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Ldi néi ddu
TCVN 12363:2018 hodn toan twong dwong véi ISO 18744:2016;

TCVN 12363:2018 do Ban k§ thuét tidu chudn quéc gia TCVNITC/F13
Phuong phap phén tich va fdy mau bién soan, Téng cyc Tiéu chudn
Do lirdng Chét iegng thém dinh, B Khoa hoc va Cong nghé cdng b.
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L&i gidi thigu

Ci i Spp. va Giardia is (a8ng ngha: G. lambiia, G. intestinalis) 1a nhrng don bao
ky sinh c6 thd gay bénh dwdng rudt & ngudi. CA hai sinh vat ndy dugc dic tung bdi mot gial dogn
chuyén tiép manh, kén hop tie Cryptosporidium va bao nang Giardia c6 thé tdn tal mot thdi gian dai
trong mdi tredmg Am wét. Cac giai doan chuydn tiép nay dugc goi chung 1a céc blo nang. Kén hop tir
Cryptosporidium dc biét c6 kha nang chiu duoc clo & ndng d¢ cao dugc st dyng dé xt Iy nuéc ubng
va vige khi¥ triing héa hoc trong qué trinh ché bién ddi véi rau twoi &n 14 va qua mong c6 thé khdng cb
higu qua. Do d6, véi sy khdng c6 mt cc té bao sinh dudng chi thi cho sy nhidm ban phén trén rau
twoi &n 4 hodic qua mong khong c6 nghia 1a khong c6 mét cac kén hop tir. Thyc té, khdng c6 phuong
phap nusi céy a& phét hign Cr SpP. V& Giardia s, do 46 @& phat hign nhidm cac
ky sinh triing nay, phai tach tryc tiép bao nang ra khdi mAu thye phdm, sau d6 soi cac bao nang ndy
bang kinh hién vi. Cac phuong phap quy dinh trong tigu chudn ndy nhdm xéc dinh cac kén hop tr
Cryptosporidium valho#c bao nang Giardia trén b& mt san phdm twoi va dinh lugng ching.
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Vi sinh vat trong chudi thwe phadm — Phat hién va dém
Cryptosporidium va Giardia trong rau twoi an 1 va qua mong

Microbiology of the food chain — Detection and enumeration of Cryptosporidium and Giardia
in fresh leafy green vegetables and bery fruits

CANH BAO - Nguoi siv dung tiéu chudn nay phai thanh thao thic hanh phong thie nghiém
théng thwomg. Tiéu chudn nay khdng thé dwa ra dwgce hét tét ca céc vén da an toan lién quan
dén vige siv dyng chiing. Nguwdi st dung tiéu chuln nay phal ty thiét 1p cac thao tic an toan
thich hop va xac dinh kha niing ap dung céc gi&i han quy dinh trwéc khi str dung tiéu chudn.

1 Pham vi ap dung

Tigu chudin ndy quy dinh phwong phap ap dung dé phat hisn va dém c4c kén hep ti¥ Cryptosporidium

* va bao'nang Giardia c6 trén bé m&t hoc bén trong sén phém thyc pham, thyc phém trong tai ligu nay
14 rau twoi &n 14 va qua mong. V6i sy kidm sodt thich hop, phuong phap nay cling c6 thé 4p dung cho
vigc kidm tra cac sén phdm tuoi khac,

Céc md ta hidn vi v& cac kén hop tir Cryptosporidium va bao nang Giardia duodenalis co kich thudc
trong pham vi bao gbm céc loai (Cryptosporidium) hodc tap hep céc loai (Giardia) dwgc biét la cAc loai
g4y bénh cho ngui.

Phuong phap ndy khong khang si dung phép phan tich phan ti¥ va do d6 khéng thich hop dé xac dinh
céc loai hoic cac kidu gen/tap hop cac kén hop tie Cryptosporidium va bao nang Giardia. Phurong
phép ndy phét hign dugc tét ci céc loai va kiu gen/tdp hop lodl da biét Ia gay bénh va khong gay
bénh cho ngui. D& tiép tuc nhan dang chiing, cAn phan tich hoa phan tir. Tuy nhién, viéc ndy ciing
khang thé thizc hién duge mét cach tin cay, néu nhv trwéc d6 da thém méu kiém chimg duong vao
mAu thts, vi khi d6 két qua clia phép phan tich héa phan tir s& bj nhidu.

Tiéu chudn ndy khéng cho phép xac dinh kh& ning séng hogc kha nang |8y nhidm cua bét ky kén hep
& Cryptosporidium va bo nang Giardia no néu ¢ mat.
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2 Tailigu vign dan
Céc tal ligu vign dan sau rét cAn thiét cho viéc 4p dung tiéu chudn nay. Déi véi cac tai ligu vién dan ghi

nam cbng bé thi &4p dyng phién ban dwgc néu. D8I véi c4c tai ligu vign dn khdng ghi nam cong bé thi
4p dung phian ban mé&i nh4t, bao gdm c c4c sira ddi, bd sung (néu co).

TCVN 6404 (ISO 7218) Vi sinh vét trong thyrc phdm va thirc &n chén nuéi - Yéu cdu chung va hubng
déin kiém tra vi sinh vat

3 Thuat ngir va dinh nghia

Trong tidu chudn nay st» dyng c4c thuat nglr va dinh nghia sau day:

34
Kén hop tie C (Cr jum oocyst)
Giai doan chuydn tiép cla c4c loai Cryptosporidium spp.

CHU THICH: Vige phét hign ching dya trén phén tng v61 khéng th khang Cryptosporidium ¢ hidu va céc dc didm hinh
thal nhyr durgc mo ta trong Bidu 8.

32

Bao nang Giardia (Giardia cysts)

Giai dogn chuyén tip ciia c4c loai Giardia spp.

CHU THICH: Vigc phat hign ra ching dya trén phan img véi khang thé khang Glardia d3c hidu v cac ddc diém hinh thai
Gugcmo t trong Didu 8.

33

Rau twoi an 14 (fresh leafy green vegetable)

L4 cay diing Iam thirc 3n ma khdng cAn qua ché bién, trir vigc c6 thé riva va cit.

34
Qua mong twei (fresh berry fruit)
Trai cay nhd, trdn hogic thudn, toi va mong nuéc ma khong qua ché bién, tri viec co thd riva va cét.

35

Kiém soét chiét tach ndl chudn (internal extraction control)

Viée cho thém mot legng nhét dinh cac kén hep ti (bao nang) da duwgc danh déu blng chét phat
huynh quang d%c higu, d& bdo dam higu qué clia phuong phép x4c dinh.

36

Kidm chirng dwong (positive control)

Mau duge cho mdt lwgng da dinh cac kén hop tl (bao nang) trwdre khi chiét @& bdo dam hiéu qua clia
phwong phép sau khi tich rlva.
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37
Kiém chiing m (negative control)
Mu c6 sb lrgng chét ligu trong duong véi méu thir, m&u nay dugc cho la khéng chira cic kén hop
tlr (bao nang) va dugc xir Iy theo dang quy trinh nhu 6 x Iy méu ther.

4 Nguyén tic

Nguyén Iy clia phurong phap dira trén vigc loai bd cac kén hop tir (bao nang) ra khdi mAu bing céc quy
trinh tach riva, sau d6 tach riva bang méy ly tam a8 [dng c&n va phan tach bing kg thuat tach tr mi&n
dich (IMS). Tién hanh phét hign céc kén hop tl (b3 nang) bang kinh hidn vi sau khi da danh d4u bing
céac khang thé don dong dic hidu (mAbs) c6 két hop véi chat phat huynh quang.

5 Thube thir

5.1 Thubc thir can @& tach cac kén hop ti¥ (b3o nang) ra khéi rau twoi &n 14 va qué mong
5.1.1 Dém glyxin, pH 5,5 ding cho rau twoi &n 14 (A.2.1).

5.1.2 Bém glyxin, pH 3,5 ding cho qua mong (A.2.2).

5.2 Thubc thir cin aé cb dic, cb dinh, nhugm, phét hign va kidm tra chit lvong

5.21 Metanol, loai phén tich.

5.2.2 Hat thuan tiv (thuén tir beads), gén chc khéng th& ddc higu voi I6p vd cla kén hop t
Cryptosporidium va/hogic bao nang Giardia.

5.2.3 Axit clohydric (HCI), 0,1 moll (A.3.1).
5.2.4 Natri hydroxit (NaOH), 1 molll (A3.2).

525 Khang thé don dong da danh ddu phat huynh quang (mAbs), khang lai kén hop tr
Cryptosporidium va/ho3c bao nang Giardia.

