8 °C.

Dung dich chon lpc: Loc vo khudn timg dung dich sau ddy
trude khi sir dung:

Dung dijch acriflavin hydroclorid 0,5 % (kl/tt);

Dung djch natri acid nalidixic 0,5 % (kl/tt);

Dung djch cycloheximid 1,0 % trong ethanol 40 % (kU/tt).
Chudn bi mau thir:

Trong diéu kién vo khudn, chudn bj tdi ddp méu chira
225 ml méi trudng tang sinh Listeria, 0,675 ml dung dich
acriflavin, 1,8 ml dung dich mudi natri acid nalidixic va
1,15 ml dung dich cycloheximid. Trir khi c6 chi dan khac
trong chuyén ludn riéng, thém 25 g mau Probiotic va
2,5 ml dung djch natri pyruvat 10 % (kl/tt) da Igc v6 khuén
vao tai dip mau va tron déu bing mdy stomacher trong
2 min. Sau khi trén, @ miu & 29 °C dén 31 °C trong 4 h.
Sau th(‘n gian 1, them 0,9 ml moi tn.rfmg tdng sinh Listeria
vdo mau thir, tiép tuc i & 29 °C dén 31 °C trong 44 h dén
46 h. Bun néng miu thir & trén & 95 °C dén 100 °C trong
15 min, sau d6 dé ngudi dén nhiét 4o phong. Tién hanh thir
nghiém ngay sau khi chuén bj miu thtr.

Tién hanh

Str dyng cic bg sinh pham chuén doan Listeria (kit dinh
danh Listeria’) c6 chét lugng phu hop, tién hanh thi
nghiém véi miu chimg dwong, mAu chirmg &m va mau thir
theo huéng din cia nha san xuét. Néu két qua cia méu
thir duong tinh, cén tién hanh thém céc ky thudt khac dé
khing dinh sy c6 mit Listeria. Két qua am tinh duge bao

céo trén khéi lugng miu dem thir (Vi dy: Khéng phét hién
trong 25 g).
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Co6 thé sir dung céc phwong phap khac dé phat hién Listeria
néu phurong phap duge chimg minh 1a trong dwong.

Coliform

Dung djch pha loang Butterfield: Hoa tan 34,0 g kali
dihyvdrophosphat (TT) trong khodng 500 ml meée cdt. Diéu
chinh dén pH 7.2 biing drmg dich natri hydroxyd 1 N (TT),
sau d6 bd sung mede dén 1 L (dung dich gdc). Pha lodng
1.25 ml dung d|ch gocviradu I L biing nude (dung d]ch
pha lodng). Hap tiét khuén dung dich pha lodng trong noi
hiip theo quy trinh da duge thim dinh.

Moéi triwomg long Lauryl tryptose (LST): Chuén bi méi
truomg 6 thanh phén nhu sau, hofic sir dung méi truomg
thiong phim c6 sin, pha theo huéng dén cia nha san xuat.

Tryptose (hoiic trypticase) 20,0 g
Lactose 50¢
Dikali hydrophosphat 275¢
Kali dihydrophosphat 275 ¢
Natri clorid 50¢g
Natri lauryl sulfat 0,1g
Nudce 1000 ml

Hoa céc thanh phin trén trong 1 L nwede (lam dm néu
cén). Chia 10 ml cua dung dich ndy vao cac ong nghi¢m
hoic 1o riéng 1€ ¢6 kich thude 20 mm x 150 mm co nﬁp
viin, mdi lo hodic ong nghiém chira mét ong 1én men (ong
Durham) kich thuac 10 mm x 75 mm da ap ngugc. Mic
dung dich trong éng hodc lo phai bao phu cac ong lén
men da up nguogc. Tiét khuan méi truémg trong néi hép
theo quy trinh di dugc thim dinh. Méi trudong sau tigt
khuén c6 pH 6,8 + 0,1. Moi trudng sau khi tigt khuan néu
khong sir dung ngay c6 thé dé ngudi méi trromg sau d6 bao
quan 2 °C dén 8 °C.

