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NUOI CAY PHAN LAP VI KHUAN TA QTKT-VKPR-05.05.02.01 v1.0

1. Muc dich

Phan lap va xac dinh typ huyét thanh ching vi khuan ta gay bénh gitp cho cong tac diéu tri

va phong chdng dich
2. Pham vi 4p dung

- Phong thi nghiém Vi khuan duong ryét —Vién Vé sinh Dich té Trung uong
- Khoa xét nghiém cac Trung tdm Y té du phong va bénh vién tinh Thanh pho
3. Nguyén ly
Mau bénh pham duogc cay vao moi trudng ting sinh pép ton kiém va thach dia TCBS chon

loc. Chon khuan lac dién hinh cdy xac dinh tinh chat sinh vat héa hoc. Xéc dinh vi khuan ta bang
phan tig ngung két véi khang huyét thanh ta dac hiéu da gia V. cholerae O1 va 0139 va don gia
Ogawa va Inaba.
4. Trach nhiém
4.1. Trweng phong thi nghi¢gm:
- Phé duyét quy trinh ky thuat
- Ky két qua xét nghiém
- Cap nhat céc thay doi caa qui trinh
4.2. Quan ly chdt lweng ciza Phong thi nghiém
- Kiém soat chét luong toan bd qui trinh
- Cap nhat cac thay doi cua qui trinh
4.3. Nhan vién
- Thuc hién thao tac xét nghiém chuan
- Hoan tat béo cao tra oi két qua xét nghiém

5. CAc tir viét tit

ATSH An toan sinh hoc

HIA Heart infusion agar

KIA Kligler iron agar

LDC Lysine decarboxylase

TCBS Thiosulphate - Citrate - Bile salts - Sucrose

V. cholerae Vibrio cholerae
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V.p

arahaemolyticus Vibrio parahaemolyticus

6. An toan

Mic 40 choang, mang ging tay va khau trang khi tiép xtc vai cdc mau bénh pham

Toan bo quy trinh va thao tac cac vat liéu nhidm trung can duoc thuc hién ¢ cac noi riéng
biét giam tdi thiéu cac hat nho, khi dung nhidm tring.

Yéu cau sir dung tia ATSH cép 2

Lam kinh nhuém vi khuan can duoc khir nhiém hozc sy khtr tring truéc khi vit bo .

7. Nguyén vat liéu va trang thiét bj

7.1.
7.1.1.1.

7.2.

Thiét bi, dung cu
Thiét bi
Tu an toan sinh hoc cép 2, diéu hda nhiét do
T 4m 37°C
Bé nudc u nhiét
May ly tdm
Kinh hién vi, lam kinh, lamen, dau khoang
Dung cu
Dung cu nudi cay vi khuan (dén con, que céy...)
Gang tay, khau trang
Dung cu lay mau (tim bong vo tring, chéat bao quan, hop dung mau, chai sach, tdi nylon
sach)
Dung cu van chuyén bénh pham (hop dung bénh pham, binh tich lanh, ...)
Dung cu tiét tring (ndi hap, tai dung chét thai y té)
Cac dung dich diét khuan (cloramin B, sodium hypochlorid)
M&éi trwong, hod chat, thudc tha
Maéi trudng van chuyén mau
Nudc pepton kiém
Maoi trudng khéng chon loc: thach TCBS, thach kiém
Maoi truong khdng chon loc: thach trypsoy, thach ndo tim, thach thuong
Céc 6ng mdi truong xac dinh tinh chat sinh hda (KIA, Manitol - di dong, Urease - Indol,
LDC)

Trang 3/10



NUOI CAY PHAN LAP VI KHUAN TA QTKT-VKPR-05.05.02.01 v1.0

- Moi truong Bacikow co6 duong arabinose, sucrose va mannose

- B6 nhuom Gram, nhuém xanh methylen

- Thudc thir Kowac

- Thubc thir Oxydase

- Khéng huyét thanh ta dic hiéu da gia V. cholerae O1 va 0139

- Khéng huyét thanh ta dic hiéu don gia Ogawa va Inaba
8. Cac buéc tién hanh
8.1. Ting sinh trong nwéc pepton kiém

Tang sinh vi khuan ta trong nudc pepton kiém lam ting kha niang phat hién V. cholerae,

nhét 13 trong trudng hop c6 it vi khuan trong miu phan ¢ giai doan hdi phuc va mang tring
khong triéu chung. Cac Vibrios phat trién rat nhanh trong nudc pepton kiém sau 6-8 gio nudi cay.
Luong mau phan ciy trong nudc pepton kiém khong nén vugt qua 10% lugng canh thang. U
35°C - 37°C trong 6 - 8 gio. Ly 1-2 vong que ciy canh khuan trén bé mat 6ng pepton kiém cay
chuyén sang moéi truong TCBS. Khong nén lic hoic tron dng pepton kiém trudc khi cay chuyén.
Tiép tuc cdy chuyén tir dng pepton kiém tha nhat sang dng pepton kiém th hai, u 35°C - 37°C
trong 6 - 8 gio. Cay chuyén tir dng pepton kiém thr hai sang moéi truong TCBS. Néu can thiét,
tiép tuc cay chuyén sang dng pepton kiém tht ba.