5.2.6 M6l trwong két ndi (gén) mién dich huynh quang (A.3.3).

527 Thubc thir 4,6"-diamidino-2-ph ngém hai phén tir nieée (DAPI),
dang ddng khd.

5.2.8 Dung dich géc DAPI (A.3.4).
5.2.9 Dung djch lam viéc DAPI (A.3.5).

5.2.10 Nwéc mudl dém phosphat (PBS), pH 7,3 (A1.1).
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5.2.11 DAu sol kinh khéng phét quang.

5.2.12 Djch huyén phu géc ciia kén hep tir Cryptosporidium va bio nang Giardla (Phy luc B)

5.2.13 Dung dich huy&n phi cia kén hop tir Crypfosporidium va bao nang Glardia 44 danh déu
va khong thé séng dwoc

Chéit phét huynh quang danh déu cé mau khac véi mau clia chét phat huynh quang dugc st dung d&
phét hién céc vi sinh vt dich

5.2.14 Mol trwdng béo quén ky sinh tring (A.3.6, A.3.7).
5.2.15 Nwéc di loal khoang va da loc (Nwéc sidu sach loai 1).

5216 Som méng tay (d& gén lamen vao lam kinh, ndu cin).

6 Thiét bj, dyng cy

St dyng céc thiét bi, dung cy clia phéng thir nghigm vi sinh thang thuéng [xem TCVN 6404 (1SO 7218)]
va céc thiét bj, dung cu cy thd nhu sau:

6.1 Kep, a& gép mau rau qua khi cAn.

6.2 May trgn nhu ddng cé tii loc tong thich kém theo.

6.3 Méy ly tam I&c, chiva dugc it nhét 4 éng ly tAm hinh nén, dung tich 50 mi cho mdi lan ly tam.
6.4 Ong Leighton thily tinh.

6.5 Méy tron quay, phis hop véi éng Leighton

6.6 Gia d& tir tinh, pht hop v6i dng Leighton.

6.7 Gia dé tie tinh, si dung chovéng siéu ly tam.

6.8 Lam kinh, ¢6 c4c giéng, phil 1 1&p ky nuoc, giéng cb kha nang chira dwoc 50 ul thd tlch méu da
XU Iy sau tach tir midn dich, va c6 tm phl day 18n trén véi kich thuée thich hep.

6.9 Khay lam 4m lam kinh, duy trl nhigt d G tir 37 °C @én 42 °C, hogic thiét bj 1am kh6 lam kinh
twong duong.

6.10 Hop gitr &m, c6 nép ady, chira chét gi dm, vi dy: khan gidy @8 c6 thd duy tri dugc nhigt 40 va
@9 &m thich hop cho c4c thubc thir mién dich huynh quang.

6.11 Thiét bj hit, ngudn chan khéng duge gén véri by chét Iong va pipet, hojc thiét bj trong duong.
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6.12 Kinh hién vi huynh quang véi vét kinh 20 X, 40 X va vat kinh ngam (nwéc, ddu) phéng dal
100 X v& Iwé1 thi kinh higu chudn, bao gdm b loc fluorescein isothyocyanate (FITC) (b9 loc séng
kich thich 480 nm, séng phat xa 520 nm) va bd loc DAPI (s6ng kich thich 375 nm, séng phét xa lén
hon 420 nm). Néu s dyng kiém tra ndi chudn thi phai c6 b loc bd sung phi hgp vél chét phat huynh
quang. B phan quang tirong phén giao thoa vi sai (DIC) ¢ wu thé. H§ théng ghi hinh gén lidn v&i kinh
hin vi c6 thd thich hop @& ghi lai nhing trurdmg hep durong tinh hay gié dinh.,

6.13 Kinh kidm soét FITC, dé danh gié curang d§ huynh quang va dénh gid x4c nhan higu qua thda
dang clia hé thdng quang hoc, clia kinh hidn vi huynh quang.

7 Léy miu va van chuyén
74 Léy miu

Quy trinh ldy mAu khang quy dinh trong tiéu chuin nay. Xem tiéu chuln cy thd aéi véi sin pham cb
lién quan. Néu khdng co tidu chudn cy thé thi khuyén céo c4c bén lién quan (vi dy: c4c co quan o6
th&m quy&n, nha quan Iy, khéch hang) ty thda thudn v& van dé nay.

7.2 Van chuyén

Céc mau trai c&y m&m va cac méu qua mém khéc phai dugc béc xép cin than trong qué trinh van
chuyén @& bao vé tinh nguyén ven vat Iy clia ching [xem 8.2 trong TCVN 6404 (1SO 7218)).

7.3 Tiép nhan miu

C4c mau cAn dugc danh gia theo c4c tiéu chi chdp nhan ap dung hwréng dan phi hop theo yéu cdu
trong muc dich thir nghiém [xem 8.3 trong TCVN 6404 (ISO 7218)]. Rau twoi &n 14 va qua mong duge
col 14 r&t d& hdng va thyec hién phén tich cang som cang tét ngay sau khi nhan dwgc. Céc tidu chi 6&
lozi bd mAu c6 thé bao gdm mAu bj ném méc, mau bj théi, hosic m&u khong cdn nguyén ven trong
trrémg hgp mau 1a qua meng.

7.4 Bdoquan

Rau twoi an 14 va qua mong phai dwgc bao quan trong tl lanh (tir 4°C dén 8°C) d8 giam sy hv héng
clia m&u [xem 8.4 trong TCVN 6404 (ISO 7218)].

7.5 Chuan bj mAu thir
Didu kién san phdm twoi phai dwgc ghi nhén trwdce khi tién hanh phén tich.
Khéi legng ciia mAu thiv it nhdt 12 25 g.

Khuyén c4o, khong diing qué 100 g mAu cho méi Ian phan tich.
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Khi phén tich toan b mét cay rau twoi an 14, chdng han nhw c& mot cay rau diép, nén la chon ngéu
nhign cac I4 sach [anh I3n (khdng I4y phan cudng) ti cc vi trf khac nhau clia cay rau @& kidm tra.

D4i vdi cac mau qua nhd, vi dy nhw qua mam xa, thi 14y ngau nhién cac qua lam mau.

8 Cach tién hanh
8.1 Rira aé tach céc ky sinh triing ra khol rau twoi an 14
a) Cho méu vao ti loc. Tranh manh tay qua mirc. Néu can thi stz dung kep a8 gép méau.

Khuyén cso m8i mau ddu dugc thém chudn bing huydn phl kim sot chiét tach ndi chudn c6 chira
mt lgng xéac dinh kén hop tl Cryptosporidium valhoic bao nang Giardia da dwoc danh dau tir trudc
va dém sb lwgng, theo hwémg din ciia nha san xu4t, Dung pipet nhd huydn phi 1én b mit 14 rau; thyc
hién thao tac nay sau khi da gt miu vao hp chiza d& xir 1. Chét huynh quang dénh du sir dyng
trong huy&n phis kiém soat chiét tach n6i chudn phai khac véi chét huynh quang sir dung @& phat hign
céc kén hop ti7 (bao nang) dich c6 trong mAu thir. Néu nhw khong str dung huydn phi kiém soat chiét
tach ndi chudn thi nén st dung méu kidm chirng duong (xem 9.2).

b) Thém 200 ml dung dich dém glyxin pH 5,5,
) Xi ly mau trong may trdn nhu ddng, trdn 30 s & téc 43 tir 200 rimin dén 300 r/min.

d) Gan dich riva gidi va chia d8u vao éng ly tAm day hinh nén dung tich 50 ml, phan chia dich rira gidi
thu duge déu nhau vao trong c4c 8ng nghiém, gitk lai phdn ba rau trong i loc. Bap tdi loc tht chat d&
bao dam lay dugc hét dich rira gidi ra khdi mau. C6 thé thu dich rira gidi vao mét binh chira rdi chia
@u vao cac éng clia méy ly tam,

Ngoai ra, c6 thé chon cach chuyén dich rira gidi vao I ly tam day hinh nén dung tich 250 ml, néu cé
s&n may ly tam/rotor phis hop d8 thc hign burdc tiép theo.

