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D6 hét dung d;ch co tmng gleng va rira phién bang dung
dich nra 3 lan dén 5 1an, moi lan khoang 300 - 500 ul/giéng.
Lén rira cudi ngdm 10 min.

1V Thém khang thé so Cap

Thém 100 ul khéng thé 2 vao tit ca cac giéng.

Dan phién va i & nhiét d phong 1 h dén 2 h (16t nhét v &
37 °C).

D6 hét dung dich cé trong giéng va nira phién bing dung
dich rira 3 1dn dén 5 lan, m6i 1an khoang 300 - 500 pl/giéng.
Lan rira cu6i ngam 10 min.

V. Thém khang khdng thé 2 cong hop gan enzym

Thém 100 ul khang thé cong hop gin enzym vao tt ca
cac giéng.

Dan phién va u & nhiét d¢ phong 1 h (t6t nhat i & 37 °C).
Mot sé phan {mg c6 thé phai G 3 h dén 4 h phan tmg méi
dat t6i wu.

D6 hét dung dich co trong gleng va rira phién bing dung
dichrra 3 lan dén 5 1an, moi lan khoang 300 - 500 ul/giéng.
Lin rira cudi ngam 10 min.

VI. Thém co chat

Nho 100 pl dung dich co chit vao moi gleng

U ¢ nhiét d6 phong 25 °C dén 28 °C trong 15 min dén 30 min,
tranh 4nh séng.

Thém 100 pl dung dich dimg phan {mg vao moi giéng.
Poc két qua OD trén may doc ELISA chuyén dung. Thoi
gian doc khong qua 30 min tir khi nhé dung dich dimg
phan img.

Tuy theo loai co chét sir dung trong thir nghiém dé chon
budc song phu hop.

15.47 KIEM TRA MYCOPLASMA TRONG VAC XIN/
SINH PHAM (Phuwong phép nudi ciy hoiic ding chi thi
té bao)

Chi Mycoplasma c6 hon 120 loai, ching 1a mot nhom céc
vi khuin ¢6 kich thuéc nhé, khong c6 thanh té bao, c6 kich
thude va hinh dang khéc nhau, khong bat mau Gram.
Mycoplasma thirong gdy ra cac nhiém trung nang cho té
bao va mé. Nhiém Mycoplasma trong té bao nudi trong
mot thoi gian dai ma khong hé c6 biéu hién ton thuong bén
ngoai té bao, nd anh hudng t6i chuyén hoa va sy phat trién
binh thudng cua té bao. Nhiém Mycoplasma trong té bao
nuoi thudng khong gay duc moi truong.

Kiém tra Mycoplasma la mot phan cta kiém tra cac tac nhan
ngoai lai c6 ngudn goc tr chung virus sdn xuat viic xin/sinh
phidm ma trong qué trinh san xudt sir dung té bao nuéi.

Pham vi ép dung

Ap dung de klem tra:

Té bao goc gidng, le bao san xudt, chung virus gbc gidng,
chung virus san xuét, & bao sir dung lam chu’ng.

Me git wrus vic xin ban thanh pham vc xin ban thénh
pham cudi cung, viic xin thanh pham ma theo Té chirc Y té
Thé gidi can phai kiém tra Mycoplasma.
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Cic phirong phip

Thir nghiém kiém tra Mycoplasma trong viic xin/sinh
pham c6 thé dugce thyre hi¢n bing cac phurong phép sau:
Phuwomg phdp nuéi cay trong moi truomg long va méi
truomg dic.

Phiwong phap diing chi thi w' bao.

Ca hai phucmg phap nudéi cay va phuong phép dung chi thy
le bao deu dugc sir dung dé klem tra Myc opiasma m)ng
té bao goc gidng, te bao san xudt, chung vius gbc giong,
chiing virus san xudt, té bao sir dung lam chung

Khi kiém tra My 'coplasma trong me giit virus, viic xin bén
thanh pham hoac viic xin thanh phim thi sir dung phwong
phap nuéi cdy. Phuong phap dung chi thj te¢ bao cd thé
cling dugc sir dung.

Ky thuat khuéch dai acid nucleic (Nucleic acid amplification
techniques: NAT) c¢6 thé dung dé thay thé mét trong hai
phuong phap trén. Tuy nhién, nén tham dinh trude khi ding
vé it nhit hai chi s6: P diic hidu va gid1 han phat hién.
Phuong phap dya trén hoat dong ciia enzym ciing c6 thé
sir dung nhung phai thdm dinh dé chimg t6 n6 ¢6 kha niing
phat hién Mycoplasma tuong duong nhu phuong phap
nudi cdy va phuong phép dung chi thi té bao. Cac phuong
phéap khac c6 thé duoc sir dung néu co quan Kiém dinh
Qudc gia da chap thudn.

