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LACTOBACILLUS RHAMNOSUS

Salmonella sp.: Khong dugc c6 trong 40 g (Phuy luc 13.6).
Listeria: Khong dugce cé trong 25 g (Phy luc 1.26).

Bio quén ’
Béo quan trong bao bi ¢6 chét ligu phi hgp, kin, bén chic,
khéng qua 4 °C.

Ghi nhén

Phai ghi tén chi, loai, ching va s lvgng vi khuén theo don
vi CFU/g hodc don vj tuong duong trén nhin.

Ghi chii

! AmpliTaq Gold 360 Master Mix ciia ThermoFisher Scientific
(www.thermofisher.com) hofic tvong duong.

LACTOBACILLUS RHAMNOSUS
Lactobacillus rhamnosus

Pinh nghia

Lactobacillus rhamnosus 1a tryc khuin Gram duong, 1én
men di hinh, khéng sinh bao tir. Té bao hinh que hai diu
vudng, khong di dong dimg don 1¢ hodc thanh chudi.
Lactobacillus rhamnosus khong thuy phan dugc Arginin.
C6 thé thém cac chét bao vé lanh phii hop vio sinh khbi
thu dugc sau khi 1én men, trudc khi tién hanh dong lanh
rdi dong kho. Cac cht don hay chit pha loang phu hop
¢6 thé dugc thém vao cong thirc san pham San phdm tao
thanh phai chira sé lwong vi khuin sbng Lactobacillus
rhamnosus khong it hon 100 % so v&i legng ghi trén nhén.
Chung HNOOI: Chung HNOOl 1a ching vi khuin
Lactobacillus rhamnosus dic trung, thuan ching, co
plasmid, khong sinh D-lactat.

Ching GG: Ching GG la ching vi khuin Lactobacillus
rhamnosus ddc trung, thudn chang, khéng cé plasmid,
khong sinh D-lactat.

Luu y: Chuyén ludn nay chi dap dung cho ching
Lactobacillus rhamnosus HNO01 va Lactobacillus
rhamnosus GG.

DPinh tinh

A. inh tinh bing kinh hién vi.

Tién hanh nhu chi din trong muc Pinh luong va nhuém
soi dudi kinh hién vi.

Tiéu chuén chép nhan:

Chuang HNOOl: Truc khuén hinh que cé d6 dai khic nhau,
thudng xép thanh chudi ngén.

Chung GG: Tryc khuan nho hinh que, c6 kich thudc dbng
nhét, xép thanh chudi.

B. Dinh tinh bing phuong phép phén tich dya trén chudi
acid nucleic

Céc héa chat, dung méi sir dung trong ky thuat PCR phai
dat chét luo’ng quy dinh trong Phy luc l .26.

Hén dich miu: Chuin bj hén d|ch mAiu probiotics trong
dung djch dém TE 1X (TT) c6 nong ¢ 100 mg/ml.

Méi dac hi¢u: xem Bang 1.

1754

DUGQC PIEN VIET NAM V]

Pha dung dich méi géc c6 ndng do 100 uM bing dung
dich dém, tiép tyc pha loang dén nong dd 25 pM bing
dung dich dém, bao quan & -20 °C.

Mau thir; Chuén bj dung dich chira 12,5 pL PCR master
mix', 1 uL dung dich méi xuéi (25 pM), 1 uL dung djch
moi nguge (25 uM), 9,5 pL nwde vé khuan va 1 pL hon
dich mAu hogc pha theo khuyén c4o ciia master mix thwong
mai khac dugc sir dung.

Mau chu'ng dm: Tuong ty nhu thanh phin cia miu thi,
thay mau thir bing | uL muede vé khudn

Mau chimg dwong: Tuong ty nhu thanh phin cia méu
thir, thay mAu thir bang 1 pL khuén DNA cua ching chuén
Lactobacillus rhamnosus HN001/GG hoic thay cip moéi
d3c hiéu cho chung chuén bing cip mdi dic hiéu chung
cho loai Lactobacillus rhamnosus.

Tién hanh: Tién hanh phan tmg PCR trén mau thir, mau
chimg 4m va mau chimg duong twong tmg trén ciing mot
mdy tao chu trinh nhiét thich hop. Tién hanh phan img theo
chu trinh nhiét nhur sau:

Bude 1: U & 95 °C trong 10 min; Buéc 2: G & 95 °C trong
30 s; Budc 3: 1 6 57 °C trong 30 s; Budc 4: 1 6 72 °C trong
1 min. Lap lai cic bude 2 - 4 trong 34 chu ky. U tiép & 72 °C
trong 5 min va giir ¢ 4 °C.