Méi truong long xanh brilliant lactose mgt (BGLB):
Chuén bj méi trudng c6 thanh phan nhur sau hodc sir dung
méi trudng thuong phim cé sin, pha theo huéng dan cua
nha san xudt.

Pepton 10,0 g
Lactose 10,0 g
Mat bo kho 200g
Dung djch xanh brilliant 0,1 % (kU/tt) 133 ml
Nudc 1000 ml

Hoa pepton va lactose trong 500 ml niwege. Thém 20 g mit
bod kho da hoa tan trong 200 ml nwde. Trn va thém nuwdc
dén 975 ml. Diéu chinh pH dung dich d¢én 7,4. Thém
13,3 ml dung dich xanh brilliant (TT) 0,1 %, tron déu sau
d6 thém nuée vira du 1 L. Loc dung dich qua vai cotton.
Chia 10 ml ctia dung dich nay vao cac 6ng nghi¢m hodc 10
riéng 1é c6 kich thuéc 20 mm x 150 mm c6 ndp vin, moi
lo hodic dng nghiém chirta mét 6ng 1én men (6ng Durhan)
kich lhuoc 10 mm x 75 mm da tp ngugc. Mirc dung dich
trong Ong nghiém hofic lo phai bao phu cac onb l1én men da
ap nguge. Tigt khudn méi truromg trong ndi hﬁp theo quy
trinh da dugc thim djnh. Méi trudmg sau tigt khudn c6 pH
7,2+ 0,1.



https://nhathuocngocanh.com/

DUGC PIEN VIET NAM VI

MO6i trumg sau khi tiét khudn néu khong sir dung ngay c6
thé dé ngugi moi trrémg sau d6 bao quan 2 °C dén 8 °C.
Hén dich mdu: Chuyén 25 g mAu Probiotic vao binh v
khuin cia may tron tdc 49 cao. Thém 225 ml dung dich
pha loang Butterfield vao binh, trn déu trong 2 min, thu
dugc hén dich ¢6 4o pha loang 107, C6 thé xir 1y mAu bing
quy trinh khéc véi huéng din trén néu dugce chimg minh la
phu hop véi miu thir,

Chuyén 1,0 ml hén dich trén vao éng chira 9 ml dung dich
Pha loang Butterfield vé khuin, sau d6 tron ki bang may lac
xody thu dugc hdn djch c6 dj pha loang 102, Tiép tuc pha
loding nhu trén dé thu dugc hdn dich c6 49 pha loang 107,
Luuy: Tién_hénh thir nghiém coliform trong vong 15 min
sau khi chuén bj hdn dich mau.

Tién hanh: Dbi véi mdi ndng d¢ pha lodng, hit riéng biét
1,0 ml hén dich miu vao 3 éng chita méi trucng long
LST v khuin da chuén bj (10 ml/éng), dugc ghi nhan

PHU LUC |

thich hgp. Chii ¢ nho tir tir hén dich mau vao thanh ong
mdi trurong, khong cham dau tip pipet vao méi truong va
tranh tao bot khi. U céc éng & 35 °C. Kiém tra sy sinh khi
cua cac cfmg sau 24 h 4, quan sat su thay d6i méi tmc'rc‘;g
trong éng l1én men Gp ngugc hodc sui bot khi khi lac
nhe éng. Ghi lai két qua & tat ca cac ng, sau d6 i thém
cac éng khong sinh khi trong 24 h va ghi lai két qua sau
48 + 2 h. Céc 6ng sinh khi dugc xem l2 duong tinh gia dinh
védi coliform.

Thyc hién phép thir khiang dinh coliform trén céc ong
duong tinh gia dinh (c6 sinh khi). Tir méi éng c6 sinh khi,
chy chuyén mét vong quai cdy sang ong chira méi truomg
léng BGLB, khong lay 16p mang mong (néu c6).

Tinh s Iugng coliform 16n nhét ¢6 thé c6 trong 1 g méu
dua trén ty 1é dng chira mdi truong long LST sinh khi da
dugc kh?mg dinh lai trén ba d§ pha loang lién tiép béng
céch sir dung Bang 1.26.3.