Phuong phip nudi ciy

MGoi truong sir dung: St dung ca hai loai méi trudmg dic
va moi treomg 1ong v6i sé lugng di 1ém dé dam bao phat
hién dugc s6 lwgng nhé Mycoplasma cé thé ¢6 trong vic
xin/sinh phim. Nén st dung it nhéit hai méi truomg long,
mot dé danh gia tinh chét 1én men glucose, mjt dé danh
gia tinh chat thiy phin arginin.

MBOi trirdmg 16ng cdn chira do phenol.

Kiém tra dinh dwéng moi trwong: Can kiém tra kha ning
cung cAp chét dinh dudng cho chung phat trién (kiém tra
dinh dudng) cua timg loat moi trudng.

Céc loai Mycoplasma sit dung cho kiém tra dinh dudmg
moi trudng nhur sau:

Acholeplasma laidlawii (néu trong qua trinh san xudt viic
xin/sinh phdm cé sir dung khéng sinh); Mycoplasma orale,
Mycoplasma pneumoniae (hodc nhimg loai Mycoplasma
¢6 1én men D-glucose khac).

Nén sir dung it nhat hai chiing: Mgt chung 1én men glucose,
mot ching thuy phan arginin. Cac ching nay khdng dugc
cdy chuyén qua 15 lan.

Quy trinh thue hién:

Céy chung vao méi trudmg theo ty I¢ khong qua 100 CFU
cho mgt dia duong kinh 60 mm c6 chira 9 ml moi truong
dic hodic mgt chai chira 100 ml méi truomg long.

U cdc chai va dia moi truomg ndy & nhi¢t d§ twong ty nhu
trong thir nghiém kiém tra vé tring viic xin/sinh phdm déi
voi Mycop!asma

Lay 0,2 ml tir mdi chai méi trtrémg long, cdy chuyén sang
moi trudng dic ¢ cdc thori diém giéng nhu trong thir nghi¢m
kiém tra vo tring viic xin/sinh phdm déi voi Mycoplasma.
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Mol truomg long dat yéu ciu vé dinh dudmg néu méi chung
déu co khuan lac moc trén dia thach cua |t nhat mét 1an cay
chuyen Méi truong dic dat yéu ciu vé dinh dudng néu

moéi ching ¢6 s6 lugng khuan lac tinh trung binh trén cac
dia it hon khong qua 1/5 sé lugng dra vao.

Kiém tra anh hirdng ciia chit vic ché (thir nghi¢m irc ché)
Thir nghle;m nay nhim x4c dinh trong san phim c6 chira chit
irc ché ma anh huong dén sy phat trién cua Mycoplasma
hay khong. Néu c6, can phai loai bo anh hudng cia chét
irc ché trude khi kiém tra Mycoplasma trén vac xin/sinh
pham bang céch thich hop nhu trung hoa, pha loang holc
cdy chuyén khéng ding chit irc ché,..

Thuc hién 1ai thir nghiém e ché sau kh1 da st dung céc
bién phap trén. Néu sir dung bién phap pha loang, phai str
dung thé tich 16n méi truomg hodc chia véc xin/sinh phim
vao nhiéu chai méi truong dung tich 100 ml.

Nguyén ly: Thir nghiém ¢ ché duge thuc hién bang cach
cho san phdm can kiém tra vao mai truomg véi lugng gibng
nhur thir nghiém kiém tra Mycoplasma trong san pham, sau
d6 cay chung thir thach vao méi trudng véi lugng gidng
nhu thir nghiém kiém tra dinh dwdng moi truong. Thuc
hién thir nghiém kiém tra dinh dudng moi truong dé lam
chirng ducmg cho thir nghiém nay.

Ddnh gid két qua: Chat e ché anh hudng dén sy phat
trién cua Mycoplasma néu c6 it nhit mét trong hai trudng
hop sau:

Mai trudng long: M6t ching thir thich trong cac chai moi
truémg c6 véc xin/sinh pham moc chdm hon cic dng khéng
c6 vac xin-sinh phdm tir hai lan cdy chuyén tré [én.

Mbi truong diic: Mot ching thir théch c6 sb luong khuén
lac & cac dia chira vic xin/sinh phfim it hon s lugng khuan
lac & cac dia khéng c6 vic xin/sinh pham tir 1/5 sb lugng
khuén lac ciia cac dia khong cé vac xin/sinh pham tro [én.
Mbi san phim nén thuc hién thir nghiém irc ché mot lan
trude khi thuc hién thir nghiém kiém tra Mycoplasma
trong san pham. Chi phai l1am lai thir nghiém irc ché khi
thay déi phuong phap san xudt 1am anh hudng tdi viée xéc
dinh Mycoplasma.

