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BIFIDOBACTERIUM LONGUM SUBSP, INFANTIS

Bang 4 - Thanh ph:‘m moi trudmg thach ndm men
Dicloran Glycerol 18 % (DG - 18)

Thanh phiin Khbi lwgng |
Pepton 50g l
D-glucose 10,0 g
Kali dihydrophosphat 1.0g |
Magnesi sulfat 05g |
D_ung d.il’."h Dicloran (2,6-dicloro-4- L0l i
nitroanilin) 0,2 % trong ethanol ? '
Thach 150 g J
Cloramphenicol 0,lg |
Nude 800ml |

Hoa céc thanh phan trén trong 800 ml nuwde trong binh nén
hodic coc ¢6 dung tich phit hop. Pun dén sbi, vira dun vira
khudy trén bép néng cho dén khi méi trudng tan hoan toan.
Thém nude vao mdi trudmg dén thé tich 1000 ml. Thém
220 g glycerol (TT), sau dé tiét khuin méi triromg trong ndi
hép theo quy trinh da dugc tham dinh. Méi truong sau tigt
khuin c6 pH 5,6. Méi truong duge giir 6n nhiét & khodng
45 °C trudce khi sir dyng. Moi truong sau khi tiét khuin néu
khong sir dung ngay cé thé dé ngudi méi truong va bao
quan ¢ 2 °C dén 8 °C.

Chuyén 25 g mau probiotic vao tii ddp mau (stomacher)
v6 khuan, Thém 225 ml dung dich pepton vo khuan vao ti
va tron déu véi tde dg khoang 150 rpm dén 200 rpm trong
2 min, thu dugc hdn dich miu cé do pha loang 107, C6 thé
xir Iy miu probiotic bang quy trinh khac véi huéng dan
trén néu duge chirg minh 1 phi hop.

Chuyén 1,0 ml hon dich mau trén vao 6ng nghiém vo
khuan chira 9 ml dung dich pepton, tron k¥ bang may lac
xody thu dgc hdn dich miu c6 d¢ pha loang 102, Tién
hanh tron moi trrdng véi hon dich miu c6 d¢ pha lodng
107! va 102, thir nghiém trong 10 min dén 20 min sau budc
chuén bi hdn dich mau.

Tién hanh: Vi mbi nong dé pha loang, hit riéng biét 1,0 ml
hdn dich mAu vao 3 dia petri v6 khuan kich thuge 15 mm *
100 mm, dugc ghi nhin thich hop, sau d6 d6 khoang 20 ml
dén 25 ml méi truomg thach nam men da tan chay va giir on
nhiét & khoang 45 °C vao mdi dia. Day nip dia petri, sau d6
xoay nhe cac dia dé tron déu hdn dich mau vao méi truomg
thach. Chuén bj mét dia mau tring chi chira méi truomg
thach ném men va dia mau trﬁng thir hai chira 1,0 ml dung
dich pepton tron vdi méi truong thach nam men.

Pé yén cac dia & nhiét d§ phong cho dén khi thach déng,
14t nguge dia va u cac dia (trong toi) & 25 °C trong 5 ngay.
Dém s6 lugng cac khudn lac ndm moc trén dia. Néu sau 5
ngdy chua xuat hién khuén lac, i tiép cac dia thém 48 h va
dém s lugng khuan lac. Trén méi truéng thach ndm men,
khuén lac ndm hinh dia moc riéng lé. Néu sb lwong khuan
lac 16m hon 150 CFU, tién hanh thir nghiém & do pha lodng
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cao hon dé thu dugc s6 dém chinh xac. Ca hai dfa trj,
khong dugc c6 bét ki khudn lac nao. Tinh gid tri trung biny
s0 lugng khuan lac clia céc dia c6 ciing nong do pha loang
sau dé tinh sb khuén lac theo don vi CFU/g.

Néu tit ca cac dia & ca hai d9 pha lodng khong c6 khujj,
lac, bdo cao sb lugng la < 10 CFU/g.