Bdng 1.26.3 - SH lugng coliform Iém nhit c6 thé c6 trong 1 g mAu dua trén ty 1¢ bng mbi trudmg 16ng LST sinh khi da
dugc khang dinh lai trén ba d¢ pha loang 107,102,102

! S6 dng nghig¢m c6 sy phat trién o mng nghiém c6 sir phit trién
ciia coliform S ltrm:g colif(:r "2 | ciia coliform :‘;‘hro'l:g collﬂ:rm
D) pha lodng i '::_l:;gc‘: tghe . Pj pha lodng nzh-:;gu; t:e o
107 107 10 10" 102 10°
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0 | 2 j 1€ 9,3 2 2 1 28
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86 dng nghi¢m co6 sy phit trién
ciia coliform

D{ pha lofing

S6 hrgng coliform
16m nhit 6 thé oo
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< Rét hiém ]\hl xay ra két qua ndy trong (lurc té, cho lhuy co s;r anh hudng dén do héi [)hl,lL vi/hodic xdc dinh cic khuin lac nghi nga
& cdc dg pha loang thap hon. Trong nhimg trrdng hop nay, sé lugng coliform 16n nhét ¢6 thé cé trong | g trong bing cé thé thap

hon nhiéu so véi gia trj thyc,

Enterococci
Moai trieéng thach muéi mét Esculin: Chuin bi méi trudmg

c6 cong thirc nhu sau hodc sir dung méi truong thuong
phdm c6 san.

Cao thit bo 3.0¢g
Pepton 50g
Esculin 1,0g
Mat bo 40,0 g
Sat (III) citrat 05g
Thach 150g
Nudc 1000 ml

Hoa cac thanh phan trong hrqmg nude thich hop, 1am nong
hén hop néu cin. Tiét khuin moi truomg trong ndi hap
theo quy trinh da dirgc thim dinh. pH sau khi ti¢t khuan 14
6,6 = 0,2. Mdi trudng dugc gilr 6n nhiét & khoang 45 °C
truée khi sir dung. Mdi truomg sau khi tiét khuén néu
khong sir dung ngay cé thé dé ngudi méi truong sau dé
bao quan 2 °C dén 8 °C.

Méi truomg Iong tim ndo: Chuan bi méi trudng c6 cong thire
ahu sau hoic sir dung mdi trudng thirong pham c6 sén.

Dich tim ndo 6,0g
Pepton tir mé dong vat 6,0g
Natri clorid 50g
Glucose khan 30g
Gelatin thiy phan bdi pancreatin 145¢g
Dinatri hydrophosphat 25g
Nuéce 1000 ml

Hoa cac thanh phan trong lugng nudc thich hop, dun néng
moi truong dén sbi, vira dun vira khudy. Pun séi trong
1 min de moi truong tan hoan toan. Tiét khuan moi trudng
trong ndi hip theo quy trinh da dugc tham dinh. pH sau khi
tiét khuan la 7,4 + 0,2. Moi truong sau khi tiét khuan néu
khong sir dung ngay c6 thé dé ngudi méi trudng sau d6 bao
quan 2 °C dén 8 °C.

Méi trieemg thach KF Streptococcus: Chuén bj mdi trudng
c6 cong thirc nhu sau hodc sir dung moi truong thuong
phim c6 sin.

Proteose pepton 10,0 g
Cao nim men 10,0 g
Natri clorid 508
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Natri glycerophosphat 10,0 g
Maltose 20,0 g
Lactose 1.0g
Natri azid 04¢g
Do tia bromocresol 0,015 g
Thach 20g
Nude 1000 m|

Hoa cdc thanh phan trong lugng nurde thich hgp, dun néng
moi truong dén so6i, vira dun vira khuay Bun s6i trong
I min d& moi truong tan hoan toan. Bé méi truong ngudi
khoang 45 °C dén 50 °C. Trong diéu kién vo khuan, thém
10 ml dung dich triphenyl tetrazolium clorid 1 % da dugc
loc vé6 khuan. pH sau khi tiét khudn 1a 7,2 + 0,2 & 25 °C
MOi trudmg dugc giir on nhiét & khoang 45 °C trude khi sir
dung. Méi trrong sau khi tiét khuan néu khéng sir dung ngay
c6 thé dé ngudi moi truong sau d6 bao quan 2 °C dén g °C.
Dung dich pepton loang: Chudn bi dung dich pepton
0,1 % (kl/tt) va diéu chinh pH 7,0 bang dung dich acid
lactic (TT). Tiét khuan dung dich trong ndi hip theo quy
trinh da dugc thim dinh.

