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Tién hanh: Tién he‘lnh phan {mg PCR trén mau thir, miu
chimg 4m va miu chng duong bang méy tao chu trinh
nhiét thich hgp. Tién hanh phan img theo chu trinh nhiét
nhu sau: Bude 1: U & 95 °C trong 5 min; Bude 2: 0 ¢ 95°C
trong 30 s; Budce 3: 1 ¢ 57 °C trong 30 s; Budc 4: i ¢ 72 °C
trong 1 min. Lip lai cic budc 2 - 4 trong 34 chu ky. U tiép
& 72 °C trong 5 min va giit & 4 °C. Trong truéng hgp miu
chimg dwong la mau thir dugc thay cip mbi dic hiéu cho
chung Bifidobacterium longum subsp. longum Bi-05 bang
cdp moi dic hiéu chung cho loai B:ﬁdobac!ermm longum
subsp. longum thi c6 thé chay riéng mau chimg duong véi
chu trinh nhiét phu hgp véi cap mdi duge chon. Chu trinh
nhiét trong nhan ban DNA c6 thé dugc thuc hién theo quy
trinh ciia master mix hoic theo yéu cau ciia enzym str dung.
Phén tich san pham phan (mg PCR cua miu thir, miu
chimg duong, mau chimg 4m bang hé théng dién di tir
dong kém kit DNA (automated on-chip electrophoresis
sys'lem). Tién hanh dién di theo huong din cua nha san
xuat. Ngoai ra, c6 thé tién hanh phrong phap dién di gel.
Str dung gel agarose 2 % (kl/tt) trong dung dich dém TAE
IX (TT). Nhuém gel bang dung dich ethidium bromid (TT)
0,5 mg/mL va rira gel bing nude. Coé thé sir dung thude
nhudém phu hop khac.

Thdn trong: Ethidium bromid (TT) 1a mot chét doc hai va
6 kha ning gy dot bién nén & budc rira gel bang nudc thi
nude sau khi rira phai thu hoi va xir Iy theo huéng dan xir
1y héa chét doc hai. Sir dung thiét bj bao ho c4 nhén thich
hop (deo ging tay nitril) khi tiép xtc thude thir nay.

Sir dung thang chuin DNA phi hgp dé xac dinh kich thudc
cua san pham khuéch dai. Dé thuan lgi cho viéc so sanh
kich thuée cac san phém khuéch dai gen, nén dit thang
chuén & lan déu tién va lan cudi cing trén ban gel.

Néu sir dung DNA ciia ching déi chiéu lam miu chimg
ducmg, két qua phan trng PCR mau chirg duong phdi co
san phdm khuéch dai véi s6 cap base dic hiéu nhu quy
dinh ¢ muc Tiéu chuin chap nhén. Trong trudng hgp mau
chimg dwong sir dung cap mdi dic hiéu chung cho loai, lgét
qua phan img PCR mau chimg duong phai c6 san pham
khuéch dai véi sb cap base dic hiéu nhur trong céc tai liéu
da cong b,

Két qua phan img PCR mau ching 4m phai khong c6 bat
ky san pham khuéch dai gen nao. Néu két qua phén img
PCR miu ching 4m va/hodc méu chung duong khong nhu
mong muén, cén tién hanh lai phan (mg PCR véi mau thi,
mau chimg duong va miu chimg am.

Tiéu chudn: MAu thir phai c6 san phdm khuéch dai gen c6
kich thuéce khoang 164 cip base.

Dinh lrgng

Tién hanh theo chi dan trong Phu luc 1.26, muc Djnh
lwong cdc loai vi khudn thude chi Lactobacillus va
Bifidobacterium ngoai trir thay déi sau.

Mobi truomg thach MRS Lactobacilli: Chuan bj méi trudng co
cong thirc chi din trong Phy luc 1.26 va thém | ml dung dich

INTERFERON ALPHA-2

vé khuan cystein hydroclorid (TT) 5 % (kVit) vao 100 ml méi
trugmg ngay trude khi sir dung.

