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TUYEN BO BAN QUYEN
Tai lidu nay thudc loai sach gido trinh nén cac ngudn thong tin cd thé duoc phép
dung nguyén ban hodc trich dung cho cac muc dich vé dao tao va tham khao.
Moi muc dich khac mang tinh 1éch lac hoac sir dung véi muc dich kinh doanh

thiéu lanh manh s€ bi nghiém cam.



LOI G101 THIEU

Giao trinh Ky sinh trung néng cao dugc bién soan cho sinh vién nganh cao
dang xét nghiém y hoc véi muc dich cung cip cho sinh vién mot sb kién thirc mé rong
vé ky sinh tring gay bénh.

Gido trinh dugc chia thah hai phan:

Phén 1y thuyét: Cung cdp nhimg kién thirc nang cao vé dic diém va cac phuong
phap chan doan ky sinh tring gy bénh

Phan thuc hanh: M6 ta mot s6 ki thut xét nghiém ky sinh tring nang cao duoc
sir dung trong chan doan bénh do ky sinh tring.

Céc tac gid la nhiing nguoi c¢6 kinh nghiém 1adm sang 1au ndm cling nhu kinh
nghiém giang day vé mon Ky sinh tring y hoc, hy vong rang cudn sach nay sé& cung
cap nhimg thong tin c¢6 gia tri cho sinh vién nhdm gitp sinh vién c6 kién thirc vé thuc
tién kha ning gy bénh cua ky sinh tring, lya chon dugc nhimg k¥ thuat chan doan xét
nghiép phu hgp véi tung loai ky sinh trung, gip cho viéc phong, chira bénh dat hi¢u
qua.

Céc tac gia da bién soan cudn gido trinh ndy véi tinh than trach nhiém cao, song
ciing khong tranh khéi nhiing thiéu s6t. Chang tdi rat mong nhan dugc sy gop ¥ cia
cac ban dong nghiép va doc gia dé cudn gido trinh duoc hoan thién hon.

Xin tran trong cam on!

CAC TAC GIA
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GIAO TRINH MO DUN KY SINH TRUNG NANG CAO
Tén mo6 dun: Ky sinh trung nang cao
Ma mé dun: XN 15B
Vi tri, tinh chat, y nghia va vai tro ciia mé dun:
- Vi tri: 1a md dun sb 31 trong chuong trinh dao tao ky thuat vién xét nghiém trinh do
cao dang.

- Tinh chat: mé dun Ky sinh tring ning cao 1a mé tu chon trong khéi kién thuc
chuyén nganh trong chuong trinh dao tao k¥ thuét vién xét nghiém y hoc trinh do cao
dang.

- Y nghia va vai trd cia mo dun: md dun cung cap nhimg kién thirc ning cao vé céc
phuong phap chan doan bénh do mét sb ky sinh tring giy ra phuc vu cho cong tac
diéu tri bénh va phong bénh trong cong dong.

Muc tiéu mo6 dun

* Kién thirc
- Trinh bay duoc nguyén 1y ciia mot s6 k§ thuat mién dich va sinh hoc phan tir trong
chan doan ky sinh tring.

- Trinh duoc cac khai nién vé ky sinh trung sbt rét khang thudc va cac phuong phap
chan doan ky sinh trung sét rét khang thudc.

- Trinh bay dugc mot sb phuong phap nhudém va nudi cdy trong chan doan vi nam gay
bénh va hinh thé mot sb vi nAm hoai sinh.

* Vé ky ning:

- Lam duoc tiéu ban dé luu trix va dinh danh mét sb loai ky sinh trung
- Thyc hién duoc mot s6 ki thuat danh gia mat do ky sinh tring sét rét
- Thyc hién va nhan dinh két qua mot s6 k¥ thuat nudi cay vi nAm.

* Nang luc tu chu va trach nhiém:

- Nghiém ttc, can than, sdng tao van dung kién thire d3 hoc dugce vé dic diém sinh
hoc, chu ky phat trién, tac hai, cac bién phong bénh do cac loai ky sinh trung gay ra dé
giai quyét cac van dé trong hoc tap.

- Chtirng minh dugc nang lyc lam viéc ddc 1ap va phéi hop nhom dé giai quyét cac van
dé hoc tap. Than trong, ti mi, nghiém tac phdi hop, hudng dan, giam sat va danh gia
chat lugng cong viéc sau khi hoan thanh va két qua thuc hién cta cac thanh vién trong
nhom.

- Tuan thu dung cac quy dinh vé y duc, cac quy ché chuyén mon, cac quy dinh cia
phap luat lién quan dén linh vuc xét nghiém y hoc va cac quy trinh k¥ thuat ciia nganh
y té dé dam bao an toan cho ngudi va thiét bi trong qua trinh hoc tap.

Noi dung va phwong phap danh gia mo dun:

1. N§i dung ciia mo dun



S6 gio

STT Tén bai < Ly Thuc | Kiém
Tong P -
thuyet | hanh tra
1 | Ky thuat mién dich va sinh hoc phan tir . 5
trong chan doén ky sinh trung
2 | Ky sinh trung sot rét khang thudc 5 5
3 | Mot sd kS/’ thuat nhuém va nudi céy chan 4 4
doéan vi nam
Kiém tra 1 1
4 | Ky thuat lam ti€u ban bdo quan tring giun 5 5
San
5 | K§ thuat lam tiéu ban bo gay va mudi 5 5
Anopheles
6 | K¥ thuat dinh danh bo gy va mudi 5 5
Anopheles
7 | K¥ thuat danh gia mat do ky sinh tring sot 10 10
rét
8 | K thuit nudi cy chan doan vi nim 4 4
Kiém tra 1
Tong 45 14 29 2

2. Phuwong phap danh gia mo6 dun

- Céc kién thirc va k¥ nang trén s& duge danh gia qua cac bai kiém tra dinh ky va bai
thi két thuc mon hoc. Sinh vién du diéu kién dy thi néu khong nghi qua 20% gid hoc
Iy thuyét, tham gia day da gio hoc thye hanh va diém trung binh chung céc diém kiém
tra dat > 5,0 (theo thang diém 10).
- Sinh vién dugc danh gid dat mé dun néu Diém téng két mon hoc dat > 4,0 (theo
thang diém 10).

Noi dung Hé s6 1 Hé 56 2 Thi

Hinh thuc Tu luan/ Trac Thyc hanh Thuyc hanh
nghiém

S6 luong 1 1 1




PHAN LY THUYET
BAI 1: KY THUAT MIEN DICH VA SINH HQC PHAN TU
TRONG CHAN POAN KY SINH TRUNG
MUC TIEU
* Kién thire:
1. Trinh bay duoc nguyén nguyén 1y va cac k¥ thuat mién dich hoc trong chan doan ky
sinh trung.
2. Trinh bay duogc nguyén 1y va cac k¥ thuat sinh hoc phan tir trong chan doan ky sinh
trung.
* Nang luc tw chi va trach nhiém:
3. Nghiém tuc, can than, sang tao trong viéc van dung kién thuc dugc hoc dé giai
quyét van dé trong hoc tap.
4. Chung minh duogc kha nang lam viéc doc lap, lam viéc nhom dé giai quyét van dé
trong qua trinh hoc tap
NOI DUNG
- Ky sinh trung sau khi xdm nhép vao co thé bénh nhan c6 kha ning kich thich
co thé san xuat ra khang thé dic hiéu. Vi vay, cac nguyén 1y chung vé mién dich hoc
déu c6 thé ap dung dugc dbi voi cac bénh ky sinh tring.
- Ky thuat mién dich dugc st dung trong cac trudng hop ma phuong phap truc
tiép khong thé 1am duoc nhur:
+ Giai doan méi nhiém: KST con non, chua d¢ trimg (san 1a gan, san mang).
+ Trong giai doan man tinh, KST dong kén nhu Toxoplasma.
+ Mat do ky sinh thap nhu Trypanosoma.
+ KST nam trong ndi tang sau nhur bénh amip & gan, gao heo (Ign) & co, nio.
+ Ngd cut k¥ sinh nhu hoi chimg 4u tring di chuyén, KST & dang au tring,
khong bao gio tién dén giai doan truong thanh va khong bao gio hoan tit chu trinh
phat trién nhu Toxocara sp.
- Trong nhiéu truong hop, huyét thanh mién dich hoc to ra thuc t& hon, nhat 1a
trong cac truong hop ma can lay bénh pham bang k¥ thuat xam lan.
1. K§ thuat mién dich trong chan do4n ky sinh tring
1.1. Nguyén ly ciia ky thudt mién dich hoc