Tréng lai phdn ba trong i loc d8 tang hidu qua thu hdi. Sau khi @& chuydn hét dich niva gidi ra khoi tii
loc va trong khi cac éng nghigm dang ly tam [xem e)], cho 10 mi dung dich d¢m glyxin 1 molil, pH 5,5
vao mu va bép bén ngoai il loc. Sau khi chét bd phan chét Idng ndi phia trén c4c éng ly tam, cho
nude trang viva thu dugc véo cac éng ly tam. Cho thém tiép 10 ml dung dich dém glyxin 1 mol/l, pH 5,5
VAo tdi, 13p lai thao tac bop thi loc chira miu va nudr, thém nuéc trang vao éng ly tam. Cho ly tam nhw
motade).

e) Tién hanh ly tam ti da & 2500 g trong 10 min lién tyc.

CHU THICH 1: Vide ly tam t8i da & 2500g ¢4 thé tzo ra cc vién vén cyc nhd. Vide stz dung téc @8 téi aa thdp hon 1100 g
trong 10 min fién tyc cho théy thu hdi Guge lugng kén hap tr Cryptosporidium va bo nang Giardia tirong dureng.
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f) Dung pipet hoic bom chan khong loai bd Iép chét 13ng ndi phia trén, bdo dam 1ép hat khong bi x40
trdn. Néu khéng nhin thy r6 céc hat thi cAn than @& béo dam cAc ky sinh triing khéng bj mAt di trong
khi hit bd. C6 thé thyre hién bing cach dé lai mdt lgng nhé chét 1dng & 84y bng ly tam.

) Huygn phil lai hat trong ph&n cin chét Iang con lai & G4y ciia tirg éng ly tam va thu ddn c4c hat
két thia vao mot éng ly t&m riéng ra.

h) Tréng ria tirng 8ng ly t4m rBng hinh non dung tich 50 ml biing nuéc ct vé tring va dd ddn nuéc
tréng vao 8ng nghigm chira cac hat két tiia. Lap lai thao tac nay cho @én khi lugng hat dugc huydn phi
trong éng nghiém ly tam khdng virgt qua dung tich ctia éng.

i) Tién hanh ly tam dich riva giéi t6i da & 2500 g trong 10 min lién tyc.

CHU THICH 2: Viéc Iy tAm téi 8 & 2500g cb thd tao ra céc vien vén cyc nhd. Vig sir dyng t8c a8 8 da thép hon 1100
trong 10 min lién tuc cho thdy thu hdi dugc lugng kén hep tir Cryplosporidium va bao nang Giardia tromg duong.

J) Dung pipet hoic bom chan khéng loai b I6p chét 18ng ndi pha trén, bdo dam I6p hat khong bj x40

tron. Néu khong nhin thdy r5 cac hat thi c&n than d& bao d3m cAc ky sinh tring khéng bj m4t di trong
khi hit bd. C6 thé thizc hién bing cach d& lai mdt legng nhd chét Iang & a4y bng ly tam.

k) Wec tinh thé tich clia c4c hat cudi ciing thu duoc.

1) Huy&n phis lai hat trong 1 ml nuéc va chuy&n huyén phit ndy vao éng Leighton. Trang éng ly tam
baing 2 ml nuérc va thu nwéc tréang vao 8ng Leighton. Lap lal thao tac cho dén khi éng Leighton chira
9 ml méu.

* Néu dung tich huy&n pht hat vrgt qué dung tich do nha san xuét b thi IMS khuyén c4o thl chia miu
ra thanh céc phan. Thém nudc da logi ion cho dli 9 ml.

CHU THICH 3: Tir théri 6idm nay, éng Lelghton c6 thé dugre a2y nép, bdo quan Ianh, va quy trinh dugc tam ding dén 24 h.
- 8.2 Tach céc ky sinh ra khoi qua meng

a) Cho méu vao binh chira dung tich 500 ml, c6 nép d4y. Tranh thao tac qué manh. Néu cAn thi st
dung kep d& gép méu.

Khuyén céo ring m&i mau dugc thém chudin béing huyén phis kidm soat chiét tach ndi chuln c6 chira
mot lwong xé4c dinh céc kén hop ti¥ Cryptosporidium vafhogic cac bao nang Giardia da dugc danh déu
tlr trwéc va d6m sé lugng, theo huong din clia nha san xuét. Ding pipet nhd huydn phi déu lén bé
mat qua mong; thyre hién thao téc nay sau khi d& dat mAu vao hdp chira dé x Iy, Chét huynh quang
d4nh déu st dyng trong huyén phi kiém soét chiét tach ndi chuan phai khac vl chét huynh quang st
dung dé phat hién c4c kén hop t (bio nang) dich c6 trong méu thte. Néu nhur khéng s& dung huyén
phil kidm so4t chidt tach ngi chun thi nén s dung mau kiém ching dwong (xem 9.2).

b) Thé&m 200 ml glyxin 1 molfl ¢6 pH 3,5.
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©) Khudy trdn nhe mAu trong 1 min (vi dy: bling cach xoay hogc I&c v&i tbe a8 cham) dé giam thidu
hw héng mau.

d) Chuydn dich na gidi ndy vao éng ly tam hinh nén. Néu trong nuée riva c6 nhidu méanh vyn qua thi
loc qua sang hogc qua tdi loc va thu gom ntréc iva vao céc dng ly tam hinh non, thdl glan & nudc rira
chay hét qua b loc 1a 5 min.

GHU THICH 1: Dich rira gidi c6 thd duge chuydn vao chai ly tam dung tich 250 mi ¢ aay hinh non, néu c6 may ly tamirotor
phis hop cho budc tién hanh tiép theo.

€) Trang rira binh chira (va sang hodc bd locva tai loc, néu si¥ dyng nhw néu trong d) bing 50 mi
dung dich d&m glyxin 1 molfl ¢6 pH 3,5.

) Thu ldy nudce trang cho vao c4c éng ly tam hinh nén.

g) Ly tAm dich riva gii t6i da & 2500 g trong 10 min lién tyc.

CHU THICH 2; Vige ly tam téi da & 2500 g c6 th tao ra céc vien vn cuc nhd. Vide sir dung tée 49 181 da thép hom 1100 g
trong 10 min l1én tyc cho théy a9 thu hdi dugre Iwgng kén hep tir Cryptosporidium va bao nang Glardia twong duong.

h) Dung pipet hoc bom chén khong loai bd 16p chét Ing ndi phia trén, bdo d&m I6p hat khdng bi
xéo trdn. Néu khéng nhin théy 15 cac hat thi cn thén d& bao dm cho cac ky sinh tring khdng bj mét di
trong khi hit bd. C6 thd thyrc hign bing cach dé lai mot lwgng nhd chét 1ang & 84y éng ly tam.

i) Huydn phu lai hat trong phén can chét ldng con lai & d4y clia tirng éng ly tam va thu dén céc két
tlia vao mét ng ly tam rigng ré.

j)  Tréng rira ttrng éng ly tam rng hinh nén dung tich 50 m bing nuréc cAt v tring va ad dén nuéc
tréng vao 8ng nghiém chira cAc hat két tiia. L3p lai thao tc nay cho @én khi irgng hat durgc huyén phi
trong éng ly tam khdng vugt qua dung tich clia ng. ’

K)  Tién hanh ly t4m téi da & 2500 g trong 10 min lién tyc.

CHU THICH 3: Vigc ly tam ti da & 2500 g c6 thé tao ra cac vién vn cyc nhd. Vide si dyng téc @4 téi da thép hon 1100 g
trong 10 min lién tyc cho thdy 69 thu hdi duoc rgng kén hep tiy Cryptosporidium va bao nang Giarda twong durong.

1) Ding pipet hogic bom chan khdng loal bd I&p chét Iong ndi phia trén, béo ddm 16p hat khdng bj
x40 trin. Néu khong nhin théy rd cac hat thi cin than d8 bdo dam cac ky sinh tring khang bj mAt di
trong khi hat b3, C6 thé thc hign béing cach a lai mat lugng nho chét ldng & day éng ly tam.

m) Utc tinh thd tich clia cac hat cudl cling thu duoc. Huydn phi lai c4c hat trong 1 ml nude va
chuyén vao éng Leighton. Trang &ng ly tam bing 2 mi nwréc va chuydn véo éng Leighton. Lip lai thao
tac cho dén khi trong ng Leighton chira 9 mi méu.

Néu dung tich huydn phis hat viet qué dung tich do nha san xudt bg thir IMS khuyén céo thi chia mAu
ra thanh cac phan m4u. Thém nuwéc da loal ion cho da 9 ml.