Gidi han: S6 lugng vi khuan song Bifidobacterium longum
subsp. longum khong it hon 100 % so vdi lugng ghi trén
nhan.

Gidi han nhiém vi sinh vt

Tong sé nam: Khong dugc qua 10?2 CFU/g (Phu luc 13.6).
Téng sé vi khudn khong sinh acid lactic: Khong dugc
qua 5 x 10° CFU/g (Phu luc 1.26).

Vi sinh vt gay bénh

Escherichia coli: Khong dugc c6 trong 10 g (Phu luc 13.6).
Salmonella sp.: Khéng duoc c6 trong 40 g (Phu luc 13.6).
Listeria: Khéng dugc cé trong 25 g (Phu luc 1.26).

Bio quian )

Bao quan trong bao bi cé chat liéu phu hop, kin, bén chic,
khong qua 4 °C.

Ghi nhidn
Phai ghi ddy du tén chi, loai va ching kém theo sé lugng vi
khuan theo don vi CFU/g hodc don vi twong duong.

Ghi chu
' AmpliTag Gold 360 Master Mix ciia ThermoFisher Scientific
(www.thermofisher.com) hoac tuong duong.

INTERFERON ALPHA-2
Interferoni alpha-2

Interferon alpha-2 14 sinh phim & dang long hodc dé
khé c6 chira interferon alpha-2 ngudi, tai td hop.
Interferon alpha-2 dang l6ng 14 dung dich trong suédt
khong mau.

Interferon alpha-2 dong kho ¢ dang khdi x6p, tring min,
dé hoa tan trong nuéc thanh dung dich trong sudt.
Interferon alpha-2 dugc diing dé khang virus, irc ché ting
sinh t& bao ung thr va c6 chirc ning diéu hda mién dich.

Sén xuit

Interferon alpha-2 dugc san xuét theo cong nghé tai to
hop ADN: Gen ma hoa interferon alpha-2 dugc tach tir
té bao lympho ciia ngudi va dua vio vector biéu hién;
Sau d6 vector nay dugc dua vao vi khuan. Vi khuan nay
dwoc nudi cdy trong moi trudong dic biét dé thu sinh khéi
va sau do dung k¥ thudt sinh hoa tach chiét va tinh sach
interferon alpha-2. San phim dugc déng ong hoic dong
khé véi ham lugng interferon alpha-2 khac nhau tuy theo
muc dich sir dung.

Nhéin dang

Interferon alpha-2 dugc nhén dang thong qua sy giam hoat
tinh khéng virus ctia né trén té bao nhiém sau khi trung hoa
v6i khang thé don dong khang interferon alpha-2.

Vit ligu

Interferon alpha-2 thir nghi¢m.

Khéng thé don dong khéng interferon alpha-2.
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Té bdo MDBK (Madin-Darby Bovin Kidney - Té bao
thiin bo).

Virus gy nhiém VSV (Vesicular Stomatitis Virus - Virus
ghy viém vom hong) da chuén do.

Moi trudmg MEM (Minimum Essential Medium) c6 chira
huyét thanh bao thai bé (Fetal Bovin Serum, FBS).

Dung dich trypsin 0,25 %.

Phién nhya vé trung, 96 gleng, day bé’mg

Phurong phdp tién hanh

Ngay th 1:

Pha khéng thé don dong khéng interferon alpha-2 vgi moi
trrdmg MEM 2 % FBS de 6 dung dich chira 200 1U/ml.
Tron déu 3 lo dén 5 lo mau thir nghiém va pha loang bing
MEM 2 % FBS dé c6 dung dich chira khodng 200 1U/ml
(tury vao ham lugng interferon alpha 2 ghi trén nhan).
Trung hoa: Tron déu | ml interferon alpha 2 da pha loang &
trén v6i 1 ml khang thé don dong khéng interferon alpha-2,
U ¢ 37 °C trong 60 min.