Phuong phap mién dich hoc 4p dung trong chan doan bénh KST bao gém nhiéu
ky thuat nhu két tha, dién di, gén bo thé, ngung két, mién dich huynh quang, mién dich
phong xa, mién dich men.

Trudc day, ky thuat mién dich chi dwa vao khang nguyén dé phat hién va do
lugng khang thé luan luu trong mau va cac dich sinh hoc. 8¢ nhay va dé dac hiéu cua
xét nghiém nay tuy thudc chu yéu vao chat luong cua khang nguyén, néu khang
nguyén tho thi cho nhiéu phan tmg chéo, duong gia, két qua dwong tinh khéng cho
biét dugc bénh dang méc hay dd qua, vi khang thé giam rat cham, tir vai thang dén ca
niam. Vi vy, viéc bién luan két qua gip nhiéu khé khin va can than trong.

Vai nim gan day, ching ta c6 nhimg bd thir nghiém phat hién khang nguyén dé
chan doan mot s6 bénh don bao nhu bénh do Entamoeba histolytica, Giardia lamblia,
Cryptosporidium parvum, Trichomonas vaginalis va bénh giun chi Wuchereria, san
mang Schistosoma sp.

So v6i nhom trén, cac ki thuat phat hién khang nguyén co gia tri chan doan, két
qua duong tinh x4c dinh bénh dang c6.

1.2. Phan ikng mién dich huynh quang

- Nguyén ly: Nhitng thuéc nhuém huynh quang nhu Fluorescein, Rhodamin c6
thé két hop véi khang thé ma khong pha huy tinh chat dic hiéu cua khang thé. Khang
thé lién hop ay c6 kha ning két hop v6i khang nguyén va phiic hop khang nguyén -
khang thé c6 thé quan sat ¢ kinh hién vi huynh quang.

- Phuong phap truc tiép: Khang thé duoc lién hop voi thudc nhuém huynh
quang rdi cho tac dung voi khang nguyén. Vi du trong chan doan vi khuan ta sau 6 - 8
gid nudi cdy & nudc pepton kiém, lam mot phién phét rdi nhudém véi khang huyét
thanh lién hop voi Fluorescein. Quan sat & kinh hién vi huynh quang, ta phat hién thay
khuén ta phat huynh quang xanh Iyc néu mau phan duong tinh.

- Phuong phap gian tiép: Khang thé duoc cho tic dung truc tiép v6i khang
nguyén roi cho két hop véi khang globulin nguoi lién hop véi Fluorescein. Trudc hét
cho khang nguyén cb dinh 1én tiéu ban r6i cho tic dung véi huyét thanh bénh nhan,
rira dé loai bo khang thé thira sau d6 nhé mot giot globulin nguoi gan Fluorescein roi
quan sat & kinh hién vi huynh quang. Phuong phap nay dugc str dung dé chan doan
bénh giang mai (phan ing FTA - Abs), bénh ty mién... Phuong phép gian tiép c6
nhiéu wu diém nhu: Su phat huynh quang manh hon, tiét kiém duogc thoi gian néu
nhiéu huyét thanh dugc thir nghiém ciing mét luc.

9



1.3. Phén teng mién dich enzym (ELISA)

ELISA (Enzyme-linked Immunosorbent assay) la mot phuong phap sinh hoa st
dung chu yéu trong mién dich hoc dé phat hién sy hién dién cua mot khéng thé hodc
khang nguyén trong mot mau.
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Hinh 1: Nguyén ly ELISA
Nguyén ly cta k¥ thuat ELISA 1a dya vao tinh dédc hi¢u khang nguyén - khang

N\
g

thé va dugc thuc hién bang nhiing budc co ban sau: Khang nguyén - antigen (KN)
hodc Khang thé - antibody (KT) da biét duoc gan trén mot gia thé ran, sau d6 cho miu
c6 chira khang thé - antibody (KT) hoic khang nguyén (KN) can tim vao giéng. B
sung thém khang thé c6 gin v6i ezyme. Budc cubi cing thém co chit (substance),
enzyme s€ bién ddi co chét nay va tao tin hi€u mau cé thé xac dinh duoc béng may do
huynh quang.

1.3.1. ELISA truc tiép (direct ELISA)

Phuong phap nay thuong st dung trong ELISA dinh tinh, it dung trong dinh
luong. Phuong phap nay c6 wu diém 1a chi cdn mot 1an u do d6 tiét kiém thoi gian va
tdi thiéu duoc viéc kiém soat cac diéu kién trong qua trinh thyuc hién (thay ddi nhiét do
va buffer cho mdi 1an 0, tinh thoi gian...). Tuy nhién, nhuoc diém cta nd 13 nhudém
mau nén (background staining) cao do su lién két khong ddc hiéu ciia khang thé véi bé
mat rin va céc protein ¢ dinh trén bé mit ran. Viéc danh dau tung loai khang thé str
dung cho mdi khang nguyén ciing kha tén kém, nhat 1a khi phai chan doan mot so
lugng 16n cac loai khang nguyén khac nhau.

1.3.2. ELISA gidn tiép (indirect ELISA)

Uu diém ctia phuong phap nay 1a d6 nhay cao chi can tao mot loai khang khang
thé mang enzyme dé nhan biét cho nhiéu khang nguyén khac nhau. Tuy nhién nhugc
diém cua no 1a tang s6 budc thuc hién do d6 1am tang vi¢c kiém soat cac diéu kién,
qua trinh thuc hién xét nghiém va kéo dai thoi gian chan doan.

1.3.3. ELISA sandwich
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Phuong phéap ndy c6 kha nhiéu wu diém vuot troi, thir nhat 13 do nhay cao giam
duoc nhudm mau nén va céc phan ung khong dac hi¢u do da loai bo dugc hau hét cac
thanh phan tap, phan tng duogc thuc hién dé dang hon.

1.3.4. ELISA canh tranh (competitive ELISA)

ELISA canh tranh 13 phuong phap ELISA rat hiéu qua cho dinh luong cac yéu
td hién dién trong mau voi lugng nho. ELISA canh tranh st dung mét luong khang
nguyén cung loai voi khdng nguyén ma ta muén dinh luong trong mau (khang nguyén
canh tranh) cho phan mg mién dich voi cing mot loai khang thé dic hiéu ¢ dinh trén
mit ran, sau d6 do lugng khang nguyén canh tranh niy théng qua hoat tinh enzyme
duoc lién két véi nd. Khang nguyén canh tranh cang hién dién nhiéu cho biét loai
khang nguyén d6 trong mau cang it va nguoc lai.