Tiéu chudn chap nhan: Tong s6 ndim men khong dugc qui
100 CFU/g.

Coliform

Khéng duge qua 10 CFU/g (Phu lyc 1.26).

Vi sinh vt gdy bénh

Escherichia coli: Khong dugc c6 trong 25 g (Phu luc 13.6),
Salmonella sp.: Khong dugc c6 trong 25 g (Phu luc 13.6),
Staphylococcus aureus: Khéng dugce c6 trong 50 g (Phy
luc 13.6).

Bdo quin

Bao quan trong d6 dung kin, tranh dnh sang va dg 4m cao,
dé noi kho rao, thoang mat.

Ghi nhén

Phai ghi day du tén chi, loi va chiing kém theo s6 luong
vi khuan theo don vi CFU/vién.

Ghi chu

! Applied Biosystems PrepMan Ultra Sample Preparation
Reagent cua Applied Biosystems (www.appliedbiosystems,
com) hodc tirong duong.

2 New England Biolabs Phusion® High-Fidelity PCR master
mix voi dém GC cua hing New England Biolabs (http://www.

neb.com) hodc tuong duong.

BIFIDOBACTERIUM LONGUM SUBSP. INFANTIS
Bifidobacterium longum subsp. infantis

Dinh nghia

Bifidobacterium longum subsp. infantis 1a vi khuan ki khi,
Gram duong, khéng sinh bao tir, sinh acid lactic, 1én men
di hinh hexose tiy y. Chuing c6 hinh dang khac nhau nhu
trie khuén hinh que, dau tron, ngan; true khuan hinh chiy;
trire khudn hinh que chia nhanh hinh chir Y. C6 thé thém
c4e chét bao vé lanh pht hop vao sinh khéi thu duge sau
qua trinh 1én men trude khi tién hanh déng lanh réi dong
kho. Cac chit don hay chat pha loang phu hop co thé durge
thém vao cong thire san pham San pham tao thanh phii
chira s6 lugng vi khuin séng Bifidobacterium longum
subsp. infantis khong it hon 100 % so vai lugng ghi trén
nhan,

Chung Bi-26: Bifidobacterium longum subsp. infantis
Bi-26 (ATCC SD-6720) la chung vi khuan dic trung, thuan
chung, khong sinh D-lactat thudc loai Bifidobacterium
longum subsp. infantis.

Luu y: Chuyén ludn nay chi ap dung cho chung
Bifidobacterium longum subsp. infantis Bi-26.
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Djnh tinh

A. Dlnh tinh bﬁng kinh hién vi.

Tién hanh nhu chi din trong myc Pjnh lugng va nhuém
soi duéi kinh hién vi,

Tiéu chudn chap nhén: tryc khudn hinh que, diu tron,
ngin; tryc khuin hinh chiy va trye khudn hinh que chia
nhéanh hinh chir Y.

B. Dinh tinh bang phwong phap phén tich dya trén chudi
acid nucleic.

Nu6e vé khuén, dung dich dém TE 1X, dung dich dém
TAE 1X: Xem Phy lyc 1.26, muc “Hoa chét, thudc thir sir
dung trong nghién ciru sinh hoc phén tir”,

Hon dich mdu: Chuan bi hdn dich mAu probiotics
trong dung djch dém TE 1X (TT) ¢6 ndng 49 100 mg/ml.
Cap moi I :

Mai xubi (5°-3”)
GTCACGATGTCTCCTTTGATATCAGCATG va méi
nguge (5 -3’) CCTTTTGCGTCTCCCCCG Pha dung
dich moi goc c6 néng do 100 M bang dung dich dém TE
1X (TT), tiép tuc pha loang dén ndng do 25 uM bing dung
dich dém TE 1X (TT), bao quan & -20 °C.

Cdp moi 2:

Mbi xubi

(5’-3’) TCGCCGACATGCGAGACGAA va mbi nguoc
(5-37) TCCAGGCTCAGCGTGCGA. Pha dung dich mbi
gbc c6 nong d6 100 puM bing dung dich dém TE 1X (TT),
tiép tuc pha loang dén ndng d6 25 uM bing dung dich dém
TE IX (TT), bao quan & -20 °C.