Nh6 100 pl mdi trudmg MEM 5 % FBS vao tit ca céc giéng.
Nho 100 pl dung dich mau thir nghiém da pha loang ¢ trén
vao giéng thir nhét ciia phién (A1). Pha loang uep béc 2 cho
dén hang gleng thir 12 (A12) loai bo 100 pl & giéng A12.
Nho 100 pl dung dich mau thir nghiém da trung hoa véi
khang thé don dong khang interferon alpha 2 vao hang
giéng thir hai cua phién (B1). Pha loang tiép bac 2 cho dén
hang giéng thir 12 (B12), loai bo 100 pl & gleng B12.

Nho 100 pl dung dich té bao MDBK c6  nong d6 6 x 10°
dén 8 x 10° té bao/ml vao toan bg cac gleng

Phii gidy dan, diy nap phién va dé & ti 4m 37 °C, 5 % CO,
trong vong 18 h dén 24 h.

Ngay thir 2:

Kiém tra su phat trién cia té bao MDBK ¢ cac giéng té bao
chimg, té bao phal moc duoc mot lorp kin.

Loai bo nudc ndi trong tit ca cac giéng cua ph1en

Pha dung dich virus giy nhiém VSV véi méi truong MEM
2 % FBS dé c6 chira 100 dén 200 CCIDsolml Nho 100 ul
aung dich virus gay nhiém VSV nay vao tat ca cac giéng.
vhu gidy dan, ddy nip phlen va dé 0 & ti 4m 37 °C, 5 %
CO, trong vong 18 h dén 24 h.

Ngay thir 3:

Kiém tra sy hiy hoai cua t& bao nhidm virus duéi kinh
hién vi & cac giéng nho dung dich interferon alpha-2 sau
trung hoa, ty 1é huy hoai té bao phai dat trén 90 %.
Nhuém té bao véi tim gentian: Thém 50 pl dung dich tim
tinh thé (TT) vao mdi giéng, tron déu, dé yén 10 min. Loai
bo dung dich tim tinh thé con dur, rira phién bang muée. Dé
phién khé & nhiét do phong Nho 50 pl 2-methoxyethanol
vao tit ca céc giéng. Lic nhe phién trén may lic trong
vong 10 min. Do d9 hip thu (Phy luc 4.1) & bude song
540 nm bang may doc ELISA.

Tiéu chuan danh gid: So sinh 4 hép phu giira cic giéng
trong (g cua 2 loai dung dich thir nghiém trude va sau khi
trung hoa véi khang thé don dong khang interferon alpha-2:
D hép thy cia céc giéng sau trung hoa phai nho hon.
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Hi¢u gid

Hiéu gid interferon alpha-2 dugc xdc dinh bing chudy
d6 hoat tinh khang virus ciia méu thir nghi¢m trén té bao
MDBK.

Hiéu gié cua Interferon alpha-2 thir nghi¢m dugc tinh theg
miu chuin qudc té interferon alpha-2 tdi td hop.

Vit li¢u

Interferon alpha-2 chuén quéc té.

Interferon alpha-2 thir nghi¢m.

Té bao MDBK.

Virus gdy nhim VSV da chuén d¢.

Mbi trudng MEM c6 chirta huyét thanh bao thai bé.

Phién nhya vé tring, 96 giéng, déy bang.

Phuong phdp tién hanh

Ngay thie 1:

Pha loang miu chudn qudc t& vai MEM 2 % FBS dé ¢4
dung dich chira 100 [U/ml.

Tron déu 3 lo dén 5 lo mu thir nghi¢m va pha lodng bing
MEM 2 % FBS dé c6 dung dich chira khoang 100 1U/m|
(tiy vao ham luong interferon alpha-2 ghi tren nhin).

Nho 100 pl moi truéng MEM 5 % FBS vao tit ca cac gleng
Nho 100 ul dung dich da pha loang cua mau chuin quéc té
(MCQT) v miu thir nghiém vao mdi giéng trong cot thi
nhét cua phién. Déi véi MCQT nho 2 giéng (BI, C1) va
mau thir nghiém nhé 5 giéng (D1, E1, F1, G1, H1).