Chuan bj hén dich mau: Trir khi ¢6 chi dan khac trong
chuyén luﬁn riéng, trong diéu kién vo khuan lay 25 g (hoiic
25 ml) mau Probiotic cho vao 225 ml dung dich pepton
loang trong tui dap mau hodc chai thuy tinh v6 khuan
Ding may dip mau (Stomacher) de phan tan déu miu
Probiotic hojc lic deu néu chira mau trong chai thiy tinh
thu dugc hdn dich miu c6 d pha loang 10°'. Tiép tuc pha
lodng mau 10 lan dé thu dugc cac hon dich mau cé do pha
lodng 102, 1073,...

Tién hanh: D6i véi mdi hdn dich miu c6 d6 pha loing
thich hgp, trong diéu kién vo khudn hut riéng ré 1,0 ml
hén dich miu vao 3 dia petri 15 mm x 100 mm vé khuan,
thém khoang 15 ml méi trieong thach KF Streptococcus
vao mdi dia, tron déu. Song song tién hanh mét dia tring
chi chira méi truong thach KF Streptococcus va mt dia
trang thir hai chtra 1,0 ml dung djch pepton lodng da duge
tron véi méi trwong thach KF Streptococcus. Dé yén cac
dia & nhiét 6 phong cho dén khi thach dong, sau d6 u cac
dfa & 34 °C dén 36 °C trong 48 + 2 h. Sau khi i, dém cic
khuén lac Enterococci gia dinh c6 mau dé va hong.
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Can kh.’ing dinh lai cac khuén lac déc trung moc trén dia
mo: nmmg thach KF Srreptococcus thugc chi Entercocci
cAu khuén Gram duong, xép thanh ddi hozc chu01 ngn).
Thye hién cac budc sau, dé khing dinh. Véi mdi dia mai
truong thach KF Streptococcus, chon it nhat 3 khuén lac
dic trung va cdy riéng ré vao cac dng méi truomg long
tim ndo, i & 35 °C trong 18 h dén 24 h. Vi mdi dia méi
truong thach KF Streptococcus, chon it nhat 3 khuan lac
dac tnmg va cdy riéng ré vao céc ong chira méi trurong
thach muéi mdt Esculin, 4 ¢ 35 °C trong 18 dén 24 h. Sau
khi i ca hai bo dng, thém vao méi ong 1 ml dung dich
hydrogen peroxyd 3 % (TT). Vé&i cac éng méi trieong long
!im ndo, quan sat sy hinh thanh khi (c6 bot khi tuc la phan
ung catalase duong tinh). Tiép tuc quan sat céc éng méi
trieong thach muoi mat Esculin. Phan ung catalase am tinh
khi méi truomg thach mubi mét Esculin bi sim mau hoic
€0 mau den, xac nhan sy c6 mit cia Enterococci.

C6 thé sir dung cac phuong phép khéc di dwroc thim dinh
dé x4c dinh sir c6 mit cia Enterococci.

Béao quan

Diéu kién van chuyén va bao quan phai phu hgp vai timg
chiing cu thé. Trir khi c6 quy dinh khac trong chuyén ludn
riéng, nguyén li¢u Probiotic nén dugc bao quin trong tii
kin chic chén va giir & nhiét do khong qua 4 °C. Cac thanh
pham Probiotic nén duoc bao quén trong d6 dung kin, noi
kho rao, thoang mat.