Maéu thir: D6i véi mdi cip mdi dic hiéu, chuin bi dich
chira 12 pL PCR master mix!, 1 pL dung dich mdi xuéi
(25 uM), 1 pL dung dich mdi nguge (25 pM), 10 pL nuée
vé khudn va 1 pL hdn dich mau hoic pha theo khuyén cdo
cua master mix thuong mai khac dugc sir dung.

Mau chirng dm: Tuong tu nhu thanh phan cia miu thi,
thay 1 uL hén dich mau bang 1 pL nuée vé khudn.

Mdu chimg dieomg: Tuong tu nhu thanh phan ciia méu thur,
thay 1 pL hén dich mau bang 1 pl dung dich DNA cta
ching d6i chiéu Bifidobacterium longum subsp. infantis
Bi-26 hodc thay thé cap méi dic hiéu cho ching dbi chiéu
béng cap mdi dic hiéu chung cho loai Bifidobacterium
longum subsp. Infantis.

Tién hanh: Tién hanh phan tmg PCR trén méu thir, mau
chimg 4m va miu chimg duong bing méy tao chu trinh
nhiét thich hop. Tién hanh phan img theo chu trinh nhiét ghi
trong Bang 1. Trong trudng hgp miu chirng duong 12 mau
thir dugc thay cap mdi dic hiéu cho ching Bifidobacterium
longum subsp. infantis Bi-26 bang cap mdi dac hidu chung
cho loai Bifidobacterium longum subsp. infantis thi cé thé
chay riéng miu chimg duong véi chu trinh nhiét phi hgp
voi cap mdi duge chon. Chu trinh nhiét trong nhan ban
DNA c6 thé dugc thyc hién theo quy trinh clia master mix
hodc theo yéu cau caa enzym sir dung.

BIFIDOBACTERIUM LONGUM SUBS. INFANTIS
Bang I - Chu trinh nhiét
Ciip mbi N S

dic higu Chu trinh nhigt

Bugc 1: U & 95 °C trong 7 min;

Budc 2: 1 ¢ 95 °C trong 30 s;

Budc 3: 1 ¢ 59 °C trong 30 s;

Budc 4: 4 & 72 °C trong | min.

Lip lai céc budc 2 - 4 trong 34 chu ky.
U tiép 6 72 °C trong 5 min va giir & 4 °C.

'Bude 1: U d95°C trong 7 min;
Budre 2: 1 & 95 °C trong 30 s;
Buéde 3: 1 ¢ 61 °C trong 30 s;
Buéc 4: i1 ¢ 72 °C trong 1 min.
Lap lal cic budc 2 - 4 trong 34 chu ky.
| ‘ U uep 0 72 °C trong 5 min va gilr 4 °C.

| Cap mbdi |

Phan tich san pham phan img PCR ctia mau thu mau
chimg dwong, mau chimg am bing hé théng dién di o
dong kém kit DNA (automated on-chip e!ectrophore51s
system). Tién hanh dién di theo huéng dan cua nha san
xuat. Ngoai ra, cé thé tién hanh phuong phép dién di gel.
Su dung gel agarose 2 % (kVtt) trong dung dich dém TAE
IX(TT). Nhudm gel bﬁng dung dich ethidium bromid (TT)
0,5 mg/mL v rira gel bang nude. Co thé sur dung thudc
nhu¢m phit hop khac.

Than trong: Ethidium bromid (TT) 12 mot chit doc hai va
c6 kha nang gdy dot bién nén & budc rira gel bang nudc thi
nudce sau khi rira phai thu héi va xir 1y theo hurrémg dan xur
Iy héa chét doc hai. Sir dung th]ét bi bao h¢ cd nhan thich
hop (deo gang tay nitril) khi tiép xtc thudc thir nay.