CHU THICH 4: Tz tho didm nay, éng Leighton o6 thé durgrc 2y nép, bio quén lanh, va quy trinh dugc tam dimng dén 24 h.

12
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8.3 Téch tir midn dich (IMS)

Ky thuat ndy bao gdm viéc trdn dich riva gidi mdu da cb @ic voi cac hat thuan tir gén cc thé dac higu
véi véch kén hop t& Cryptosporidium hodic bao nang Giardia trong méi trudng d8m d& dat dwgc sy két
gén téi da. Sau d6, c4c b phirc hep hat - kén hop tlr (bao nang) durorc tach ra khdi cac manh vun khac
6 trong mAu bing nam cham. Sau khi téch, lai cho c4c kén hop tir (bao nang) phan ly ra khdi cac hat
bing cach khuy manh trong didu kién axit. Huyn phii céc kén hop tir (b2o nang) nha I&n lam kinh va
trung hoa axit béing NaOH (5.2.4).

O giai doan phan ly c6 thé thyc hién thém budc tach thee hai béing cach cho thém tiép mét lwgng dung
dich axit clohydric vao b phirc hep hat — kén hop ti (bao nang) va I3p lai qua trinh phan ly. Tiép theo
6 hai cach thyc hign, céch 1 12 phét huydn phi thu dwgc tir mé phan ly I3n the hai 18n mét lam Kinh
ther 2 c6 chipa NaOH, hoéic c4ch hai 1 phét thém huyén phii clia mé thir hai ndy I&n lam kinh ban dAu
va thém mot Irgng NaOH turong tng (d8 trung hoa).

CHU THICH 1: Céc hwéng dAn chi tét vé céch tién hanh tch t mign dich (IMS) khdng duge néu trong ti8u chuln ndy v
nhting huéng din nay phy thudc vao b kit hir durgc sk dyng.

CHU THICH 2: Céc b kit o6 ban s&n hign co trén thi tnsdmg durrc thiét ké chuyén bigt cho céc mAu nutc o8 8¢ fnube duge
X Iy hodc nude chura dugr xi I 68 ding 1am nudc ubng hodc c4c mAu nuéc Hy i méi tnrmg).

CHU THICH 3: Cé thé gidm 56 lirgg hat thudn tir va thd tich dung dich 88m duge khuyén céo thea nha sin xust b kit IS,
nhumg khong I4m giam vige téch rira va higu qua o3 aic.

8.4 Nhudm miu

a) St dyng lam kinh kidm soét FITC @4 dam bao ring cudng d9 clia 4nh séng kich thich tir dén phét-
ra dat y8u cAu va énh sang dugc phan bd ddng ddu.

b) Chu&n bj hai lam kinh riéng r& véi cac kiém chung dwong va kigm chimg am. Kidm chirng duong c6
chira huydn pht kén hop t& Cryptosporidium va béo nang Giardia (xem Phy lyc B). Kidm ching am
chtva nwéc khir khodng da loc hogic PBS. Cac kiém chirng dwong va kigm chirng &m phai bao gdm
trong m8i mé mau durgc nhugm, phal duwgc nhudm va kiém tra tréc khi méu dugc xir 1y tibp [xem cac
budc tir e) @én 1)). Chi tién hanh tidp cac budc nhudm cac méu néu cac lam kinh kidm soét da duoc
nhuém mau phu hep.

c) Dén nhan cac giéng trén lam kinh phl hgp véi s6 Ivgng méu va thé tich mau dugc phan tich (toan
b mAu cn dugc phan tich).

d) Cho mét lrgng thich hep dung dich NaOH 1 mofl vao c4c giéng ctia lam kinh theo hwéng din clia
nha san xuét bd kit thir IMS dugc si dung, sau d6 phan phéi cac Iwgng huyén phu chira c4c kén hop
1i¥ (riang) d4 tach vao céc giéng.
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e) Dit cac lam kinh c6 chira m&u vao khay lam 4m lam kinh, nhiét d¢ 0 4m tir 37 °C @én 42 °C hodc
sl dyng thiét bj 1am kho lam kinh thich hop khéc @& mau bay hoi dén kho. C6 thé @& kho céc lam kinh
qua d&m & nhigt do mai tredng véi didu kign khdng tao nguy co 1y nhi&m chéo hogic x4o tron.

f) Cho vai giot metanol (5.2.1) vao mdi giéng chira m&u da khd va d8 cho méu khd trong khong khi &
nhiét 4 mdi tneong.

g) Ph 1&n giéng mAu c4c khang thé don dong da danh ddu huynh quang (mAbs) d%c higu cho kén
hop tir Cryptosporidium va/hodc bao nang Giardia (5.2.5).

h) Bt cac lam kinh vao hép gitr 4m (6.10), néu c&n va i cac khang thé cong hgp theo quy dinh cla
nha san xuét.

CHU THICH 1: C4c thd tich chinh xéc va théi glan U mAu phy thugc vAo huéng dén cia nha sdn xudt va céc giéng trén fam
kinh sir dyng.

i) LAy cac lam Kinh ra khdi budng &m va nhe nhang loai b c4c mAbs d& danh dAu du thira ra khéi mdi
giéng.

J) Nhé vao méi giéng 1 giot dung dich Iam viéc DAPI (5.2.9). D& yan & nhigt 46 mdi tnrdng trong 2 min.

k) Nhe nhang loai bo dung dich Iam viéc DAPI dur thira khi m&i giéng bing céch nghiéng lam Kinh.
Cho vao mdi giéng mét gigt nwdc loc da khir khoang; sau vai gidy, nhe nhang loai bd lugng nuéc thira
ra khai méi giéng.

O THioH2: sk . S bing PES0 ol 7, - o,
1) Cho 1 gigt mdi tredng lign két min dich hugnh quang vao cAc giéng chira mAu cia lam Kinh,

m) B4y lamen, ch ¥ khong tao ra cac bot khi trong méi trdng lién két. Néu cin, git lai lamen bing
cach diing son méng tay gén kin mép xung quanh lamen d& mau khang bj khd va bio quan & noi téi
8 trénh mau bj mét mau,

n) Béo quan lam kinh & noi 6 cho dén khi kidm tra. C4n kidm tra c4c lam kinh ndy cang sém cang tét
sau khi dugc chuln bj xong, tét nhét 1 trong véng 24 h.

8.5 Sol bang kinh hién vi
8.5.1 Nhan xét chung

D4 phan tich tAt ca cac mAu da dugc chun bj nén sir dung mot kinh hién vi huynh quang, tt nhét la
6 gén véi DIC.

Cén it nhat hai b loc khdi; néu si dyng cac kidm chimg tach chiét ndi chudn thi cin 3 b loc khéi.
Trong vi dy dugc dua ra trong 8.5.2.1, c4c bd loc d6 1a:
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a) Bg loc FITC (bwéc séng kich thich 480 nm, bwdre séng phét xa 520 nm),

b) B0 lgc DAPI (burdc séng kich thich 375 nm, buéc séng phat xa 420 nm), va
¢) B9 loc Texas Red (bwdrc séng kich thich 555 nm, buéc séng phét xa 630 nm).

Str dyng vat kinh va thi kinh véi téng dd phéng dai 1a 200X hogc 400X va 1000X. Tham khdo huéng
dAn sir dung clia nha sén xuét v& chi tiét cAu hinh clia kinh hién vi.

Binh ky higu chuan thirée do thi kinh (dudmg chir thp).
8.5.2 Kiém tra miu @3 chudn bj si dung kinh hién vi huynh quang
8.5.21 Yéu ciu chung

Anh séng phét ra tir dén hoi thiy ngan c6 thd thay aéi va gidm dan khi béng dén duoc sir dung lAu.
Cn thwdng xuyén kiém tra curong @9 anh sang biing cach st dung lam kinh kidm soat huynh quang.

Sir dyng kinh hién vi huynh quang & ki&m tra céc lam kinh kim ching d& danh ddu & a9 phéng dai
200X hogic 400X d& @am bao rang trén lam kinh kiém chirng dwong, kén hop tir (nang) d& dugc danh
déu dung b& mAbs, va trén lam kinh kiém chirng 8m khdng c6 chira kén hop tir (bao nang). Sir dung
bd loc &nh sang kich thich UV kiém tra ham lugng clia c4c kén hop tir (bao nang) & dam béo ring
cac chét ligu hat nhan da dugc danh du chinh xé4c b&i DAPI.