Pha lodng bac 2 lién tiép cho dén cot thir 12 thi loai bo
100 pl.

Nhé 100 pl dung dich té bao MDBK c6 ndng dd 6 x 10°
dén 8 x 10 t& bao/ml vao toan bd cac giéng.

Phu gidy dan, ddy nip phién va dé & ti 4m 37 °C, 5 % CO,
trong vong 18 h dén 24 h.

Ngay thir 2:

Kiém tra sy phat trién cia té bao MDBK ¢ céc giéng
ching “té bao” (giéng A1 dén A6), t& bao phai moc dugc
mot 16p kin.

Loai bo nuée ndi trong tat ca cac giéng cia phién.

Pha dung dich virus gdy nhiém VSV véi méi truong MEM
2% FBS dé c6 chira 100 dén 200 CCIDs¢/ml. Nho 100 pl
dung dich virus gy nhiém VSV vio tat ca céc giéng trr
giéng chimg * ‘té bao”.

Phu gidy dén, ddy nap phién va dé & ti 4m 37 °C, 5 % CO,
trong vong 18 h dén 24 h.

Ngay thir 3:

Kiém tra su huy hoai cta virus ddi véi té bao dudi kinh
hién vi, ¢ cac gleng ching “virus™ (gleng A7 dén A12) ty
1¢ huy hoai phai dat trén 90 %.

Nhudm té bao voi tim gentian: Thém 50 pl dung dich tim
tinh thé (TT) vao mdi giéng, tron déu, dé yén 10 min. Loai
bo dung dich tim tinh thé con dur, rira phién béng mréc. Bé
phlen kho & nhiét dQ phong Nho 50 pl 2-methoxvethanol
vdo tit ca cac giéng. Lic nhe phién trén may lic trong
vong 10 min. Do d¢ hap thu (Phy lyc 4.1) & bude song
540 nm bing may doc ELISA.
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Tinh két qua:
Tinh d hap thu 50 % theo cong thirc:

Aso= (A +A)2
Trong do:
A lado hap thy trung binh cia cac gleng chimg “té bao™;
A, 12 o hap thy trung binh cua cac gieng chimg “virus”.
Xéc dinh hi¢u qua bao vé 50 % té bao cua interferon alpha-2
mau thir nghiém va miu chuin quéc té theo cong thirc:

N=n+(A,-Asx)(A,-A,.)
Trong do:
N la so thir tr cuia gleng 6 dd bao vé té bao 50 %;
n lasd thir fur cua gleng co do hap thu > 50 %:;
A, ladd hap thu cua gleng thit “n”;
A+ 12 d6 hap thu cua giéng thir “n+l”.
Tinh hiéu gia theo céng thirc:

Hiéu gia (%) = 100 x 2(Ntn-Ns)
Trong do6:
Ntn 13 vi tri giéng ma & d6 interferon alpha-2 thir nghiém
béo vé dugc 50 % té bao;
Ns la vi tri giéng ma & d6 interferon alpha-2 chuin quéc té
bao vé duoce 50 % té bao.
Tiéu chudn
Mau interferon alpha 2 thir nghiém chi dat yéu cau khi
hiéu gia tinh dugc phai dat tir 70 % dén 150 % ham luong
ghi trén nhan.
An toan chung
Véi liéu tiém 1a 15 triéu TU/5 ml d6i véi 1 chudt lang va
1 triéu TU/0,5 ml dbi véi 1 chudt nhat (Phu luc 15.11).

Chit gay sot

Mau interferon alpha-2‘th1'r nghiém duge pha loang vai
nude mudi hoi chinh, dé cé néng d6 600.000 IU/ml (Phu
luc 15.12).

Vé khuén )

Pat vd khuan (Phu luc 15.7).

P§ 4m tdn du (dbi v6i dang dong kho)

Khéng lén hon 3 % (Phu Iuc 15.35).

pH
7,0 £ 0,5 (Phu luc 15.33).