8.2. Phwong phap phdn lap
8.2.1. Nudi cdy trén méi truong TCBS

Sau 18-24 gid nudi cay ¢ 35°C - 37°C, khuan lac nghi ngd V. cholerae mau vang, sang, c6
duong kinh 2 - 4mm (Hinh 1). V. cholerae c¢6 mau vang do lén men duong sucrose. V.
parahaemolyticus c6 mau xanh do khong 1én men dudng sucrose. Khuan lac vi khuan ta trén moi

truong TCBS thuong rat dinh nén 1am phan ting ngung két rat kho.

Hinh 1: Khuan lac V. cholerae va V. parahaemolyticus trén méi truong TCBS
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8.2.2. Xdc dinh tinh chdt sinh hoa

Chon khuan lac nghi ngo V. cholerae tir dia moi truong TCBS cdy chuyén sang cac moi

trudng xac dinh tinh chat sinh vat hoa hoc (Bang 1)
Kligler iron agar (KIA)

KIA duoc sir dung dé loai trir cic Pseudomonas va vi khuan dudng rudt khéc. Phan ung cua
V. cholerae trén méi trudng KIA: 1én men glucose khong sinh hoi, khong sinh HzS. U 35° - 37°C
trong 18 - 24 gio. Khi nudi cdy, nap cac dng lam phan ng sinh hoa can dé long , dac biét 1a dng
KIA.
Manit di dong

Dung que cay thang lay chang vi khuan cam sau vao gitta dng thach mém hoac Manitol - di

dong. U 37°C/18 - 24 gio..

- Phan ang (+): vi khuan moc lan khoi duong ciy va 1am duc mai truong xung quanh

- Phan &g (-): vi khuan chi moc doc theo duong ciy, méi trudng xung quanh van trong.

Urease - Indol

- Phan ttng Urease (+): moi trudng chuyén tir mau vang cam sang mau do tim nhu mau hoa mudi
gi0, Urease (—): moi trudng c6 mau cam khong doi.

- Phan ung Indol (+): Vong nhin mau d6 néi trén bé mat moi truong, Indol (-): Giir nguyén mau
moi trudng

Lysine decarboxylase (LDC)

Sau khi cay chang vi khuan vao dng méi truong, ro 3-4 giot dau khoang hoac parafin phu bé
mat mdi truong nham thuc day su 1én men (mdi truong Ky khi) va phong kiém gia trén bé mat
moi truong. U 37°C/24 gid dén 4 ngay.

- Phan tng (+): Moi truong tré nén duc va c6 mau tim
- Phan tng (-): Moi truong trong va c6 mau vang

Luu y: Luong mdi trudng trong 6ng khong du s& gay phan tng &m tinh gia.

Bang 1. Tinh chét sinh vat hod hoc cua V. cholerae

Stt MGoi trudong Phan &ng
1 [KIA Kiém/Axitqkhéng sinh hoi (thach nghiéng mau
do/thach thang mau vang)?
2 | Didong (-) &m tinh
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3 | Urease (+) &m tinh
Indole (H)or(-)

4 |LDC Kiém (mau tim)°

5 | Arabinose () &m tinh

6 | Manose (+) &m tinh

7 | Sucrose (+) duong tinh

a K = kiém (do); A = axit (vang);

Hinh 2. Phan ung hoéa sinh cua V. cholerae

8.2.3. Céc thur nghiém sang loc V. cholerae

Nhuom Gram xem hinh thé vi khuan, soi tuwoi quan sat vi khuan ta di dong, phan @ng
Oxidase, phan ung day la cac thir nghiém sang loc V. cholerae truéc khi lam phan tng ngung
két khang huyét thanh.

Phan wng Oxydase

Ro 2-3 giot thudc thir Oxydase 18n gidy thim vo tring. LAy mot khuan lac tir méi truong
thach nghiéng HIA phét trén gidy da tham thudc thu.

- Phan ung Oxidase duong tinh: mau tim

- Phan tmg Oxidase am tinh: mau khong thay doi

Hinh 3. Phan ung Oxydase (bén trai)
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Két qua phan ung Oxidase chuyén mau sau 10 gidy khdng c6 gia tri. Can kiém tra ching
duong va chimg 4m dong thoi voi mau thir. Cac phay khuan nhu: V. cholerae, Campylobacter,
Aeromonas, Plesiomonas, va Pseudomonas c¢6 phan ung Oxydase dwong tinh; cac vi khuan
duong rudt co phan trng Oxidase am tinh.