Substrate

0¢

O Substrate
Substrate :
Secondary Antibody ‘ %:%
¢k g & k\ '::;,g';zf)k O
Primary Antibody ) \ )L
) k\ Conjugate \ \ Capture Antibody / \

DIRECT ELISA INDIRECT ELISA SANDWICH ELISA COMPETITIVE ELISA

Hinh 2: Cac phuong phap ky thuat ELISA
1.4. Phan wng mién dich phong xa (RIA)

Nguyén ly: Dung ddng vi phong xa nhu Thymidin H3 Cacbon 14, 1125... ddnh
dau khang nguyén hoic khang thé dé theo doi phan tmg két hop khang nguyén khang
thé.

C6 thé xac dinh vi tri ctia khang nguyén (hodc khang thé) da danh ddu dong vi
phong xa bang cach cho nhil twong anh 1én trén tiéu ban t6 chirc hoc, sau d6 phat hién
bang cac phuong phap chup anh thong thuong. Dé phat hién va do ludng dong vi
phong xa trong mdi truong long, vi du cac dong vi phat xa beta (nhu thymidin H3,
Cacbon C14 ), can ding mot dung dich nhdp nhay va do trong may dém ty dong.
Phuong phap dong vi phong xa khong nhiing ¢ thé khu tra vi tri két hop mot cach
chinh x4c ma con 1am tang d6 nhay cam phan tng 1én hang nghin lan.

1.5. Ky thudgt sic ky mién dich

11



Nguyén 1y: Phitc hop khang khang thé gin chat mau dugc phan bd déu trén ban
gidy sic ky. Khang nguyén dic thu cua vi sinh vat duoc gan cb dinh tai “vach phan
tmg”. Khi nho huyét thanh can xac dinh khang thé 1én ban sic ky, khang thé dic hiéu
(néu c6) trong huyét thanh s& két hop véi khang khang thé gan mau, phirc hop mién
dich khang thé - khang khang thé gan mau nay di chuyén trén gidy sic ky s& bj giit lai
tai “vach phan tmg” do khang thé két hop vdi khang nguyén vi sinh vat, két qua “vach
phan tmg” hién mau. Néu trong huyét thanh khong c6 khang thé dic hiéu, & “vach
phan tng” khang nguyén khong thé gitr dugce khang khang thé gan mau, vi viy khong
hién mau.

2. K¥ thuit sinh hoc phén tir trong chan doan ky sinh tring
2.1. Nguyén ly cua ky thudt sinh hoc phdn tir

Cac xét nghiém dya vao kinh hién vi va huyét thanh c6 nhiéu giéi han lam céc
nha ky sinh tring hoc huéng dén phuong phap khuéch dai gene duoc thuc hién bang
ky thuat PCR. Bén canh PCR truyén thng, bao gdm ca Nested va Multiplexed PCR,
chung ta da théy viéc thuc hién Real-Time PCR (RT-PCR) dé phat hi¢én mot vai
truong hop nhiém ky sinh trung. K§ thuat méi hon nhu k¥ thuat khuéch dai dang nhiét
cau tric vom va xét nghiém dua vao Luminex ciing di ndi 1én nhu 13 cac hudng tiép
cin méi dé chan doan cac bénh ky sinh tring.

Céc phuong phap tiép can sinh hoc phan tir dua trén acidnucleic biéu hién do
dac hi¢u va dg nhay tuyét vo1 hon cac xét nghiém chan doan hién co. Chung cho phép
phat hién cac mau nhiém ky sinh tring v&i mat do rat thap bao gdm cac bénh nhan
khong c6 tridu chimg. Ngoai ra, Multiplexed PCR cho phép phat hién nhiéu trinh ty
trong cing mot tube phan tng cung cip su hitu ich trong chan doan nhiém mét vai ky
sinh trung cung luc.

2.2. Real — Time PCR (RT-PCR)

RT-PCR khong giong nhu PCR thong thudng, cho phép dinh lwong nong do
khuon mau ban dau thong qua viéc ding hoa chat phat huynh quang khac nhau, nhu
Sybergreen, Tagman probes, huynh quang cong huéng truyén ning luong
(fluorescence resonance energy transfer) (FRET), va cac mdi Scorpion. Nong do do
duoc thong qua viéc so sanh vdi cuvet (curves) chuan. Piéu nay loai bo su can thiét
truéc mét phai dién di trén gel, do d6 giam mot cach déng ké nguy co nhiém va duong
tinh gia. Khi Multiplexed, RT-PCR cho phép xét nghiém vadi d6 chinh xac cao (high-
throughput) cac trinh tu khac nhau trong mot tube phan ung. Viéc dung Multiplexed
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RT-PCR, Shokoples va cong su co thé xac dinh bdn loai Plasmodium gay bénh trén
ngudi (falciparum, vivax, malariae, and ovale) trong mot tube phan tng duy nhat tham
chi trong nhimg mau mat do ky sinh trung rat thdp. Chay Multiplex khong chi giam
gia thanh moi xét nghiém ma con cho phép thoi gian xoay vong nhanh, xét nghiém chi
mét 3 gio dé hoan tat. N6 1a mot thuan 1gi rd rang vuot qua kinh hién vi cAi ma can
ngudn nhan lyc va tén thoi gian xoay vong cham dic biét 1a nd mang dén do chinh xac
cao (during high-throughput settings). Tuong tu, Multiplexed RT-PCR da ching t6 su
hitu dung trong viéc phan biét cac chung sbt rét nhay thudc. Piéu nay quan trong cho
viéc ké don thube sbt rét phu hop.Trong vi du khac, Diez va cong sy thi c6 thé phat
hién sy hién dién cua viéc nhiém T. cruzi trong truong hop ghép tim bang phuong
phap PCR. Piéu nay cho phép diéu tri tryc tiép bénh nhan trudc khi bénh Chagas c6
thé tai hoat. Nhimg vi du nay chimg t6 rang chan doan hiéu qua va sém co thé anh
hudng tryc tiép cham séc bénh nhan va phuong phép tiép can dua trén nén PCR co
tiém ning ho trg viéc dua ra nhitng lya chon dung dén dé diéu tri.

Maic du phuong phéap dua trén DNA thé hién do dic hiéu va do nhay ndi troi,
tién t6i thuc hién phuong phép nay hang ngay tai phong thi nghiém thi van con han
ché 4p dung cho cac ving dich t& & nong thén. Thém vao d6, nhu di thay voi nhidu
xét nghiém huyét thanh thi phuong phap PCR ciing chua 6n 1am bai viée thiéu chuan
cling nhu viéc tach chiét DNA, luya chon bd primer, va chu trinh khuéch dai khac nhau
1a tat ca cac nhan t6 ma c6 thé din dén cac bién d6i trong két qua. Song thém mot
bude tach chiét DNA ty dong sé chac chan cai thién xét nghiém PCR dé dung trong
chan doan bénh ky sinh tring.