Néu trong céc lam kinh kiém chtrng duong khdng théy c4c kén hop tir (bdo nang) phat huynh quang
thi thye hign nhudm lai trwrde khi xU ly mau. Néu trong cac lam kinh kigm chirng 4m thdy co céc kén
hep t (b0 nang) phét huynh quang thl cAn tién hanh didu tra d& xac dinh ngudn Iay nhidm. Cin
chuan bj thubc thi méi va nhudm lai cac lam kinh kiém chirng treéc khi tiép tyc tién hanh xtr Iy mau,

Khi cac bréc kiém soat cho thdy thda déng, tién hanh kidm tra c4c lam kinh m&u va cac mé hogic cac
phép kidm soat x& Iy mAu theo quy dinh du6i day, quét todn bd va cb hg théng timg giéng bang kinh
hidn vi huynh quang & d6 phong dai 200X hoic 400X. St dung ché A& quét tir phia .néy sang phia kia
hoiic tir trén xubng dudi.

Néu stz dyng mé mAu kidm chirng duong thi c6 thé tién hanh kiém tra cac lam kinh st dung bé loc
FITC (xanh). Str dyng 89 phong dai 200X hoiic 400X d& soi so bd va ghi lai s8 lwong céc vat thé gid
dinh/dugc coi 1 kén hep tir Cryptosporidium hoic bao nang Giardia. C&n ki&m tra k§ hon dé khing
dinh; c4c v4t thé gid dinh & mirc phéng dai 1000X str dung nwéc hosic vat kinh nhung diu dé soi kinh,
Kiém tra toan bd lam kinh & 4§ phéng dai thép sau d6 x4c dinh cac vét thé gia dinh & dd phéng dai cao
hon 8 dé hon Ia soi khd & @9 phéng dai thp, sau d6 chuydn ngay sang a8 phéng dal cao méi khi théy
kén hep tlr (bao nang) gid dinh.



TCVN 12363:2018

Néu sir dung kidm chitng duong thi céc lam kinh thir nghiém phai dugc kidm tra a8 nhan biét: ¢6 phai
mdi a6l twgng dugc nhudm 1a mdt sinh vét kidm chimg géc hay 14 bj nhidm ty nhién va d& khing dinh
tirng kén hop tir (bao nang) ty nhién gia dinh/co thé dang. Vi dy, khi sir dyng céc bd loc FITC da gin
mAbs va Texas Red da gén kidm soat kén hop ti7 (bao nang) dwong, thi sir dung bd loc FITC d& quét
lam Kinh d6i véi c4c @6i twgng phét huynh quang. BAi véi mdi a6i tugng ma dap tng cac dic didm néu
trong Bang 1 thi st dung b loc khéi Taxas Red a8 nhan biét d8i tirgng c6 phai 13 sinh vat cAn kidm tra
hay khéng. Néu ddng 1a sinh vat cAn kidm tra thi s& dung bo loc khéi DAPI d& 68 xac nhan d6i tugng
nhudm DAP, ghi gl s Iwgng, i quay tré lai ding b loc FITC va tiép tyc tién hanh v&i c4c dbi tugng
iép theo.

Nheng @8 twong c6 dic tinh clia Cryptosporidium hoic Giardia, ma khdng phai I cac vi sinh vat kiém
chimng géc, thi phai dugre do biing thuéc do thi kinh, ghi lai két qua do va phai duwgc kidm tra tiép st
dyng bd cac loc DAPI (xem 8.5.2.3) va DIC (xem 8.5.3) 6& khing dinh & d9 phéng dai 1000X, sl dyng
vat kinh ngam d&u hoic nwérc. Ghi lai sé legng kén hop tir (bao nang).

8.5.2.2 Nhan biét kén hep tir Cryptosporidium va bao nang Giardia: FITC

Céc d3c tinh thang thudng ciia kén hep ti Cryptosporidium vé bao nang Giardia khi @anh déu bing
FITC-mAbs v& dugrc kidm tra béng kinh hién vi huynh quang dugc lit ké trong Bang 1.

Bang 1~ Céc dic tinh str dung dé nhan biét cac kén hop tie Cryptosporidium va
bao nang Glardia dwgc danh d4u bang FITC-mAbs

Kén hop tir Cryptosporidium Bao nang Giardia

Huynh quang xanh I4 cdy bao quanh toan bd | Huynh quang xanh I4 cay bao quanh toan b bao
kén - thudmg thédy o hai dudng vidn nang

Hinh cAu hogic hinh hoi bAu dyc Thudng ¢6 hinh eliphinh bdu dyc nhing bao
nang @& dugc lam kho trén lam kinh & vj trl
thng dirng, ching c6 thé xuAt hién & dang hinh
chu hogic dang hinh cdu khuyét.

Mot s6 kén sé c6 nép gép hogic hinh cu khuyét; | Mot s bao nang c6 c4c nép gép va nhan
mét sb kén c6 thé c6 ngoal hinh "pac-man" dién
hinh (nhw nhan vat trd choi dign tir)

Buong kinh tir 4 um dén 6 pm Kich thuéc (theo dudmg tyc ngang clia bdo nang)
(tr 8 pm @én 12 pm) x( tir 7 um dén 10 pm)
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CAin than khi dém cac dbi twong bj méo va h hdng n3ng, dic bigt ka khi khdng quan sét thy dugc
kén hop tir hoc bao nang “dién hinh".

Msic dir da s c4c kén hop tir Cryplosporidiium va bo nang Glardia ¢t thé giéng nhir mé ta trong Bang 1
nhung vAn c6 sty sai léch so voi nhitng mé té nay, déc bigt d8i voi nhing ky sinh tring @ tirng & trong
méi trrdmg mét thari gian. Sai 1éch phd bién nhét 14 su phat huynh quang yéu hoic "mo”. Phai dua ra
md t& cho mdi ky sinh tring dwrgc nh4n dang. Néu khdng thé xac nhén ring cac dbi tugng 1a ky sinh
tring (b3ng cach nhugm nhan DIC va/hodic nhugm DAPI, hodc biing c4c ky thudt phan tir tiép theo) thi
chng nén duqc ghi 1 "c6 thé dung™ hoc "gia dinh”.

CHU THICH 1: Mt 88 loal ca Cryptosporidium va Glardia 6 dugc cdng nhén. DAl Kich thuéc duge md t trong Bang 1 chdl
yéu Ia cla G. duodenalis va c4c loal chinh clia Cryptosporidium g8y bénh cho ngudi. Mot sé l0al Cryptosporidium c6 dudng
Kinh @én 8 pm (vi dy: C. anderson/ v& C. muris) nhing hiém khi g8y bénh cho ngui.

Céc dbi tugng khéc c6 thé dugc tach rira ra tir thye pham tuoi, ¢ thé cb kich thude, chu tric va dic
tinh nhudm twong tw nhwr clia cac kén hop tir Cryptosporidium hodc bao nang Giardia. Do d6, didu
quan trong I tét ca cac d8i twong co céc dic didm nay phai dugc khing dinh hodic bac bé bing cac
nghién cu bd sung. Néu khong thé khing dinh hodc bac bd do thiéu c4c didm dic trng nhw nhan thi
céc dbi twong nay nén dugc cho 1a c6 thé dang/gia dinh. Trong nhiing tredng hop ndy, nén dé céc
chuyén gia tir cac phong thir nghigm khéc kiém tra c4c lam kinh nay d khing dinh hogic bac bd cac
d6i twgng phét hign dugc.

CHU THICH 2: Céc kén hop ti va bao nang kidm soat tach chit ndl chuin cling phét huynh quang phii hep véi chét phat
huynh quang ma chting.dwoc gén vio.

8.5.2.3 Nhan biét kén hop tir Cryptosporidium va bao nang Giardia: DAPI

M3i kén hop tir (bao nang) gid dinh cn phai dwoc kidm tra v& sy co mit cla cac nhan nhudm DAPI.
Chuy&n sang diing bd loc UV trén kinh hidn vi 3 quan sat DAPI. DAu tién, st dyng vat kinh 40X va vat
Kinh ngam dau hogic ngam nwéc 100X, ndu cAn. Nhan clia c4c kén hep tir (b2o nang) da nhudm DAPI
s& c6 huynh quang mau xanh da trdi.

Céc ac didm phd bién clia kén hop tr Cryptosporidium va bao nang Giardia khi nhudm béng DAPI va
s0i biing kinh hién vi huynh quang dugc liét k& trong Béng 2.