Kiém tra Mycoplasma trong vic xin/sinh phim

C'ay lan déu:

M01 trudng long MJdi loai méi trurong cy it nhit 10 ml
vic xin/sinh pharn vao mot Cha[ 100 ml. Néu cé sy ddi
mau cua mdi truong sau chy viac xin/sinh phdm, chinh
pH cua moéi truong vé pH ban dAu bang dung dich natri
hydroxyd ho#c acid hydrocloric.

Mai truong dic: Cay 0,2 ml vAc xin/sinh phim vao mdi
dia, mdi loai méi truémg ding it nhét hai dia.

Cay chuyén:

Thoi diém cAy chuyén nhu sau (ké tir ngay cy déu tién):
Lin 1: Vao khoang tir ngay thir 2 dén ngay thir 4.

Lén 2: Vao khoang tir ngay thir 6 dén ngay thir 8.

Lan 3: Vao khoang tir ngy thir 13 dén ngay thu 15.

Lén 4: Vao khoang tir ngay thir 19 dén ngay thir 21.
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Céch céy chuyen Tir mdi chai méi tnrémg céy chuyén

0,2 ml/dia, moi loai méi truémg dac cy it nhit mot dia.

U, theo ddi méi truong sau cdy:

Nhiét d6 : 35 °C dén 38 °C.

Thoi gian 0: Céc chai méi truong u 20 - 21 ngay. Cac dia

méi trurdmg 1 it nhét 14 ngay, riéng cic dia cay chuyén vao

ngay thir 19 - 21 theo ddi 7 ngay

U dong thoi mot chai 100 ml mbi loai méi truong khéng

cly vic xin/sinh pham va mét dia thach khong cay vic

xin/sinh pham cung loat véi dia thach cay chuyen dé lam

chimg dm.

Két qua kiém tra dinh dudng méi trudng lam chimng duong.

Diéu kién nuéi cay: Nut chit cac chai moi trurdong, u o nhiét

dd 35 °C dén 38 °C. Cac dia moi truong U ¢ du;u kién vi

hiéu khi (khi trudng nitrogen, 5 - 10 % CO, va d§ am thich

hop), nhiét d 35 °C dén 38 °C.

Theo doi cac chai moi trucmg 2-3 ngay/lan Néu co sur

d6i mau cta moi trucmg, ciy chuyen sang moi truong dic

(xem phin Cdy chuyén & trén).

Theo doi cac dia moi truong 7 ngay/ian béng kinh hién

vi quang hoc dé kiém tra xem c6 khuin lac Mycoplasma

hay khong

Khuén lac dugce cho la cia Mycoplasma neu c6 hinh dang

dlen hinh nhwr sau: Trung tam khuan lac tbi va day, moc lin

xuong thach; ria khuén lac mong, bet. Khuén lac ¢ dang

trimg &p ma trung tam khuén lac 1 phan long do dé nguyén.

Ddanh gia két qua:

— Vic xmfsmh phim dat yéu cau vé vo tring ddi voi

Mycoplasma néu sau nuéi cdy khong co diu hiéu phat

trién cua Mycop!asma trong cdc dia méi truong ciy vic
xin/sinh pham.

- Vac xin/sinh pham khdng dat yéu cau vé v tring doi

vai véc xin/sinh pham néu sau nudi ciy c6 diu hi€u phat

trién ciia Mycop!asma trong céc dia moi trudng ciy vic

xin/sinh pham.

_ Thir nghiém khéng c6 gia tri néu c6 mot hoiic nhiéu hon

céac truong hop sau xdy ra:

Moi truong sir dung khong dat yéu cau cia thir nghiém

Kiém tra dinh dudng.

C6 déu hiéu moc ctia Mycoplasma trong chl.mg am.

Co su phat trién cua vi khuin khéc hoic nim trong céc

chai méi trurdng,

V& it nhit hai dia méi trudng,

Cé it nhit hai dia mdi truong nhiém vi khuan khac va nam.

Trudong hop sau nudi ciy trén 7 ngay ma chi c6 mot dia

méi truong nhiém vi khudn/nidm hodc chi v& mot dia moéi

truong thi cac dia ndy co thé bo qua khi khéng cé diu higu

moc cia Mycoplasma.

— Céc trudng hop thir nghiém khong c6 gia tri: Nhéc lai

thir nghiém va&i s6 mau nhu l4n 1. Panh gia két qua cua lan

thir nghiém lai ciing gidng nhu danh gia 1in dau.