2.3. Khuéch dai dang nhiét ciu triic vom (LAMP)

Khuéch dai dang nhiét cau trac vom (LAMP) 1a mdt phuong phap khuéch dai
duy nhat véi d6 dic hiéu va do nhay cuc ky cao co thé dé phan biét trinh ty khac nhau
mot nu. N6 dic trung béi viée ding 6 primer khac nhau duoc thiét ké chuyén biét dé
nhan biét 8 vung khac nhau trén gene muc ti€u, viéc khuéch dai chi xay ra néu tit ca
primer gan két vao khuon va tao thanh san pham. Trong qua khir, LAMP da 1a mot
mg dung thanh cong dé phat hién nhanh ca cac virus mang DNA va RNA nhu virus
West Nile va SARS. Gan day, cac nha ky sinh tring hoc dd quen v&i phuong phép
LAMP dé phat hién mot vai bénh ky sinh trung bao gdm céc ky sinh tring ¢ nguoi
Entamoeba, Trypanosoma , Taenia,Plasmodium, va Cryptosporidium, Ky sinh trung
trén dong vat Theilera va Babesia, va thdm chi x4c dinh cac vecto mudi mang ky sinh
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trung Plasmodium va Dirofilaria immitis. Hau hét cac nghién ctru da chi ra 4nh hao
quang voi nhiéu thuén loi ciia phuwong phap nay hon k§ thuat PCR thong thudng.

Khong giéng phan ung PCR thudng quy, LAMP duogc thuc hién tai diéu kién
dang nhiét (thuong trong khoang 60—65°C). Tinh ning ndi bat nay khong chi mang lai
luong san phim cao hon, ma con khong can phai mua thiét bi luan nhiét va rat ngin
dugc thoi gian phan tng bang cach loai bo thoi gian luan nhiét. Cong thém, phan tGng
c6 thé thuc hién khong can tach chiét DNA tir miu bénh pham duoc thu thap nhu
trong trudng hop cua RIME, a nonautonomous retroelement (mot yéu t6 phia sau
khong tu chu) tim thiy trong Trypanosoma brucei rhodesiense va T. b. gambiense.
Trong 35 phut, ding thiét bi u nhiét Water bath don gian, RIME LAMP c6 thé phat
hién 2 loai T. b. gambiense va T. b. rhodesiense truc tiép tir miu mau, huyét thanh, va
mau CSF. Quan trong hon, nghién ciru nay chi ra kha ning tai san xuét
(reproducibility) trong linh vuc nay. Thém vao céc thuan 1gi & trén, phan tng LAMP
condé dang thyc hién (set up), va két qua dédugc dénh gia. Mau can xét nghiém dugc
trén v6i primers, chat nén, mot DNA polymerase c6 kha ning dich chuyén trén chudi
trong mot tube ly tdm. Trong sudt qua trinh phan ung mot luwgng 16n ion
pyrophosphate dugc hinh thanh, dan dén viéc hinh thanh két tia tring. Do duc nay
tuong dwong v4i lugng DNA duge tong hop do d6 c¢6 thé danh gia mot phan g bang
cach do do duc, hay don gian nhin bang mét thuong.

Véi tat ca cac 1y do nay, htra hen trong tuong lai s& ap dung LAMP nhu mot
cong cu chan doan nhiém ky sinh tring & cic ving luu hanh nong thon. Hon nira, khi
nhiéu nhom tmg dung LAMP trong linh vuc ky sinh tring, chiing ta s& thdy su xut
hién ciia cac xét nghiém bién thé cia LAMP dap tng nhu cau phat hién chinh xéac. Vi
du, trong mot nghién ctru gan day trén bo Babesia, mot xét nghiém Multiplex-LAMP
(mLAMP) di phat hién dong thoi B. bovis va B. bigemina tir DNA tach chiét trong
mau mau duogc thAm trén giéy tham. Tuong tu, Han va cong su da thyc hi¢n mot xét
nghiém LAMP dya trén gene 18S rRNA dé phat hién bon loai Plasmodium
(falciparum, vivax, malariae, and ovale). LAMP c6 d0 nhay tuong duong va do dac
hiéu tuyét vo1 hon nested PCR, viéc mang lai két qua trong duong nhung tai mot thoi
gian xoay vong nhanh hon. Két qua ciia ho phu hop véi nhiéu nghién ctru khac chung
td tinh nhanh chéng, do dac hiéu va do nhay dugc cai thién béng cach dung xét
nghiém LAMP.

2.4. Ky thudt Luminex x MAP
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K§ thuat Luminex 1a do dong chay té bao trén nén hat cho phép phat hién nhiéu
muc tiéu khac nhau cung lac (http://www.luminexcorp.com/). Cac vi hat hinh cau c6
thé dong gin két vao khang nguyén, khang thé, hay céc oligonucleotides dong vai trd
nhu vat liéu do (probes) trong xét nghiém. Trén 100 vi hat hinh cau thi sin sang cho
vi€c phat tin hi€u huynh quang ri€ng biét khi bi kich thich bdi tia laser do d6 cho phép
xac dinh cac muc tiéu khac nhau. Phong theo nghién ctru vé ky sinh tring, xét nghiém
Luminex c6 thé x4c dinh nhiéu d6i tuong hodc genotypes khac nhau cta sinh vat tham
gia str dung cting mot phan Gng véi thé tich rat nho. Hudng tiép can ndy s& mang lai su
hitu ich trong nghién ctru da dang khang nguyén va céc alleles khang thubc va dé chan
doéan bénh ky sinh trung.

Luminex duoc tmg dung dé nghién ctru Cryptosporidium. Hai loai C. hominis
va C. parvum khéng thé phan biét dugc khi dung cac xét nghiém khang nguyén va
huyét thanh. Chi phuong phap dua trén sinh hoc phan tir ¢3 thanh cong bang cach khai
thac su khac nhau ¢ nu don 1€ trong vung microsatellite-2 (ML-2) cta 2 loai. St dung
trinh ty DNA 1a cong cu chan doan dang duoc lya chon nhung né tdn kém, doi hoi
ngudn nhan lyc va ton thoi gian. Trong mot nghién ciu gan day, Bandyopadhyay va
cong sy thanh cong trong viéc phat hién va phan biét C. hominis va C. parvum trong
143 maiu DNA tach chiét dung k¥ thuit Luminex bang cach dung oligonucleotide
probes cu thé ddi véi vimg ML-2 ctia mdi loai. Thoi gian xoay vong 1a 5 gio dé lam
xét nghiém nay khong chi nhanh hon ma con it ton kém hon dung PCR thong
thuongsau do6 phai giai trinh ty. N6 mang dén d6 chinh xac 100% va nhay hon mot xét
nghiém khang thé huynh quang tryc tiép (DFA), mdt phuong phap thuong quy ding
xéc dinh cac loai Cryptosporidium va Giardia. Cha ¥ rang DFA khong thé phan biét C.
hominis va C. parvum.

Tuong tu cac nghién ctru khac, ky thuat Luminex c6 thé phat hién mic do ky
sinh tring trong tat ca cac loai mau d6i véi bdn loai Plasmodium & ngudi (falciparum,
vivax, malariae, and ovale) ciing mot luc. Nghién ciru nay chung té rang ky thuat
Luminex c6 thé cai thién téc do, dd chinh xac, va su dang tin cay cila cac phuong phép
PCR khéc. Vi dy, khong can phai dién di trén gel dé phan bi¢t sy hién di¢n cua cac san
phiam LDR nham phat hién 4 loai Plasmodium ¢ ngudi. Thir hai, tat ca cdc mau duoc
xtr 1y cung lac va lién tucthdng qua mot dinh dang dia 96 giéng tir viéc tach chiét
DNA tét ca thong qua viéc phan tich dir liéu. Qué trinh nay duoc ty dong va do d6 céd
thé dat dugc sy dong nhat. Cudi cung, sy chinh x4c cao (the high-throughput
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capability) cia hé thong Luminex cho thdy mot su thuan loi rd rang hon han viéc sir
dung kinh hién vi doi hoi nhiéu lao dong cho nhimg nghién ctru 16n.
2.5. PCR da méi (Multiplex — PCR)

Multiplex real-time PCR la k¥ thuat nhan ban mdt hodc nhiéu trinh ty DNA
trong cung mot phan tmg PCR, nhiéu trinh ty s& dugc nhan ban stir dung nhiéu cip moi
va cac thanh phan master mix. Phuong phép nay duoc xem 1a mot phwong phap cai
tién ctia PCR thong thuong, c6 do nhay cao, thoi gian thuc hién ngén va phat hi¢n
duoc nhiéu tic nhan giy bénh chi trong mot phan tmg.