Trong truong hgp mau chimg duong 1a mau thir dwoc thay
cidp moi dic hiéu cho ching Lactobacillus rhamnosus
HNO001/GG bing cip mdi dic hiéu chung cho loi
Lactobacillus rhamnosus thi ¢ thé chay riéng mau chimg
duong véi chu trinh nhiét phit hop véi cip méi duge chon.
Chu trinh nhiét trong nhin ban DNA c6 thé dugce thuc
hién theo quy trinh ctia master mix hogc theo yéu céu cua
enzym sir dung.

Phan tich sin phim phan img PCR cua mau thir, miu
chimg dwong, miu chitng 4m bing hé théng dién di tv
dong kém b kit DNA (automated on - chip electrophoresis
system). Tién hanh dién di theo huéng din cua nha san
xuat. Ngoai ra, c6 thé tién hanh phuong phap dién di gel.
Sir dung gel agarose (TT) 2 % trong dung dich dém TAE
IX (TT). Nhu¢m gel bing dung dich ethidium bromid (TT)
0,5 mg/ml hodc thude nhudm gel phu hop khéc va rra gel
bing nude.

C6 thé sir dung thudc nhudm phu hop khac.

Thén trong: Ethidium bromid (TT) 1a mét chat doc hai va
c6 kha ning gy dot bién, nén & bude nra gel béng nudc thi
nude sau khi rira phai thu hdi va xir ly theo hwdng dan xir ly
hoa chét dQc hai. Str dung thang chuén DNA ¢6 kich thude
phi hop dé xéc dinh kich thuéc cia san pham khuéch dai
thu dugc. Sir dung thang chudn DNA phi hop dé x4c djnh
kich thude cia san phiam khuéch dai. Dé thuan lgi cho viée
so sanh kich thudc cua cac san phém khuyéch dai, nén dit
thang chudn & lan ddu tién va lan cudi u)ng trén gel.

Néu sir dung DNA cua ching déi chiéu lam miu chimg
dwong, két qua phan img PCR miu chimg duemg phai co
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LACTOBACILLUS RHAMNOSUS

Bang I - Cap mébi dic hiéu va tiéu chuin chip nhén tuong (mg

Ching Mdidichifu  Trinh ty mdi xudi

1 (5'-3") CACCTGCGAT-
CAAAGCGAAAC

HNO0O1
ACATTA

(5'-3) (539
GTGATCGGAACATCTT-
TGGCCACTTGTTTG

GG 1

5 (5'-3") TTICCACATTGCG- &%)

CCAAACA

(53"
3 GCCGGTTGTCAG-
TGACCATA |

(5-3)
4 TGCAACACATCA-
AGCGATTGG

| (51_3 I)
ACGCCGG

Trinh ty mdi ngwge
(5'-3) GCTCCCACCGGC-

ACTTAATCAAACAA-
GGCAAGCTGGACGATG

ACAACCTTCACC-
ACGACCAA

(5-3") AGACAAATGCC- |
| TGGATGCCT

TCATAACCAGCAT-

Tiéu chudn chiip nhin*

San phim khuéch dai gen c6 kich thuéc khoang
340 cip base.

San phim khuéch dai gen c6 kich thuéc khoang
552 cﬁp base, dbi vdi chung khac cé thé thu duge
san pham khuéch dai gen co kich thude khéc.

San pham khuéch dai gen c6 kich thuée khoang
388 cap base co mét da hinh don nucleotid -
SNP (SNP Single-nucleotide polvmorphwm)
c6 thé thu duge san pham khuyech dai gen
" ¢6 kich thuée tuong ty ddi véi ching khac.
Vi tri SNP ndy dugc gach chén trong doan
polynucleotid c6 21 cip base c6 trinh ti nhur sau:
| ACCAATGTAAaCATACCCATC va vi tri SNP
nay la ciip base thir 250 tinh tir ddu 3’ cia moi |
| xubi. Trinh ty cua san phdm khuéch dai gen nay
nén dugc xac dinh bang cac k¥ thuat giai trinh
tr da dugce thdm dinh, vi du nhu phuong phap |
Sanger. '