— Cac truong hop thir nghiém c6 gia tri, co SUI xuét hién

cua Mycoplasma nhic lai thir nghiém véi s6 mau va moi

mrbng gap doi 1an 1. Panh gia két qua thir nghiém lai ciing

gidng nhu danh gia lan dau.
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Phirong phép dung chi thj té bao

Nguyén Iy Té bao duge nhudém bing thude nhu{mm huynh
quang. Néu bi nhiém Mycoplasma, trén bé mat té bao s&
c6 cac hat hodic cac s¢i dic tnung. Cac hat, sgi dic trung
nay tham chi con ¢ ca & viing gian bao néu bj nhiém niing.
Té bao sir dung: Vero hodc té bao khac cé higu qua trong
dwong trong viéc xac dinh Myvcoplasma, VD: Cac dong té
bao san xuAt.

Kiém tra chét lugng cua té bao bing cich ap dung quy
trinh giéng nhu quy trinh kiém tra méu thir, sau d6 cdy
vao té bao khong qua 100 CFU cdc ching thich hgp cua
M. hyorhinis va M. orale. T¢é bao dat yéu cau néu ca hai
ching trén déu moc dugc.

Cén cay chuyén té bao ma khong dung khang sinh trudc
khi sir dung vao thir nghi¢m.

Pha cdc dung djch

Dung dich kali dihydrophosphat 2 M: Hoa tan 13,61 g kali
dihydrophosphat khan (TT) trong 50 ml nudc.

Dung dich kali hydrophosphat 2 M: Hoa 17,42 g kali
hydrophosphat khan (TT) trong 50 ml nudc.

Dung dich dém phosphat (pH 7.4): Tron déu 3.6 ml dung
dich kali dihydrophosphat 2 M: 14,6 ml dung dich kali
hydrophosphat 2 M; 8 g natri clorid véi 1 L medc. Diéu
chinh pH néu cdn bing dung dich natri hydroxyd hojc acid
hydrocloric.

Dung dich bisbenzimid goc: Hoa tan 5 mg bisbenzimid (TT)
trong mot it meoc, thém nude vira da 100 ml, bao quan
tranh 4nh sang.

Dung djch lam viéc bisbenzimid: Pha loing 100 puL dung
dich bisbenzimid goc bing dung dich dém phosphat
(pH 7,4) dé dugc 100 ml hdn hop dung dich.

Dung dich natri hydrophosphat: Hoa tan 28,4 g natri
hydrophosphat khan (TT) trong 1 L nuwoc.

Dung dich acid citric: Hoa tan 21 g acid citric (TT) trong
1 L nuoc. )

Dung dich dém phosphat-citrat (pH 5,5): Tron deu 56,85 ml
dung dich natri hydrophosphat va 43,15 ml dung djch
acid citnic.

Phuwong phdp thuc hign

Nuébi té bao & nong do thich hgp (Khoang 2.10% - 2.10% té
bao/ml, 4.10° - 2,5.10* té bao/cm?).

Ciy | ml mAu thir vio chai té bo.

U & nhiét 46 35°C dén 38 °C.

Sau it nhat 3 ngay, cay chuyen 1én mot 14 kinh. Té bao
dugc nudi ¢ mat 4§ thﬁp dé chi phu kin khoang 50 % bé
mit sau (3 — 5) ngay. Té bao phi kin hoan toan lam khé
quan sat Mycoplasma sau khi nhuom.

B6 moi truémg, nra té bao bang dém phosphat, cé dinh té
bao [c6 thé sir dung hdn hop dung dich acid acetic bdng :
methanol (1 :3)]

Bo dung dich cb dinh, rira té bao bing mevc vo tring, dé kho.

PL-510

DUQC PIEN VIET NAM V]

Phu té bao bang dung dich lam viéc bisbenzimid hoac
thuée nhudém thich hgp khac. Dé trong khoang 10 min,
B6 thudc nhudm va rira té bao bing miede vo tring.

Phu mdi 1a kinh bing mdt giot hon hgp cia glycerol va
dung dich dém phOSphal -citrat v&i lugng bing nhau.

Soi dudi kinh hién vi huynh quang vat kinh c6 do phéng
dai tir 400 lan tr 1én,

Lam song song véi ching 4m va chirng duong.

Pinh gi4 két qui

Viic xin/sinh phdm dat yéu cau néu khong c6 hinh dang
dién hinh cua Mycoplasma (Céc hat hoic sqn dic tnmg
dudi kinh hién vi huynh quang khip bé mat té bao hoic &
khoang gian bao).

Thir nghi¢m khéng cé gid trj néu xay ra mot trong hai
trudng hop sau:

Chimg duong khong c6 hinh dang dién hinh ctia Mycoplasma,
Chimg 4m c6 hinh dang dién hinh ciia Mycoplasma.