Vé co ban, k§ thuat multiplex Real-time PCR dién hinh khong khac biét so véi
k¥ thuat don Real-time PCR.

Multiplex real-time PCR c6 nhiéu tmg dung rong rii, c6 thé xac dinh su c6 mit
cung lac nhiéu tac nhan khac nhau nhu virus, vi khuan va cac tac nhan xam nhiém
khac. Pong thoi, k§ thuat nay ciing dugc ding dé xac dinh cc thanh phan co trong
mot hdn hop mau hodc ciing ¢6 thé dung dé xac dinh sy c6 mat cia nhiéu gen don 1¢
trong h¢ gen.

2.6. Ung dung ciia cac k¥ thuét sinh hoc phan tir trong chan don Kky sinh trung

Trong linh vuc bénh 1y do ky sinh tring, sinh hoc phan tir gop phan khong nho
vao cong tac phat hién, chan doén, giam dinh, phan loai nhiéu loai ky sinh trung, dac
biét 1a giun san va st rét. Miac du kiéu hinh trong phén loai 1a rat thong dung va d c6
nhimg thanh twu hét sirc quan trong, nhung d6i khi rat kho phan biét loai va dudi loai
mot cach chinh xac (McCarthya, Moore, 2000). Nén khi do6 vai tro cua sinh hoc phan
tir hay noi ding hon 13 cac cong cu phén tir rit hitu ich va xac dinh rach roi chinh xac.

Céc phuong phap chan doan truyén thong ap dung trong 1am sang va dich t&
hoc nhur xét nghiém tim trimg/au tring hay céc san pham cua ky sinh tring hodc céc
k¥ thuat mién dich hoc déu co nhitng sai sd nhét dinh, tuy ting loai ky sinh tring, dic
biét khi cac dang ky sinh trung cung ton tai & mot noi nhu & hé tiéu hoa, chét thai & hé
h6 hap hay mau cta hé tuan hoan. Phuong phap sinh hoc phén tir nhan ban DNA va
phan tich dic tinh san pham thu duoc, dic biét 1a phan tich bién ddi gen/hé gen duogc
mg dung trong chan doan phan loai va lap pha hé sinh vat, da budc dau ching minh
cho két qua chinh xac hon nhiéu so voi phuong phap truyén thong (Elnifro et al.,
2000; De Lellis et al., 2008; Mori va Notomi, 2009). Céac sb liéu chinh xac cia céc
phuong phap sinh hoc phan tir ¢3 cho phép tng dung nhitng hudng méi va rat co thé
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s& lam thay d6i mot phan hé thong phan loai va chan doan phan biét loai hién co
(Galluzzi et al., 2007; Littlewood, 2008).

Trong hai thap k¥ qua, cong nghé ung dung k¥ thuat moi da cé nhiing dinh
hudng phat trién vuot bac. Mot trong nhitng thanh tyu 16n cia nhan loai 1a sy phat
trién phuong phap nhan ban DNA bang k¥ thuat da mdi (multiplexing methodology),
dic biét nhitng phuong phap nhan ban DNA sir dung nhiéu mdi cing mot luc phat
hién da khuon d6 1a ky thuat multiplex-PCR (multiplex polymerase chain reaction) tao
san pham DNA mach thang (Powledge, 2004; Ishmael, Stellato, 2008) va ki thuat
LAMP (loop-mediated isothermal amplification) da moi nhan ban DNA phat hién don
khuon, tao san phélm DNA ciu tric vom (Gill, Ghaemi, 2008; Parida et al., 2008;
Mori, Notomi, 2009). Néu sir dung RNA 1am khudn, sau khi chuyén d6i sang DNA
bang phan ng sao chép nguoc (reverse transcription), ca PCR va LAMP ciing déu ¢
thé thyc hién qua trinh tong hop chudi nucleotide cho san pham DNA. Do vdy, bén
canh PCR st dung khuén DNA, con c6 RT-PCR st dung khuén RNA; va bén canh
LAMP st dung khuoén DNA, con ¢c6 RT-LAMP st dung khuén RNA (Goto et al.,
2007; Parida et al., 2008).

Ca hai phuong phap PCR/RT-PCR va LAMP/RT-LAMP déu sir dung cung liic
nhiéu moi (tr 2 mdi trd 1én); sir dung DNA hay RNA lam khuén cung cip ving gen
dich; st dung cac din chat deoxy-nucleotide triphosphate (ANTP) lam nguyén liéu
kién tao; str dung mot loai DNA polymerase 1am enzyme dé xtic tac tong hop chudi
nucleotide; str dung cac thanh phan lam phu tro cho phan tng hoat dong trong dé c6 i-
on Mg++ ¢6 vai trd quan trong; va xac nhan két qua béng cach danh gia su hién thi
ctia san pham DNA trong diéu kién thich hop. PCR duogc tng dung cho giam dinh,
chan doan, phan loai, di truyén quan thé, pha hé va tién hoa sinh vat, trong d6 c6 ky
sinh trung (Chandler va Colitz, 2006; Littlewood, 2008) va tr¢ thanh mot cong cu
khong thé thiéu duoc trong cong tac giam dinh, phat hién sinh vat (ké ca ky sinh
tring) gdy bénh bang k¥ thuat cao. D& 1am, ¢ tinh nhay va dic hiéu rat cao, dong thoi
chi can mot luong rat it khuén DNA cua ddi tuong sinh vat bat ké giai doan sinh
trudng nao, PCR da co thé cho san phém véi d6 chinh xac cao vé loai sinh vat can
nghién ctu. Vi loi thé nhu vay, PCR da thyc sy dugc tng dung rdng rai trong moi
linh vuc, trude hét 1a chan doan phan tir x4c dinh va phan bi¢t cac loai gay bénh
(Ishmael va Stellato, 2008).
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PCR da méi (multiplex-PCR) trong chan doan phan tir xac dinh va phan biét ky
sinh trang.