Str dung thang chuin DNA pht hop dé xac dinh kich thuéc
cha san pham khuéch dai. P& thuan loi cho viée so sanh
kich thude cac san phfim khuéch dai gen, nén dat thang
chudn & lan du tién va lan cudi cung trén ban gel.

Néu sir dung DNA ciia chiing d6i chiéu 1am méu chirng
duong, két qua phan émg PCR mau chimg dwrong phai c6
san pham khuéch dai véi sb ciip base ddc hiéu nhu quy
dinh & myc Tiéu chudn chap nhan. Trong trudng hgp mau
chirng dwong sir dung cip mdi dic hiéu chung cho loai, két
qua phan (mg PCR méu chimg duong phai ¢6 sin phﬁm
khuéch dai v&i s6 cip base dic hiéu nhu trong céc tai liéu
da cong bb. Két qua phan img PCR miu chimg am phai
khéng c6 bét ky san phdm khuéch dai gen ndo. Néu két
qua phén &ng PCR miu chitng 4m va/hoic miu chimg
duong khéng nhur mong mudn, can tién hanh lai phan img
PCR véi mau thir, mau chimg dwong va mau chimg am.
Tiéu chudn chdp nhdn:

Cip moi 1: M3u thir phai c6 san phim khuéch dai gen c6
kich thuéce khoang 105 cip base.

Ciap mdi 2: Mau thur phai ¢6 san phdm khuéch dai gen c6
kich thude khoang 181 cip base.

Dinh lrgng

Tién hanh theo chi din trong Phy Iyc 1.26, muc Dinh
lugng céc loai vi khudn thudc chi Lacrobacillus va
Bifidobacterium ngoai trir mgt s6 thay déi sau.
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Mbi trueomg thach MRS Lactobacilli: Chuin bj moi truong c6
cong thirc chi dan trong Phu lyc 1.26 va thém [ ml dung dich
v6 khudn cystein hydroclorid (TT) 5 % (kl/tt) vao 100 ml méi
trudng ngay trude khi sir dung,

Dung dich dém pepton: Thanh phan nhu trong Bang 2
hodic ¢6 thé sir dung dung dich thuong pham ¢6 sén.

Bang 2 - Dung dich dém pepton

| Thanh phin Khéi lrgng ‘
| Pepton 10,0 g

| Natri clorid 50g

i Dinatri hydrophosphat, khan 1.9¢

| Kali dihydrophosphat

1.5¢g
| Dung dich sau khi pha c6 pH 7,2 + 0,2

Hoa cac thanh phan trén trong 1 L nude trong binh nén
hoic cdc co dung tich phtt hgp. Pun dén s6i, vira dun vira
khudy trén bép noéng. Pun sbi trong khong qua 1 min dé
héa chit hoa tan hoan toan va cd thé phéan phm mdi trudng
vao céc binh c6 thé tich phi hop. Tiét khuin mdi trudmg
trong nbi hap theo quy trinh di dugc thim djnh. Mai
truomg duge gir 6n nhiét & 45 °C trrde khi sir dung. Moi
trudong sau khi tiét khuan néu khong sir dung ngay c6 thé
dé ngudi mdi trrdng va bao quan & 2 °C dén 8 °C. Nén dé
dung dich dém dén nhiét do phong trude khi ding.
Chuan bi hdn dich miu: Tién hanh theo chi dan trong
Phu luc 1.26, thay thé méi trurong long MRS Lactobacilli
bang dung dich dém pepton.

Gioi han chd:a nhén: S6 luong vi khuéan séng Bifidobacterium
longum subsp. infantis khong it hon 100 % so voi luong ghi
trén nhan.

Gi6i han nhiém vi sinh vat

Téng sé ndm: Khong duoc qua 10° CFU/g (Phu luc 13.6).
Téng sé vi khuin khéng sinh acid lactic: Khong duoc
qua 5 x 10° CFU/g (Phu luc 1.26).

Vi sinh vit gdy bénh

Escherichia coli: Khong duge c6 trong 10 g (Phu luc 13.6).
Salmonella sp.: Khong dugce c6 trong 40 g (Phy luc 13.6).
Listeria: Khong dugc c6 trong 25 g (Phu luc 1.26).