Céc dic didm nhudm bing DAPI i véi mdi kén hop ti Cryptosporidium va bao nang Giardia gia dinh
phéi dugc ghi lai.
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Bang 2 - C4c diic diém ciia kén hop tir Cryptosporidium va bao nang Giardia nhudm bing DAPI

Kén hep tiv Cryptosporidium

Bao nang Giardia

Trong céc kén, nhan thoa trung xut hign dwéi
dang c4c chdm nhd, riéng biét.

Trong c4c bao nang, nhan thé ty dudng xuét
hién dwéi dang nhirng chdm riéng biét,
thisrng ndm & mot ciec ciia bao nang.

Néu kén chira thoa triing (khong chi 12 vd) thl
thuwamg thy c& bén thoa triing trong nhén, mc dut
chang thwmg khdng nm trong ciing mét mat
phéng héi ty. Chinh tidu cy 18n va xubng.

Néu bao nang c6 co chét va nhén rd rang thl
thurng c6 hai hogic bén, tly thudc vao gial
doan sinh san clia bao nang. Chiing c6 thé ndm
trong trudmg tidu cy khac nhau, do d6, didu

quan trong 1 phai chinh tigu cy 18n va xubng.

D8 khl, nhirng hiém khi, viéc nhuém DAPI bj
khuyéch tan.

Thudng thi viéc nhudm DAPI bj khuéch tan,
bdi chét ligu nhan khdng cdn phan biét rd véi
c4c co chét khac. Tuy nhién, ¢6 thd quan sé&t
thdy cac vach huynh quang cuwdng do cao

ndm & mdt cyc clia nang.

Néu kén hop tlr Cryptosporidium va bao nang Giardia (chi c6 vd kéninang) ma khong c6 nhan thi
khong phai nhu¢m DAPI ndi chudn. Cac mau ndy s& dwgc bao céo la gia dinh.

Nhieng ky sinh triing bj v trong qué trinh sdy trén lam kinh (vigc nay d6i khi c6 thé xay ra, diic biét véi
nhieng ky sinh tring d& gia héa hojic da bj trc ché véi mbi trudng xung quanh) c6 thé co cac thanh
phdn bén trong gdn sat ching va nhan ty dwdng cla Giardia hojc nhén thoa tring clia
Cryozosporidium c6 thé phan bd rd sat v thanh clia kén hogic nang. Trwémg hgp ndy phai duge
nghién ciru oy thé @i véi nhitng ky sinh tring khong thy rd thanh phan bén trong va phai dwec ghi
chép lai phti hgp.

Mgt s6 ky sinh tring giéng nhw kén hep tir Cryptosporidium hoic bdo nang Giardia nhung thic ra
nhimg ky sinh triing ndy lai khong thé c6 durgc nhirng d3c tinh nhudm DAPI di&n hinh nht kén hop tir
(b&o nang), bao gdm phat huynh quang d céc lyc lap, tinh thd, bao ti v.v. . S cé mét c4c d4c tinh
nay cho thAy déi twng khong phai 2 kén hop tiz (bao nang). Tuy nhién, cin luu ¥ ring Evans Blue (1
phan chét nhudm mau cb trong nhidu s&n pham mAbs ban sdn) cé thé lam cho mot s thanh phan
trong té bao phét ra huynh quang 6. Ngoai ra, nén mau db ciia Evans Blue khong phii hep dé kiém tra
c4c lam kinh c6 chtra cac kén hop ti (bdo nang) kidm soat dwoc nhudm bing Texas Red. DNA ciia hg
vi sinh vat khac cling b&t mau khi nhudm DAPI nén cin chii y & d&m bao ring khéng nhim Iin DNA
ndy v&i DNA clia ky sinh trling dang nghién ciru.
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8.5.3 Kiém tra mau da chudn bj siv dung kinh hién vi DIC

8.5.3.1 Yéu clu chung

Sau khi kiém tra @i tigng bdng kinh hién vi huynh quang st dyng FITC, Texas Red (hogic cac loai
khac) va céc b loc DAPI, tién hanh khing dinh két qua nhan dang bing kinh hidn vi DIC. Chan tia cyc
tim va bat ngudn phat sang, dam bao réng trén vat kinh da 14p ding vao thap kinh, b loc DIC va lsng
Kkinh hgi ty anh séng dwéi ban soi vao dung vj trf.

DAy bd loc DIC va laing kinh vao vj tri va chinh téi wu hoa hinh &nh 5 nét bing cach didu chinh cudng
40 &nh séng va/ho#ic xoay vit didu chinh trén ling kinh.

8.5.3.2 Nhan dang kén hop tir Cryptosporidium va bao nang Glardia bang kinh hién vi DIC

Déi v&i nhitng ngudi str dung chua 6 kinh nghigm, trudc tién, kidm tra lam kinh kidm chirng dwong,
nhu 14 sy nho lai v& cac déc didm hinh thai bén ngoai hay bén trong, déc treng ciia kén hop tir
Cryptosporidium hogc bao nang Giardia, quan sét dugc béng kinh hién vi DIC.

Sau d6 kiém tra céc kén, nang gid dinh va kén, nang d& duoc khing dinh bing DAPI soi dui kinh hién
vi quang huynh quang. Ban d8u st dung v4t kinh 40X va sau d6 14 vét kinh 100X nhing dau holic nuéc.

Do kich thuéc clia méi ky sinh triing hogic ky sinh triing gid dinh theo hai tryc va tim cac dc didm hinh
thai bén ngoai hogc bén trong di&n hinh ctia kén hop té Cryptosporidium holic bao nang Giardia.

Céc dc tinh clia kén hop ti Cryptosporidium va bao nang Giardia khi kiém tra béing kinh hién vi DIC
dugc néu trong Bang 3.

Bang 3 - Céc déc didm clia kén hop ti Cryptosporidium va bio nang Giardia bing kinh hién vi DIC

Kén hop tir Cryptosporidium Bao nang Giardia
Céc kén nguyén ven c6 | Céc kén khong cé thanh | Cac nang nguyén ven c¢6| Cac nang khdng cé thanh
céc thanh phin ban phén bén trong (thoat | cac thanh phin bén trong| phén bén trong (thoat ra
trong ra khdi kén, v& kén) khal nang, v& nang)

Hinh c&u hogc hoi ovan,
min, khéng mau va co
khic xa, viing trung tam
16, bd mat xudt hign
khong ddu, C6 thé quan
sét thdy thanh kén day.
Ciing c6 thé thdy céc
thoa tring bén trong
kén, cling nhe théy 3
didm khic xa (phin cén
lai).

a) Hinh cdu hoic hoi
ovan véi thanh kén day.
C6 thé thdy phan khic xa
odn lai. Bidu ndy cho thdy
kén da v hojc c4c thanh
phan 84 thoét ra khai kén.

b) Hinh clu hofc hoi
ovan ("pac-man” rd rang).
C6 thd quan sat thdy
thanh kén day.

Thanh nang day, phing
hinh elip/ovan va ving
trung tam I8i.

Néu da thdy nhan nhudm
bdng DAPI thi nhan s&
ndm & mot cyc clia blo
nang. Clng thdy déu vét
cdn lai cla sqi tryc tidm
mao ndm chéo qua tryc
dai clia bao nang va trung
thd ndm ngang & phdn
gitra clia bo nang.

a) Dang ovan c6 thanh kén
ddy, viing trung tam xuét
hign phéng va khéng r6 nét.
b) Dang ovan c¢6 thanh kén
day, c6 thd c6 nhimg nép
nhan, vét nrt va bién dang.
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i véi mot sé mAu, vide kiém tra kén hop tlr (bdo nang) gid Ginh béng céch stk dyng DIC c6 thé khong
thyee hign dugc do b cac ménh vyn gay nhidu qua mc. Trong nhirng trudng ndy, cAn ghi lai va quyét
dinh nhan dang phai dya trén c4c dic didm cilia FITC-mAbs va DAPI da dwoc danh du.

CHU THICH 1: Vige nhén biét c4c sinh vat s dyng DIC cAn c6 nhidu inh nghigm. Céic dic tinh duge dua ra trong Bang 3 chl
12 68 hwrgng i, Vige nhan biét sal céc vAt thé cé hinh dang kén hop tir (b0 nang) c6 thé xdy ra ngay c4 & giai dogn nhan
biét ndy.