Dbi véi ky sinh triung, cho dén nay da c6 hang chuc phuong phéap va kit chan
doan multiplex-PCR sir dung phat hién nhiéu loai gdy bénh. Khi ky sinh tring ctng
tdn tai & mot vi tri, mot vung trong co quan cua co thé (vi du: cung ¢ trong méu, cung
& trong duong rudt/khoang rudt, cing & trong phdi/dich phoi, hodc metacercariae cting
& trong mot vat chu trung gian), thi viéc cung ltc phat hién va phan biét duge nhiéu
loai gdy bénh mang lai tinh kinh té va loi ich cao hon nhiéu so véi thyc hién don 1é
(Edwards, Gibbs, 1994; De Lellis et al., 2008). Multiplex-PCR da duoc xdy dung dé
tmg dung chan doan phan biét cac loai san la/san day, bao gdm san 14 gan nho
Clonorchis sinensis and Opisthorchis viverrini (Le et al., 2006); san 1a gan 16n F.
hepatica tir 6c vat chu trung gian (Magalhdes et al., 2004; 2008); san 14 phoi
Paragonimus spp (Sugiyama et al., 2006; Le et al., 2006); san day Taenia saginata,
Taenia solium, Taenia saginata asiatica va au trung san lon (Gonzalez et al., 2000;
2004; Yamasaki et al., 2004; Trachsel et al., 2007); san chd Echinococcus
multilocularis (Davidson et al., 2009). Multiplex-PCR ciling dugc str dung phat hién va
phan bi¢t céc loai giun tron (nematode) trong dé c6 Trichinella va nematode dudng
rudt (Zarlenga et al., 1999; 2001a,b); phan bi¢t Ancylostoma duodenale, Necator
americanus, Oesophagostomum bifurcum (Verweij et al., 2007) hodc cac loai
Oesophagostomum spp ¢ lon (Lin et al., 2008); phat hién va phan biét Brugia malayi
va Wuchereria bancrofti véi nhau (Mishra et al., 2007) va v&i ky sinh tring sét rét
(Rao et al., 2009);

Multiplex-PCR t6 ra sir dung rat hitu hiéu chan doan phan biét nhiéu nhém ky
sinh tring don bao (protozoa), chu yéu tdp trung vao nhém ky sinh tring don bao
duong rudt nhu Cryptosporidium va Giardia (Patel et al., 1999; Gile et al., 2002; Guy
et al., 2003); Cyclospora va Eimeria (Orlandi et al., 2003; Fernandez et al., 2003); dac
biét 1a ky sinh tring don bao mau, chii yéu tap trung ky sinh tring sét rét Plasmodium
spp, trudc hét 1a phan biét 4 loai gdy bénh, chii yéu o ngudi, d6 1a Plasmodium
falciparum, P. vivax, P. malariae, P. ovale, theo ting nhom hodc c4 4 loai tir méau
(Padley et al., 2003; Patsoula et al., 2003; Rougemont et al., 2004; Veiga et al., 2006;
Rao et al., 2009); hoic tir vector 1a mudi Anopheles (Lardeux et al., 2008). Mot loai ky
sinh trung khac thudng c6 trong mau 1a Leishmania spp ciing duoc chan doan phan
biét bang multiplex-PCR tir mau, dudi da hay tir ngudn truyén 1ay vector 1a loai mudi
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cat Lutzomyia (Harris et al., 1999; Jorquera et al., 2005; Rodriguez-Gonzalez et al.,
2007; de Pita-Pereira et al., 2008) hayky sinh trung duong mau Ié dang trung Babesia
caballi va Babesia equi ¢ dong vat (Alhassan et al., 2005) hoac cac loai don bao mau
khac ciing duoc phat hién bang multiplex-PCR trong d6 ¢ Toxoplasma gondii
(Ajzenberg et al., 2005; Nowakowska et al., 2006).

Multiplex-PCR con duoc tng dung chian doan ly amip do kha ning phat hién
nhanh, chinh x4c phan biét cac loai gdy bénh véi nhiéu loai khac c¢6 hinh thai twong tu,
truéc hét 1a Entamoeba histolytica va Entamoeba dispar tr phan ngudi bénh
(Evangelopoulos et al., 2000; Haque et al., 2007; Khairnar, Parija, 2007). Vé vung gen
dich chon lua st dung chin doan, nhiéu tac gia khai thac hé gen nhan té bao trong d6
huong t6i ddi tuwong gen 18S rRNA phan biét ciu trung Eimeriavéi
Cyclospora(Orlandi et al., 2003), gidm dinh va phan biét cac loai Cryptosporidium
(Patel et al., 1999), phat hién cac loai ky sinh tring sot rét Plasmodium (Rougemont et
al., 2004); hay ddi tugng 1a gen pfert, pfimdrl, pfdhfr & ky sinh tring st rét (Veiga et
al., 2006) va nhiéu ving gen hay ving giao gen khac. Nhiéu cong trinhkhai thac dich
1a hé gen ty thé (mitochondrial genome), vi du chan doén phan biét san day Taenia spp
(Trachsel et al., 2007; Yamasaki et al., 2004; 2006); san la gan nho Clonorchis
sinensis va Opisthorchis viverrini (Le et al., 2006); san 14 gan 16n Fasciola hepatica
(Magalhées et al., 2004; 2008); phan biét dinh loai dong vt trong thirc dn thyc pham
(Ono et al., 2007).

Hudng str dung hé gen ty thé trong nghién ctru chan doan loai ké ca ung dung
multiplex-PCR duoc coi 13 ¢6 co s¢ viig vang trong diéu kién hién nay. Do c6 kich
thude nho, ton tai nhiéu ban sao trong mot t& bao (vai trim/té bao), ciu trac 13 vong
DNA khép kin nén rat bén viing, cau trac don gen lién tuc thuan lgi cho PCR hoat
dong, mot t& bao cho ngudn khuon DNA gép hang trim 1an so v6i hé gen nhan nén
phan tmg PCR ¢6 d6 nhay cao hon (Le et al., 2002; Hu, Gasser, 2006). Diéu nay c6 ¥
nghia khi str dung té bao tring giun san lam nguon khudn cho multiplex-PCR, vi chi
can 1 té bao trang da cho hang trim phan tr DNA hé gen ty thé. Nhiéu cong trinh d
thiét ké multiplex-PCR chi str dung trimg giun/san cung cap nguén khuén DNA dé tan
dung tinh don gian thu mau (chi can phan ngudi bénh, ddi v6i nhiéu ky sinh tring phi
tang va duong rudt; hay dom chit dich hé hap, ddi véi san 14 phdi) (Trachsel et al.,
2007; Davidson et al., 2008).

19



Gen/hé gen ty thé ctia nhiéu loai ky sinh tring da lan luot dugc giai mi va dang
ky trong Ngan hang gen thé gidi, tao co so dit liéu dé co thé truy cap ung dung trong
viéc thiét ké moi dic hiéu timg loai cho multiplex-PCR va so sanh phan biét trong
chan doan, giam dinh va phan loai (Le et al., 2002; Hu, Gasser, 2006). C6 hang ngan
hé gen ty thé di duoc giai trinh ty va phan tich hoan toan, hang trim hé gen ty thé
khac dang ting phan duogc giai quyét, bao gdm tat ca moi loai quan trong tir bac thap
dén bac cao, tir dong vat don bao dén dong vat da bao, cung cép mot hé théng dir licu
quan trong cho cac qué trinh nghién ctu gen, protein, tién hod, lich st tién hoa, di
truyén quan thé, quan hé vé loai, gidng va nhiéu linh vuc nghién ciru quan trong khéc,
trong d6 c6 sir dung dit liéu dé thiét ké moi cho multiplex PCR. Ngoai ra con ¢ thé su
dung cac gen dich ctia hé gen nhan trong chién lugc thiét ké phuong phap PCR da
gen/da moi dé chan doan phan biét.