San phém khuéch dai gen c6 kich thuéc khoang L
29_:5 cip bage vGi hai SNP; ¢6 thé thu duge sé’n ;
pham khuyéch dai gen c6 kich thude tuong tur doi |
véi chung khéc. Vi tri SNP dau tién dugce gach chan |
| trong doan polynucleotid c6 21 cap base c6 trmh
ty nhu sau: TCTTCCCGACITTAGCAGGGA va |
' vi trf SNP nay la cip base thir 71 tinh tir dau 3° |
ctia moi xudi 3. Vi tri SNP thr hai dugc gach chan |
trong doan polynucleotid co 21 cdp base ¢6 trinh |
tir nhur sau: TCAGGCGCAtTATGAAGATGG va
i tri ciia SNP ndy I céip base thir 98 tinh tir dau
'3’ cia mdi xudi. Trinh ty cha sin pham khuéch
dai gen nén dugce xac dinh bing cac ky thuat giai
trinh ty da dugc tham dinh, vi du nhu phuo'ng
| phap Sanger.

' San phdm khuéch dai gen c6 kich thudc khoang
490 cip base. Khong dugc c6 san phim khuéch |

' dai gen c6 kich thuée khoang 367 cip base, co
thé thu dugc san pham khuyéch dai gen c6 kich
" thude twong tw ddi voi ching khéc.

" Phai dap lrng tiéu chudn chip nhan 461 v6i mbi cép mébi dé dat yéu ciu dinh tinh dén mirc ching (strain).

san pham khuéch dai vdi sb cap base dic hléu nhu dugce
quy dinh & muc Tiéu chudn chéap nhan. Néu sir dung ciip
moi dic higu chung cho loai Lactobac:llus rhamnosus 1am
chimg duong, két qua phan (mg PCR mau chimg duong
phai c6 san pham khuéch dai véi sé cap base dic hiéu nhu
trong cdc tai ligu da cong bb.

Két qua phan (mg PCR mau chimg 4m phai khong c6 bt
ky san phim khuéch dai nao Néu két qua phan (mg PCR
mau chung am va/hoiic mau chimg duong khong nhu
mong mubn, tién hanh lai phan (mg PCR véi méu th,
mau chimg 4m va méu chimg duong.

Tiéu chuén chp nhin: Xem Bang 1.

Pinh lwgng

Tién hanh theo chi din trong Phu luc 1.26, muc Pinh
lwgng cdc lodi vi khuian thudc chi Lactobacillus va
Bifidobacterium.

Tiéu chudn chdp nhan: S6 lugng  vi khudn song
Lactobacillus rhamnosus khong it hon 100 % so voi lugng
ghi trén nhan. S6 lugng vi khudn dugc ghi theo dom vi
CFU/g.

Gi6i han nhiém vi sinh vit

Tﬁng s6 ndm: Khéng duge qua 10> CFU/g (Phu luc 13.6).
Tong sé vi khudn khéong sinh acid lactic: Khong duge
qua 5 x 10* CFU/g (Phy lyc 1.26).
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TUBERCULIN PPD

Vi sinh vt gdy bénh

Escherichia coli: Khong dugc ¢ trong 10 g (Phy lyc 13.6)
Salmonella sp.: Khong durge c6 trong 40 g (Phy Iyc '3.6)'
Listeria: Khéng dugc cé trong 25 2 (Phy lye 1 .26).

Bio quén ‘
Bio quin trong d6 dymg c6 chét ligu pha hop, kin, bén
chac, khéng qud 4 °C,

Ghi nhiin

Phai ghi tén chi, loai, ching va s lwgng vi khuéin theo don
vi CFU/g hodc theo dom vj trong duong trén nhan.

Ghi chi

' AmpliTaq Gold 360 Master Mix cia ThermoFisher Scientific
(www.mennoﬁsher.com) hojic tuong duong.

TUBERCULIN PPD
Tuberculini derivatum proteinosum purificatum

Tuberculin PPD 1a sinh phim chira chét c6 hoat tinh gy
phan {mg da dac hi¢u doi vai bénh lao, dugc diéu ché nr
canh thang nuéi cdy va ly gii cia mot hay nhiéu ching
Mycobacterium tuberculosis.

Tuberculin PPD déng khé c6 dang khéi xdp, min, khong
teo, mau trang nga, khong mui, tan nhanh trong nudc hoi
chinh tao thanh dung dich trong suét, khong mau.

Dung tuberculin PPD dong khé la mét trong nhimg phuwong
phép phat hién cic trudng hop bi nhiém lao hoic ding dé
danh gia phin ing qua min mudn dbi véi lao sau khi tiém
véc xin BCG.