CHU THICH 2: Cac vat th giéng nhw kén hop t Cryptosporidium hodic bao nang Giardia nhung thye ra lal khong phai, c6
thd 06 cc dc didm hinh théi bén ngoai hoc bén trong khdng didn hinh clia kén hop ti (bao nang) va khang nhin théy bing
kinh hién vi hujnh quang. Nhomg dc diém nay bac gdm: gal, than, phin phy, & héng, mdt hoic hal nhan I6n tam ady té bao,
chét diép luc, cac tinh thd, bao ti , v.v. Sy cb mit cac a4 didm ndy chi ra ring vat thé 6 khong phdi 12 kén hop ti (bao nang).

9 Quy trinh kiém soat chit lwgng
9.1 Yéu chu chung

Phang thir nghiém tién hanh phép thir phai c6 hd théng kidm soét chét lugng dugc xac dinh ro rang d&
d3m bao réing thiét bi, thudc thir va k§ thuat I thich hop cho viéc phan tich nay.

9.2 Két luan va didn glal cac kidm chieng

C6 thé sir dyng céc kiém chirng tach chiét ngi chuan (xem 3.5) d8 xac minh ring sau buéc riva gidi
phirong phép nay hoat dong c6 higu qua. Néu khong phat hign dwoc kén hop tlr (bao nang) danh déu
@3 dugc dua vao thi quy trinh phan tich khang dat.

Néu khéng ste dung kidm chieng tach chiét ndi chudn thi c6 thé tao ra mAu kidm chirg durong tinh
(xem 3.6) bing cach thém chudn méu b sung voi khong 100 kén hop ti Cryptosporidium valhodc bao
nang Giardia (xem Phy lyc B). Dung pipet nhd m&u huyn phis thém chudn [én bd mét ciia 14 rau hogic
qua mong. Viée kidm soét qué trinh kidm chirng dwong nén thyc hign theo dinh ky (vi dy: cir 20 miu
kiém tra 1 mAu kidm chirng duwong, nhung téi thidu kidm tra 4 13n). Néu khong c6 (kén) nang nao dugc
phét hign thi quy trinh phan tich khéng dat.

Viéc kidm soét chirng &m (xem 3.7) cAn tién hanh dinh ky tdy theo yéu cAu cia muc dich thir nghigm,
Néu phat hign dugc cac (kén) nang trong méu kidm chimg am tinh thl chirng t da cb sy ldy nhidm
chéo xay ra trong qua trinh phén tich, va b4t ky mdu ndo ma xét nghiém cho két qua dwong tinh thi
ddu phai dwgc col 1 duong tinh gia.

9.3 V@ sinh thiét bj, dung cy

Tét c cac thiét bj, dyng cy tai si dyng phai duge riva k§ trong e ¢ chira chét tly rira va sau d6
tréng sach trong nuc khir ion @& logl bd bét ky (kén) nang nao cé thé da bam vao thiét bi.
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Céc dyng cy st dyng cho qué trinh kiém chiing dong cin duwgc riva rigng (ndu cb thd, & mét khu vge
riéng bigt) tranh xa khoi c4c dyng cy diing @8 phan tich méu.

Vige s dung c4c vat ligu diing mdt 1an (vi dy: tdi dyng ding cho may tron) dé tranh 1y nhigm chéo,
nhung khdng khé thi d6i voi tét c& cac thiét bi, dyng cy (vi dy: ng Leighton). Kha naing nra 12 sir dung
céc bd thiét bj nhur nhau cho cac quy trinh kidm chitng duwong. Tuy nhign, thyc hign ddy db cac bign
phép rira thich hgp va kiém soat chét lwgng (nhur chay cac miu kidm chimng &m ngay sau khi chay
mAu kidm chizng dwong, si dyng ciing mét thiét b| nhung dwrgc riva sach) c6 thé 1 du.

Vige phan tich cac mau kiém chimg &m cAn dugr ghi lai ging nhu khi phan tich mAu kidm chirng duong.
CHUO THICH: Vige st dyng dung dich hypochiorit c6 chiza ft ihét 1 000 mgh clo ty do c6 thé s& hiru fch trén cAc thiét bj & duoc

1am sach treérc dd trénh phat hign duge cAc kén hop tir (b20 nang) do & nhi&m chéo, vi nd phé v phin phan tir khang nguyén &
vitrf gén véi mAbs.

10 Bdo céo két qua
10.4 Biéu th] két qua

Két qua cin néu rd sb leong kén hop tir Cryptosporidium vathogic bo nang Giardia phét hign dugc
trén khéi lwgng mau san phim tuoi dugc kidm tra,

Néu sir dyng céc kidm chirng tach chiét ndl chun thi sé lugng kén hep tir Cryptosporidium va bao
nang Giardia da danh d4u treéc va sb lugng kén hop t& Cryptosporidium va bdo nang Giardia phat
hign dugc phéi dugc so sanh voi s8 lugng da dwgc thém chudn vao mau va tinh phan tram thu hdi @i
v6i teng miu, Néu si¥ dyng mAu kidm chirng dwong th s8 Iuigng kén hop tir Cryptosporidium va bdo
nang Giardia phat hign dugc phdi dugc so sanh voi s lvgng da dugc thém chudn vao miu va tinh
phén tram thu hdi.

10.2 Bo céo két qua thir nghigm
Béo c4o két qua thir nghiém phal bao gdm c4c thong tin sau:
a) Vién dén tisu chuln nay;

b) Tét ca cac chi tiét cAn thiét a& nhan biét ¢y ati v& mau thi¥, bao gdm nén méu, ngubn méu va chudi
san xuét durgc bidt dén va bét ky chi tiét v& 16 holic ma nhan dang 16 hang;

c) Ngay tdy mAu;
d) Khéi lwgng mAu a3 I4y;

) Ngay phang thi nghiém nhan dugc mau;
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f) Ngay bt d4u phan tich;

g) Knéi lugng méu phan tich;

h) Phirong phap @3 si¥ dung, dic bigt bao gbm moi thao tac khdng néu trong tiéu chudn nay hodc
dugc col 12 tity chon, cling véi cac chi tidt bit thwdng khac co thé anh hudng dén két qua;

i) sé Iwgmg kén hop tlr Cryptosporidium va bao nang Giardia phét hign dugc va bat ky chi tiét co lien
quan dén vigc nhan dang va x&c nhan chiing (vi dy: kich c&, phép nhudm DAPI, chi tiét hinh thai);

J) Sw khdng c6 mét clia sinh vat, nghTa 14 khang phét hign dugr, sé dugc bidu th 1a "khong phét hign
dugc” trén khéi lwvong mau duge phan tich;

k) D& bao gdm hoc khdng bao gém cac kidm ching mAu. Bao cao phan trdm thu hdi, xac dinh cho
trng mAu béing kidm sot tach chiét ndi chulin hojic cho tirng 16 bing qua trinh kidm ching dwong va
gi6i han phét hién tinh dugc;

i) Ngay két thac phan tich;

m) Ho t8n va chir ky clia ngudi phan tich; ndu c6 nhidu hon mét ngusi phan tich the hign thi cin chi
8 ngudi ndo phan tich da thye hign phan tich cong doan nao.
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Phy luc A

(Quy dinh)

Chuén bi thudc thir

A1 Thube thi» chung

A1.1 Mubdi dém phosphat (PBS)

Natri clorua (NaCl) 80g
Dinatri hydrophosphat (Na;HPO4) 1159
Kali dihydrophosphat (KH2POs) 02 g
Kali clorua (KCI) 02g
Nuéc da khirion 1000 mi

Hoa tan céc thénh phén trong 800 ml nuérc va chinh pH dén 7,3 £ 0,2 bng HCI 1 molll hoic NaOH 1 molll,
sau d6 thém nuéc dén 1 Iit.

Béo quén & nhigt a8 phéng 20 °C + 5 °C trong thdi gian téi da Ia sau thang.

A2 Céc thudc thir dé rira tich cac ky sinh ti¥ san phim twoi
A.2.1 Dung djch dém glyxin 1 molll, pH 5,5
Glycin (C2HsNO3) 7507

Hoa tan thanh phan trong 800 ml nuéc va chinh pH dén 5,5 + 0,2 bing HCI 1 moll hogc NaOH 1 moll,
sau d6 thém nwérc dén 1 lit.

Béo quan dung dich ndy & 5 °C + 3 °C trong thdi gian téi da la 3 thang.
A.2.2 Dung djch dém glyxin 1 mol/l, pH 3,5
Glyxin (CzHsNO2) 75079

Hoa tan céc thanh phin trong 800 ml nwéc va didu chinh pH dén 3,5 + 0,2 bing HCI 1 mol/l hodc
NaOH 1 molll, sau a6 thém nuéc aén 1 Iit.