Nghién ctru vé sinh hoc phén tir giam dinh thanh phan loai va chan doan phan
biét cac loai giun/san ¢ Viét Nam bang ky thuat PCR st dung chi thi di truyén hé gen
ty thé da duoc mot sb tac gia thuc hién c6 hi€u qua, dac biét trong 10 nam gﬁn day. Co
hang trim cong trinh sir dung PCR da modi trong chan doan phan biét ky sinh tring
duogc dang tai phan anh dinh huéng nghién ctru tmg dung k¥ thuat cao ddi vai linh vuc
ky sinh tring, ma ching toi khong c¢6 ¥ dinh néu hét trong bai tong quan nay, chi diém
qua mot s6 két qua do nhom ching t61 thyc hién dugc. Trudce hét, do 1a nghién clru xac
dinh loai san day chau A Taenia asiatica du tién & Viét Nam (Lé Thanh Hoa va cs,
2002; Nguyén Van D¢, Lé Thanh Hoa, 2006). Sau d6 céc loai san khac lan luot da
duoc thAm dinh thanh phﬁn loai nhu: san 14 gan nho C. sinensis, san 14 rudt
Fasciolopsis buski, san 14 gan 16n Fasciola gigantica, san 14 phdiParagonimus
heterotremus, P. vietnamensis, P. proliferus (Le va cs, 2006; Doanh va cs, 2007; 2008;
2009); san day T. saginata, T. solium ky sinh trén ngudi, 4u tring san day lon trén lon
va trén ngudi ciing di dugc tham dinh bang sinh hoc phén tir hé gen ty thé (Lé Thanh
Hoa va cs, 2002; Nguyén Van Dé, Lé Thanh Hoa, 2006) va lan lugt mot s6 chudi gen
da dang ky trong Ngan hang Gen thé gidi. Nhiing két qua budc dau nay da gop phan
giai quyét mot s6 van dé trong xac dinh thanh phan loai giun san tai Viét Nam va da
lam co s& khoa hoc cho vi¢c nghién ctru kit multiplex PCR dé chan doan xac dinh
bénh giun san. Pong thoi d6 ciling 13 co s¢ dir liéu quy bau cho khoa hoc trong nghién
ctru da dang sinh hoc va déng gop vao hoach dinh chién lugc phong chdng giun san c6
hiéu qua & Viét Nam.
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Cho dén nay, nghién ctru sinh hoc phan tir trong chan doan ky sinh tring méi
thuc hién & goc do don loai, kit PCR don gen, ma chua c¢6 nhitng dinh hudng téng thé
sang loc, xay dung kit da gen (multiplex-PCR) cho mdt nhoém cung loai, hay cho mét
hdn hop céc loai cung ton tai trén nguoi ¢ nhitng vi tri phan bd can chan doan (Lé
Thanh Hoa, 2007). Tuy theo khu tri hon hop cia cac loai ky sinh trung giy bénh,
chung t6i mong mudn chon loc phan nhom loai ddi twong, hodc/va phan ving khu tra
(rudt, ldy mau phéan; phdi, ldy mau dom, dich tiét phoi), xdy dung kit song gen
(duplex-PCR), da gen (multiplex-PCR) dé chan doan sang loc va giam dinh va d6
cling chinh 13 nhitng dinh huéng xuyén sudt trong chién lugc xay dung phuong thirc
va kit chan doan bang sinh hoc phan tir & nudc ta. Do vdy, viéc nghién ctru chan doan
phan tir 1a hét strc birc thiét, dac biét 1a nghién ctru kit PCR da gen/da mdi (multiplex-
PCR) d6i v6i ky sinh tring ma ching t6i dang xay dung s& gitip cho viéc chan doan
hoan toan chinh xac va gop phan to 16n trong phong chéng bénh c6 hiéu qua trong
pham vi cd nudc (L€ Thanh Hoa, 2009).

Gan day, mot phuong phap nhan ban DNA méi da dugc phat trién va gidi thiéu
ung dung, goi la phuong phap LAMP (Loop-mediated isothermal amplification) tao ra
san pham 1& DNA mach vom, nhin thdy duoc bang mat thuong dé danh gia két qua
(Notomi et al., 2000; Mori, Notomi, 2009). Trong vong 10 ndam qua ké tir khi dugc
gidi1 thiéu, LAMP da thu hut sy quan tdm cda cac nha nghién ctru va xét nghiém & céc
co s& dbi vai tac nhan gay bénh, do tinh chinh xac, don gian, hi¢u suét, gia thanh thép
va d& thuc hién danh gia. LAMP duogc phét trién thanh bo sinh pham (kit) thuong mai
phé bién rong rai trén toan thé gidi. Pén nay, da c6 trén 350 cong trinh thuc hién
LAMP, (mg dung ddi v6i hau hét cac loai (vi) sinh vat, ky sinh tring gdy bénh ¢ ngudi
va dong vat. Cung tinh dac hi¢u va tinh nhay nhu PCR, LAMP da thuc sy st dung nhu
mot phuong phép chan doan tién tién v6i moi dbi twong va trd nén canh tranh dic lyc
v6i PCR, do tinh nhanh chong dé 1am, d& danh gia va khong t6n kém nguyén vat liéu
va bénh phém (Nagamine et al., 2002; Parida, 2008; Mori, Notomi, 2009).

Vay phuong phap LAMP 1a gi? LAMP, tam goi la tong hop DNA-vom (hay
van tat 1a k§ thuat/phuong phap DNA-vom) dugc phat trién nam 2000, 1a phuong
phap tong hop DNA bang 4 mdi dac hiéu nhan biét 6 ving khac biét trén mot gen dich
tr mot nguén khuon duy nhét, tao nén mot dang san phém DNA c¢6 ciu trac vom
(stem-loop structure), hién thi dudi dang hdn hop van duc mau tring, nén dé dang phat
hién bang mét thuong; néu cho thém chat huynh quang, san pham s& phat quang dé
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nhan biét hon (Notomi et al., 2000; Parida et al., 2008). Dang van duc mau trang chinh
13 Magnesium pyrophosphate (Mg2P207) mét san pham phu cta phan Gng sinh ra
trong qua trinh tao DNA mach vom rat d& quan sat danh gia két qua (Mori et al.,
2001). Phuong phap DNA-vom khong doi hoi diéu kién phong thi nghiém hién dai,
nhan lyc trinh d6 cao, phan Ung xdy ra dic hi¢u, thyc hién nhanh chong (Mori,
Notomi, 2009), rat thich hop cho chan doan phan tir virus, vi khuan va ky sinh triing
gy bénh & cic nudc dang phat trién ving nhiét d6i (Dong et al., 2008; Parida, 2008).

Néu nhu PCR/RT-PCR, bao gém ca multiplex-PCR, cho san pham dic hiéu la
DNA mach thang thuan loi cho cac phuong phap sinh hoc phan tir phan tich dic tinh
cua gen/hé gen sau khi tach dong va giai trinh tu (Powledge, 2004; Ishmael, Stellato,
2008); thi LAMP/RT-LAMP cho san pham dic hiéu 1a DNA bét cip cac chudi lai véi
nhau tao mach vom khong thuén 1gi cho tach dong va xem xét thanh phﬁn gen/h¢ gen,
nhung DNA-vOm ¢ loi thé cuc ky to 16n 1a san phdm hién thi ¢ dang van duc tring do
san sinh mudi pyrophosphate (Mg2P207) hodc vdi chit phat quang nhin thdy bang
mét thuong, phuc vu nhanh chong cho chan doan (Mori et al., 2001;Goto et al., 2009)
(Hinh 3). Trong trudong hop LAMP sir dung 1am kit chan doén, ngudi ta thuong thiét
ké thém mot cap mdi dic hiéu bam vao hai dau bién cua vung gen dich dé thuc hién
phan tmg PCR/RT-PCR, thu san pham DNA-thang, roi tach dong, giai trinh tu dé
kiém nghiém tinh dic hiéu cho chic chan (Parida, 2008). Phuong phap kiém tra gia
nghiém cling dugc thuc hién vdi cac nguén khuon khéac nhau cta (vi) sinh vat cung
gidng (genus) dé dam bao chic chan tinh chinh xac va dac hiéu cua kit chan doan
LAMP (Parida, 2008; Parida et al., 2008).