Ghi nhin

Déi vai nguyeén liéu Probiotic, phai ghi ky hiéu ching trén
nhan. Can ghi tén chi, loai va ching cua cac vi sinh vét
trén nhan nguyén liéu hodc thanh phidm Probiotic. Trong
trudéng hop c6 co so khoa hoc phit hop, ching han nhw
bang chimg khoa hoc vé lgi ich sirc khoe khéng phai do
mot ching cu thé, thi c6 thé ghi tén chi va loai trén nhin
thanh phim Probiotic. Can ghi rd cong thic tat ca cac
thanh phz:in loi khuan trong sudt thoi han sir dung cta san
pham theo don vi CFU/g, CFU/don vi déng g6i, CFU/liéu
hodc twong duong.

MOT SO HOA CHAT, THU(‘)C_ THl:_F SU DUNG TRONG
THU NGHIEM SINH HOC PHAN TU

Agarose

Polysacarid thanh phin chira 1,3-linked pB-d-galacto-
pyranose and 1,4-linked 3,6-anhydro-a-I-galactopyranose.
Chit lugng phi hop cho nghién ciru sinh hoc phén tir.

Dung dich d¢m TAE 1X

Hén hop cac chét hoa tan trong nudc vai nong d6 nhu sau:
Tris-hydroclorid (TT) 40 mM, acid acetic bang (TT) 1 %
va acid ethylendiamintetra-acetic (EDTA) (TT) 1 mM.

Dung dich dém TBE 1X
Hon hgp céc chét hoa tan trong nuéc voi nong do nhu sau:
Tris-base (TT) 100 mM, acid boric (TT) 100 mM va EDTA

(TT) 20 mM.
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Dung dich dém TE 1X ‘
Hén hop cac chét hoa tan trong nudc véi nong dé nhu sau:
Tris-hydroclorid (TT) 10 mM, EDTA (TT) 1 mM.

Acid ethylendiamintetra-acetic (EDTA)
(Ethylenedinitrilo)tetra-acetic acid

C]oHlﬁNIOg = 292,2 ) i

Bot két tinh mau tring hodc hdu nhu tring, rat dé tan
trong nudc.

Nhiét d6 nong chay: Khoang 250 °C kém phan huy.

Dinatri edetat

Dinatri ethylendiamintetra-acetat
C|0H|4N103N32.2H30 = 372,24

Chat lugng phi hop cho nghién ciru sinh hoc phan tir.

Ethidium Bromid

CyHyN3;Br=3943

Bot mau tim dén tim do.

Nuwrée vo khuin

Nuéc tinh khiét vo khuin, khong c6 nuclease, dé dan
dién < 0,0556 puS/cm, phu hop cho nghién ciu sinh hoc
phéan fir.

Tris-hydroclorid

Tris(hydroxymethyl)aminomethan hydroclorid
C4H,;;NO,.HCI = 157,60

Tinh thé khong mau, chét hrong phii hop cho nghién ctru
sinh hoc phan fir.

Tris-base
Tris(hydroxymethyl)aminomethan
C4H“N03 = ]21,1

Bot két tinh mau tréing hodc hiu nhu tring, chit luong phu
hop cho nghién ciru sinh hoc phan tr.

Ghi cha

!5 PRIME MasterMix Polymerase ciia VWR Scientific (www.
vwr.com), AmpliTaq Gold DNA Polymerases ciia ThermoFisher
Scientific (www.thermofisher.com) hodc twong duong.

2 Kit dinh danh Listeria cia bioMérieux, Inc. (http://www.
biomerieux. com) hodc twong duong.

1.27 THUAT NGU DANG THUOC THEO MO HINH
GIAI PHONG (PHONG THICH) DUGC CHAT

Dang thubc gidi phéng quy wéc (conventional-release
dosage form): La dang thudc trong dé khong ding cac
giai phap déc biét thudc vé thiét ké cong thirc va/hodc ky
thuat san xudt dé tac dong dén sy giai phong dugce chat
khoi dang thuoc Véi cac dang thuoc ran, d6 thj hoa tan
phu thudc chu yéu vao tinh chat vén ¢6 cua duge chat, Khi
thir do hoa tan, duogce chét thudng dugc gidi phéng ngay
khoi dang thude, do d6 dang thude giai phéng quy uée con
dugc goi la dang thudc giai phong tirc théi (immediated-
release form).
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