Bo quan & 5 °C + 3°C trong thdi gian t6i da 14 3 thang.
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A3 Céc thudc thir si» dung trong viéc cb dic, cé dinh, nhudm, phat hién va QC

A3.1 Axit clohydric (HCI), 0,1 mol/l.
A.3.2 Natri hydroxit (NaOH), 1 mol/L

A3.3 Mél trwdmg lign két mién dich huynh quang

1,4-Diazablcyclof2.2.2]octan (DABCO) 20g
Glycerol 60 ml
PBS (A.1.1) 40ml

D4 chudn b], héa tan DABCO trong PBS va thém glycerol. Chinh pH dén 7,1 + 0,2 bng HCI 0,1 moll
hoic NaOH 1 mol/l. Cho vao lg va bdo quén & nhigt 46 5 °C + 3 °C cho dén khi sir dung.

A.3.4 Dung dich DAPI géc

DAP} 1mg

Metanol 05ml

D& chuén b, cho 0,5 ml metanol vao lo chtra 1 mg DAP (5.2.7).

Béo quan dung dich nay & noi 6i trong 5 °C + 3 °C, t6i da dén 12 thang.
A.3.5 Dung djch DAPI lam viéc

Dung dich DAPI géc (A.3.4) 10pl

PBS 50 ml

Chudn bj béing cach pha loang 10 ul dung dich DAPI gbc vao PBS.

Béo quan dung dich ndy & noi téi trong 20 °C + 5 °C, t8l da dén 1 théng.
A3.6 Dung djch natri azid géc

Natri azid (NaN;) 100 mg

Nuérc da khir ion Sml
D8 chun bj, hoa tan natri azid trong nudr.

Bdo quan dung dich nay & 5 °C + 3 °C trong mot nam. Natri azit rét ddc khi tiép xtic v&i da, v6i mét, nuét
phai hogic hit phai. Viée phoi nhidm qua mirc c6 thé din dén ti¥ vong. Phai tuan thil hwéng dan an todn.
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A.3.7 Méi treng bao quan ky sinh tring

Dung dich natri azid géc (A.3.6) 1mi

Nwéc da khir ion 100 mi
D& chuén bi, cho 1 ml dung dich natri azid géc (A.3.6) vao 100 ml nuéc khir fon,

Béo quan dung dich ndy & 5 °C + 3 °C téi da dén 1 thang.
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Phulyc B
(Quy dinh)

Chuén bj huyén phii kiém soét qua trinh dwong tinh

B.1 Yéu cdu chung

Chuén b cac dung dich huyén phis kidm soat qua trinh durong tinh a8 si¥ dung cho khang thé don déng
va nhudm DAPI d& soi kinh hi&n vi. C4c dung dich nay dugc chudn bj cho vige thém chudn vao cac
méu nh3m x4c dinh higu qua thu hdi clia quy trinh thir nghidm. Phy lyc C cung cAp thang tin v& phin
tr&m thu hdi dat dwgc bing phwong phap nay.

B.2 Xac djnh mat d% kén hodc nang trong dung djch huyén phii géc

Céc huyén phi géc ciia kén hop ti (bao nang) st dung cho phép kidm chimg dwong cn dugc dém
va sau d6 sir dyng @8 chudn bij lidu kidm soét qué trinh durong tinh.

C6 thé sir dung cong thire diwéi day dé xay dyng lidu nuoi cdy hogic thé tich thém chudn tir cac kén
hop t (bao nang) géc:

C' landng o cn thiét cho mdi ml lidu bé sung;

S landng d9 gbc;

V 1athé tich dung dich géc cAn thiét 68 tao 1 ml lidu yéu ciu
v=Cis

VI DY: Néu cdn mot lidu ndng @9 10 000 kén hop tir (b0 nang) trong méi 0,1 mi thi ndng a cAn thiét 2 100 000 kén hop tir
(b4 nang) tran m3i mi.

€= 100000
Néu nbng‘ @6 ctia dung dich gbc 12 214 000 kén hop tlr (bao nang) trén méi mi
$=214000
Thé tich dung dich géc cAn thiét a& pha dugc 1 mi ndng 6 100 000
V =100 000/214 000 = 0,467 ml hodic 467 .

Do db, thém nuérc véo 467 pl dung dich gbc @& dd c6 1 ml. Nhw vy s& cho phép chun bj dugc 10 lidu
0,1 ml, m&i lidu chira 10 000 kén hop tir (b&o nang).
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Bo quan & 5 °C + 3 °C, khéng dugc bao quan huydn phit ddng lanh va phai thudmg xuyén kim tra
chét lugng. Huyén phi kén va nang khdng dugc dé qué ba thang. Cac huyén phu gbe phai duoc kidm
tra biing kinh hidn vi G& béo d&m riing khong bj von cyc hogic két mang. C6 thé Iam tan cac mang vén
cyc béing cach lic manh.

B.3 Dir liu higu ning ddi véi cac huyén phi kiém chivng diwong

Chun bj 10 mi dich huydn phit kén hop t& Cryptosporidium valhoic bao nang Giardia biing cach
pha losing mot thd tich twong tg dich huyén phii gbc @am dic @& thu duec ndng d§ cubi cing
khoang 1 x 10° sinh v4t/ml, nghta 14 c6 khoang 100 kén va nang mdi sinh vét trong 100 yl.

Xoay tron huydn phir trong 30 s va sau d6 phan phéi cac legng 100 pl vao céc giéng ciia lam kinh
hién vi. 2

Lam kh6, cb dinh va nhuém (xem 8.4). Tién hanh x4c dinh sé lwgng kén va nang trén c4c lam kinh
biing céch sir dyng kinh hién vi huynh quang (xem 8.5.2).

Tinh gi4 tr trung binh ctia mdi sinh v4t c6 trén timg lam kinh, 83 léch chudn va hg sb bién thign. Ghi lai
két qua. Dam bdo ring, hé sb bién thién cho m8i mé cAc lidu thém chudn dwoc chudn bith cong, s&
nhé hom 20. Néu théy c6 sal 1éch ém hon thi chudn bj mot mé mi. Phai d&m bio ring sb lgng trung
binh céc sinh vat trong méi lidu trong khoang tir 80 dén 120.
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Phuluc C
(Tham khao)
Phan trim thu hi dat dwgc bing cac phirong phap

Kén hop tir Cryptosporidium

Logi miu Phin tram thu hdi Tai ligu tham khdo
Cai brussel 340 Rzezutka et al (2010)
Sip lo 16° Rzezutka et al. (2010) ?
Xa lach 25 ‘Cook et al. (2007)®
Toi tay “14-21° Rezezutka et al. (2010) 22
Rau diép 190 Rzezutka et al. (2010)2
Rau diép/cii bép 245135° Amoros et al. (2010)@
Rau diép (Gem)- 3 Cook et al, (2007)
Rau diép (rau didp xo&n) 4920 Cook et al. (2007)®
Rau diép (Romaine) 130 Cook et al. (2007) 1
Xa lach (Webb's) 59,0+ 12,00 Cook et al. (2008a)® ,
Xa lach hén hop 620 Cook et al. (2007) B!
Mul tay 590 Cook et al. (2007) #
Caithao 100 Rzezutka et al. (2010)1@
Qua mam x&i 64,7 +13,00 Cook et al. (2006a)®!
Hanh trdn salad 460 Cook et al. (2007)®
Hanh trdn salad 380 Rzezutka et al. (2010) 2
Cai bp trdng 4-47° Rzezutka et al. (2010) P2

® Dya trén d9 thu hdi (vi sinh vat) dich
b Dya trén viéc thu hdi kidm chimg tach chiét ndi chudn

Bao nang Giardia

Loai miu Phén trim thu hél Tai ligu tham khdo
Rau rn 38 Cook et &, (2007)®
|Rau diép/cai bsp 16,7 8,1 Amoros et al. (2010)2
Rau diép (Gem) 31 Cook et al, (2007)¢1
Rau didp (lceberg) 65° Cook etal. (2007) 1
Rau diép (Romaine) 380 Cook et al. (2007) 8l
Xa lch hén hop 53 Cook et al. (2007) 4
Mui tay 430 Cook et al. (2007)®
Hanh trdn salad g Cook &t al. (2007) 1

* Dya trén 66 thu hdi dich
> Dy trén viéc thu hd kidm chirng tach chidt ngi chudn.
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