Séan xuit

Chung san xuit dugc nuéi ciy trong méi truomg thich
hop. Sau 6 tuén, chiing da phat trién, dugc thu hoach va
giét chét bang hoi néng & nhigt d6 100 °C trong 60 min.
Hén dich ching d6 dugc loc qua mang Igc dé loai xéc
vi khudn. Phin doan c¢6 hoat tinh c6 trong dung dich lgc
(chu yéu la protein) dugc tich chiét bing két tia véi amoni
sulfat, dugc rira va tdi hoa tan trong dung dich dém phu
hgp. Phenol dugc sir dyung nhur 1a chit bao quan. San phim
dugc dong dng vo khudn va duge déng khé.

Nhén dang

Thir nghiém nhin dang dugc tién hanh bing cich tiém
tuberculin thir nghiém trong da chuét lang da dugc géy
mén cam trude d6 véi vic xin BCG.

Phurong phdp tién hanh

Var liéu:

Vic xin BCG déng kho 1 mg/ml.

Chudt lang 4 con, khoe manh, 4m tinh véi tuberculin, cén
nang tr 350 g/con dén 400 g/con. Chia chuft ra lam 2
nhém: Nhém thir nghiém dugc tiém min cam véi v xin
BCG dong khé va nhém chirng khong tiém.

1756

DUJC PIEN VIET NAM v;

Gdy mdn cam:

Vic xin BCG dong kho duge hoan nguyén va pha lodng d¢
¢6 ndng do 0.5 mg/ml. Tiém dudi da 0.4 ml cho mdi chugy
lang, tai 4 vj tri khac nhau (0,1 ml/vj tri). Chudt lang duge
theo ddi sau tiém tir 5 tudn dén 6 tudn.

Tiém tuberculin: _

Hodn nguyén mlu thir nghi¢m dé c6 dung dich chi
50 1U/ml. Tiém trong da 0,1 ml (twong dwong 5 1U) cho ¢
2 nhém chuit.

Doc két qua:

Sau khi tiém tuberculin 24 h, do duomg kinh phan g taj
cdc vj tri tiém.

Phén (mg dugce coi la dwong tinh néu dudng kinh vét top
thuong da 1ém hon hoic bing 6 mm.

Tiéu chuén

Tét ca chudt lang da duoc giy min cam véi vic xin BCG
déu phai c6 phan g duong tinh vdi tuberculin thir nghigm,
Tét ca chuét lang khéng duge gy man cam véi vic xin BCG
déu phai c6 phan (g am tinh véi tuberculin thir nghiém,

Hi¢u gis

Hiéu gia cua tuberculin PPD dugc xac dinh bing céch so
sanh phan img qua man mudn trong da chudt lang da giy
maén cam véi viic xin BCG sau khi tiém cac d6 pha khac
nhau ctia miu thir véi miu chuén.

Phuong phdp tién hanh

Vir ligu:

Tuberculin thir nghiém.

Tuberculin chudn quéc té.

Chudt lang: 6 con, cing gidi, trong lugng 350 g/con dén
400 g/con.

Gdy man cam chugt lang:

Chudn bj 6 chudt lang c6 16ng sang mau, cung gidi, khoe
manh, ¢6 trong lugng tir 350 g/con dén 400 g/con.

Viic xin BCG déng khé duge hoan nguyén va pha lodng dé
c6 néng d¢ 0,5 mg/ml. Tiém dudi da 0,4 ml cho moi chudt
lang, tai 4 vi tri khac nhau (0,1 ml/mét vj tri). Chudt lang
dugc theo ddi sau tiém tir 5 tudn dén 6 tudn dé xéc dinh
higu gia.

Xadc dinh hi¢u gia:

Tuberculin miu chudn qudc té va miu thir nghi¢m duge
pha loang véi dung djch dém PBS ¢ 3 dén 4 do pha khdc
nhau sao cho dudmg kinh phan (g da sau khi tiém cho
chut lang da gy man cam véi liéu cao nhit khong 16m hon
25 mm va véi liéu thip nhét khong nhé hon 6 mm. Tiém
trong da 0,1 ml m&i d¢ pha cua tuberculin mau chudn quoc
té va miu thir nghiém & hai bén sudm chuét lang, mdi bén
3 diém. Vj tri noi tiém duge lya chon theo phuong phap
hinh vuéng La tinh.

Sau khi tiém 24 h, do duéng kinh cua phan img da tai cac
vi tri tiém. Phan {mg dugc coi la duong tinh néu tai noi
tiém tuberculin cé nét san d6 vai dudmg kinh 16n hon hodc