Bang 2. Céac thu nghiém sang loc V. cholerae

Thir nghiém sang loc Két qua V. cholerae
Nhuom Gram Truc khuan cong, nho bat mau Gram am
Soi tuoi vi khuan ta dugi kinh hién vi Truc khuan cong, nho di dong nhanh nhu tén ban
Phan ting Oxidase Duong tinh

8.2.4. Chdn dodn xac d@inh V. cholerae

L4y khuan lac nghi ngo V. cholerae tir méi truong thach khdng chon loc 1am phan tng ngung
két trén lam kinh vai khang huyét thanh da gia V. cholerae O1, 0139. Khong nén lay khuan lac tir
moi truong TCBS ¢6 thé cho két qua am tinh gia. Néu ching vi khuan khong ngung két véi
khang huyét thanh O1, tiép tuc 1am véi khang huyét thanh 0139. Néu duong tinh véi khang
huyét thanh da gia O1 hodc 0139, thong béo két qua V. cholerae O1 hoic 0139. Néu ngung két
v6i khang huyét thanh da gia V. cholerae O1, tiép tuc 1am phan tng ngung két véi khang huyét
thanh don gid Ogawa va Inaba.

Quy trinh lam phan wng ngung két (Hinh 5)

Xac dinh vi khuan bang phan tng ngung két trén lam kinh véi khang huyét thanh dic hiéu
da gia V. cholerae 01, 0139. Lay khuan lac vi khuan trén méi trudng khong chon loc nhu thach
thuong hoa vao 2 giot nudc mudi sinh ly, tron déu. Thém 1 giot nho khang huyét thanh vao 1 giot
huyén dich vi khuan. Nén lay lwong khang huyét thanh va luong huyén dich vi khuan twong
dwong nhau. Tron déu huyén dich vi khudn va khéng huyét thanh, nghiéng lam kinh vé phia truéc
va phia sau nhiéu lan, quan sat phan tmg ngung két. Néu phan tmg duong tinh, hat ngung két s&
Xuat hién trong vong 30 gidy dén 1 phat. Kiém tra huyén dich vi khuan va nuéc mubi khdng thay
hat ngung két. Néu hién tuong tu ngung két xuat hién, khuan lac nudi cdy ¢ dang “xu xi” va
khong thé xac dinh typ huyét thanh.

Néu ngung két véi khang huyét thanh da gia V. cholerae O1, tiép tuc lam phan g ngung
két voi khang huyét thanh don gia Ogawa va Inaba.
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Hinh 5. V. cholerae ngung két vi khang huyét thanh ta da gia hodc don gia (bén phai). V.
cholerae khong ngung két voi nuéc mudi (bén tréi).
8.3.  So dé tém tdt quy trinh xét nghiém

Phan. chat non. tim bong

/ AN

Soi twoi Pepton kiém
Dung’ KHT ta dac hiéu
bat dong VK ta

TCBS,
37°C / 3-6 gio thach kiem

TCBS,
\ A =
thach kiém 37°C/ 3-6 gio

Pepton kiém
379C / 24 gio |

Tinh chat
sinh hoa

A

37°C | 24 gid

Ogawa
Da gia Ol
Ngung két — T Inaba

khang huyét thanh \ 0139
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8.4.

Doc va phan tich két qud

Tinh chét sinh vat hoé hoc dién hinh cua vi khuén

Oxydase + Urease -
Glucose + Indol +
Hoi + LDC +
Lactose — Arabinose -
H2S — Mannose +
Manitol / Di dong +/+ Sucrose +

Xac dinh chan doan bang phan tmg ngung két véi khang huyét thanh da gia V. cholerae
01, 0139 va don gia Ogawa hoac Inaba

Doc két qua:

Néu ngung két véi khang huyét thanh da gia V. cholerae O1 va don gia Ogawa, doc két
qua nhu sau:

Vibrio cholerae nhém O1, typ huyét thanh Ogawa

9. Xir ly méu, dung cu, chit thai

Phan loai cac chat thai sau khi nudi cdy phan lap vi khuan nhu: mau phan, méi trudng nudi

cay vi khuan, chang vi khuan va cac dung cu (pipet, que ciy...)... can duoc thu thap va luu gitr

vao dung noi quy dinh. Cac chét thai nay duoc say khir tring va thai bo.

10. Biéu mau

BMKT-VKDR-05.05.03  Soi twoi vi khuén ta
BMKT-VKPR-05.05.04  Nhuom Gram

11. Tai ligu tham khao
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