Poéng goi, bio quan

Dong goi: Ham lugng interferon alpha-2 dugc dong goi
tuy theo nha san xudt: 3 triéu [U/lo, 4,5 trlf;u [U/lo, 6 triéu
1U/19; 90 g/lo, 180 pg/lo, kém theo nude héi chinh.
Interferon alpha-2 dong khd phai bdo quan & nhiét df tur
2 °C dén 8 °C, tranh 4nh sang.

Nhén, hjp ‘

Nhimg thdng tin d6i véi nhin, hop, t& huéng dan sir dung
phai dap img quy dinh hién hanh.

LACTICASEIBACILLUS CASEI

LACTICASEIBACILLUS CASEI
Lacticaseibacillus casei

Pinh nghia

Lacticaseibacillus casei (trugc day goi la Lactobacillus
casei) 12 vi khuan sinh acid lactic, Gram duong, hinh que,
khong sinh bao tir, vi khuén hiéu khi, ky khi tiy y, 1én men
ddng hinh. Té bao khong di déng, thuong thing va dimg
thanh ciip hoic chudi c6 d dai khac nhau. C6 thé thém cic
chét bao vé lanh phi hgp vao sinh khéi thu duge sau khi
Ién men trude khi dong lanh réi dong kho san phim dé.
Cac chét don hay ta dugc pha lodng phii hop ¢6 thé duge
thém vao cong thirc san pham. San phdm tao thanh c6 sb
lwong vi khudn séng Lacticaseibacillus casei khong dugce
it hon 100% so vai lugng ghi trén nhan. *

Chung Le-11: Lacticaseibacillus casei Le-11 (ATCC SD-
5213) 1a ching Lacticaseibacillus casei dic hiéu, thuan
chiing, san phdm 1én men c6 5 % D-lactat, 95 % L-lactat.
Luu y: Chuyén ludn nay chi ap dung véi chung
Lacticaseibacillus casei Lc-11.

Pinh tinh

A. Pinh tinh bang kinh hién vi.

Tién hanh nhu chi din trong muc Pinh luwong va nhudém
soi dudi kinh hién vi.

Tiéu chuén chép nhén: true khuén hinh que, théng, dimg
thanh cap hoic chudi cé do dai khic nhau.

B. Pinh tinh bing phuong phap phan tich dua trén chudi
acid nucleic.

Céc héa chat, dung méi sir dung trong ky thuit PCR phai
dat chét lugng quy dinh trong Phu luc 1.26.

Hén dich mau: Chuan bi hon dich miu probiotic trong
dung dich dém TE X (TT) c¢6 ndng d 100 mg/ml.

Cdp moi:

Mbi xudi (5°-3") TGCCCATTAGCATACTGGACC
va moi nguoc (5-3") ACCCGAGCCTTTGCCAA. Pha
loang mdi bing dung dich dém dén nong do 100 pM, tiép
tuc pha loding bing dung dich dém dén ndng dd 25 pM,
bdo quan ¢ -20 °C.

Mau thir; Chuén bi dung dich chia 12 pL PCR master
mix', 1 pL dung dich mdi xudi (25 pM), 1 pL dung dich
moi nguge (25 pM) va 10 puL nwede vé khuan, 1 uL mau
thtr hodic pha theo khuyén céo ciia master mix thuong mai
khac dugce sir dung.

Méu chzmg dm: Tuong ty nhu thanh phin ciia miu thir,
thay mau thir bang I pL nuede vé khudn.

Mau chimg dwong: Tuong tu nhu thanh phan cia miu
thir, thay mau thir bang 1 pL khuén DNA cia chiing chuén
Lacticaseibacillus casei Le-11 hodc thay thé cip mdi dic
hiéu cho ching Lacticaseibacillus casei Le-11 bang c3p
mdi dic trung cho loai Lacticaseibacillus casei.

Tién hanh: Tién hanh phan img PCR trén miu thir, miu
chirng 4m va miu chimg duong véi cing may tao chu trinh

1749