Bio quin . ,
Bao quan trong bao bi c6 chiét liéu phu hop, kin, bén chac,
khéng qué 4 °C.

Ghi nhén

Phai ghi d?ly du tén chi, loai va ching kém theo sb lugng vi
khuén theo don vi CFU/g hodc don vi tuong duong.

Ghi chu

' AmpliTaq Gold 360 Master Mix cia ThermoFisher Scientific
(www.thermofisher.com) hoic tuomg duong.
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BIFIDOBACTERIUM LONGUM SUBSP. LONGUM
Bifidobacterium longum subsp. longum

Dinh nghia )
Bifidobacterium longum subsp. longum la vi khuan ki khi,
Gram duong, khong sinh bao tir, sinh acid lactic, [én men
di hinh hexose tuy y. Chiing c6 hinh dang khac nhau nhu
trwc khuan hinh que, dau tron, ngén; truc khuén hinh chuy;
tryc khuan hinh que, chia nhanh hinh chir Y. C6 thé thém
cac chit bao vé lanh phii hop vao sinh khéi thu dugc sau
qud trinh 1én men trudce khi tién hanh dong lanh rdi déng
khé. Céc chat don hay chét pha lodng phu hgp c6 thé dugc
thém vao cong thirc san pham San pham tao thanh phai
chita s luong vi khuin séng Bifidobacterium longum
subsp. longum khong it hon 100 % so véi lugng ghi trén
nhén.

Chung BI-05: 1a ching vi khuan dac tring, thuin chung
thudc lodi Bifidobacterium longum subsp. longum.

Ghi chi: Chuyén luén nay chi ap dung véi ching
Bifidobacterium longum subsp. longum Bi-05.

Pinh tinh

A. Pinh tinh bang kinh hién vi.

Tién hanh nhu chi dan trong muc Binh luong va nhugm
soi dudi kinh hién vi.

Tleu chuén chap nhan: truc khudn hinh que, dau tron,

ngan; tryc khudn hinh chity va true khuan hinh que, chia
nhanh hinh chir Y.

B. Dinh tinh bang phuong phap phan tich dwa trén chudi
acid nucleic

Nuéce vo khuan, dung dich dém TE 1X, dung dich dém
TAE 1X: Xem Phu luc 1.26, myc “Héa chét, thudc thir sir
dung trong nghien ctru sinh hoc phan tu

Hén dich mau: Chudn bj hdn dich mau probiotic trong
dung dich dém TE 1X (TT) c6 ndng d 100 mg/ml.

Cdp moi:

Moi xubi (5°-3°) ATCACCGCAATCGTTGGAATAGC v
moi nguge (5-3") TTGCAACCACCACTAGAATCTGC.
Pha dung dich moi gbc c6 nong do 100 uM bing dung
dich dém TE 1X (TT), tiép tuc pha lodng dén nong do
25 uM bing dung dich dém TE 1X (TT), bao quan ¢ -20 °C.
Mdu thir: Chudn bi dich chira 12,5 pL PCR master rmx‘

| uL dung dich méi xudi (25 pM), 1 uL dung dich moi
nguoc (25 pM), 9 uL mwde vé khudn va 1 puL hdn dich
mau hozc pha theo khuyén cdo ciia master mix thuong
mai khac dugc sir dung.

Mau chimg dm: Tuong ty nhu thanh phdn cia mau thi,
thay 1 pL hdn dich mau bang 1 pL nwde vé khudn.

Maiu chieng dwong: Tuong ty nhur thanh phan cua méu thi,
thay 1 pL hdn dich miu bang 1 pl dung dich DNA ciia
chiing ddi chiéu Bifidobacterium longum subsp. longum
Bi-05 hoidc thay thé cip moi dic hiéu cho chung ddi chiéu
bﬁng ciip mdi dic hidu chung cho loai Bifidobacterium
longum subsp. longum.