Ké tir khi duoc gi6i thiéu tir nhitng ndm 2000, cang ngay cang c6 nhidu nghién
ctru dua LAMP vao tng dung chan doan ¢ cac linh vuc khéc nhau, trong d6 c6 ky sinh
trung. D61 v6i ky sinh tring, nhiéu khi ching ciing ton tai & mot vi tri nén rat dé iy
bénh phém, tuy nhién vi¢c phan biét trong chan doan va xac nhan su ¢6 mit cua loai
gy bénh 1a khong dé dang khi str dung phuong phap hinh thai hoc. Viéc phat hién dic
hiéu loai giy bénh dé phan biét duogc nhiéu loai khac cang nhanh cang t6t co ¥ nghia
rét 16n trong chan doan, do vay, LAMP tré nén mot cong cu hitu hi¢u xac dinh nhanh
d6i tuong trong s6 doéng cung ton tai (Criado-Fornelio, 2007; Adams, Hamilton,
2008). Trong 10 ndm qua, bén canh vi¢c tham do phuong phap va xay dung bo kit voi
tiéu chudn chan doan sau khi khao nghiém, LAMP d4 dugc Gmg dung trong thuc té véi
nhiéu loai ky sinh tring khca nhau gy bénh & dong vat va ngudi.
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LAMP di duoc xdy dung dé tng dung chan doan phan biét cac loai ky sinh
triung don bao, trudc hét d6 1a cac loai Trypanosoma spp gay bénh & chau Phi (Kuboki
et al., 2003; Adams, Hamilton, 2008; Thekisoe et al., 2009), bao gém chan doan phan
biét cac loai trong phan giéng Trypanozoon (Njiru et al., 2009) hodc chinh xac xac
dinh loai Trypanosoma brucei rhodesiense (Njiru et al., 2008). LAMP ciing dugc tham
do chan doan ky sinh tring duong mau & dong vat 1a Trypanosoma evansi qua kiém
tra trén lon thuc nghiém (Thekisoe et al., 2005; 2007).

Mot s6 loai ky sinh tring dudng mau khac cling duoc tmg dung LAMP dé chan
doan trong d6 co 1& dang tring Babesia orientalisgdy bénh ¢ trau ¢ Trung Qubc (He et
al., 2009) hay phat hi¢n loai Babesia gibsoni & Nhat Ban (Ikadai et al., 2004); hodc
phan biét cac loai trong giéng Babesia (Guan et al., 2008) hay cac loai piroplasma bao
gdm Babesia spp va Theileria spp giy bénh & bo (Criado-Fornelio, 2007; Thekisoe et
al., 2007; Liu et al., 2008; Salih et al., 2008), dac bi¢t 1a loai Theileria parva gay bénh
& bo (Thekisoe et al., 2010). Pdi v6i Leishmania donovani, Takagi et al. (2009),
phuong phap LAMP chan doan rat nhay chi can 1 fg khuon DNA 1a da phat hién va
phéan bi¢t vdi cac loai Leishmania spp (L. infantum, L. major, L. mexicana, L. tropica,
L. braziliensis) khac. Phuong phap LAMP ciing phat hién ky sinh trung don bao
dudong mau Toxoplasma gondii tir dat; va loai don bao gdy bénh sang nguoi nay da
duoc mot sd nha nghién cuu léy lam dbi tuong xay dung thanh kit chan doan trén
nguoi (Sotiriadou, Karanis, 2008; Krasteva et al., 2009; Zhang et al., 2009).

Pon bao gay bénh nguoi va dong vat truyén qua thirc dn nudc udng thudc gidng
Cryptosporidium va Giardia dugc déc biét quan tam st dung LAMP do tinh nhay cua
phuong phap nay (Bakheit et al., 2009), trudc hét 13 chan doan Cryptosporidium spp
va Giardia duodenalis trong nudc uéng (Inomata et al., 2009; Plutzer, Tomor, 2009;
Karanis, 2010) va trong dong vat truyén lay (Plutzer, Tomor, 2009), trong phén thai va
moi truong (Karanis et al., 2007). Bén canh d6 ly amip Acanthamoeba (Lek-Uthai et
al., 2009) hay Entamoeba histolytica (Liang et al., 2009) ciing 1a ddi tuwong cua
phuong phip chan doan mdi nay. Mt trong nhitng tng dung c6 hi¢u qua trong su
dung LAMP d6 14 phat trién phuong phap chan doan phan biét 4 loai ky sinh tring sot
rét Plasmodium spp (Han et al., 2007; Aonuma et al., 2008) hodc don 1¢ tung loai
Plasmodium falciparum (Poon et al., 2005; Yamamura et al., 2009) va Plasmodium
vivax (Chen et al., 2010). Déi véi giun tron, chi méi c6 mot cong trinh nghién ctru xay
dung phuong phdp LAMP chan doan giun chi Dirofilaria immitis tir vector 13 mudi
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(Aonuma et al., 2009); va doi voi san det, moi co loai sdn mang Schistosoma
japonicum (Xu et al., 2010) va cac loai san day Taenia spp (Nkouawa et al., 2009) lam
d6i tuong ctia LAMP. Giun tron va san det gdy bénh truyén tir dong vat sang nguoi
con ¢ rat nhiéu loai nguy hiém khéc can duoc xdy dung phuong phap chan doan
nhanh bang LAMP.

* LUQNG GIA

1. Trinh bay nguyén 1y cua k¥ thuat mién dich trong chan doan ky sinh trung?

2. Trinh bay nguyén Iy cta k¥ thuat mién dich huynh quang, mién dich enzym, mién
dich phong xa, sic ky mién dich?

3. Trinh bay nguyén Iy chung cua cac k¥ thuat sinh hoc phan tir trong chan doan ky
sinh trung?

4. Trinh bay ung dung cua ky thuat sinh hoc phan tir trong chan doan ky sinh tring
gdy bénh?
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BAI 2. KY SINH TRUNG SOT RET KHANG THUOC
MUC TIEU
* Kién thuc
1. Trinh bay dugc dic diém, nguyén nhén, su lan truyén, cac phuong phap danh gia ky
sinh trung sot rét khang thude
2. Giai thich duogc co ché khang thudc cua ky sinh trung sot rét .
* Nang luc tu chu va trach nhi¢m
3. Tong hop kién thirc 3 duoc hoc vé ky sinh triung sbt rét, tham khao thém cac tai
lidu lién quan nham phat trién nang luc ban than.
4. Thé hién kha ning lam viéc doc 1ap va lam viéc nhom, tong hop, danh gia két qua
cong viée cua cac thanh vién trong nhom dé hoan thanh cac bai tip dugc giao.
NOQI DUNG
1. Lich sir va dic diém ciia ky sinh tring st rét khang thudc

Cho dén nay, noi dén ki sinh tring s6t rét (KSTSR) khang thudc 13 néi dén
P.falciparum khang thudc st rét. Ki sinh trung sét rét khang thube da xay ra & moi
ving sot rét trén thé gidi va 1a mot trong nhitng khé khan ki thuat 16n nhat anh huong
dén cac chuong trinh phong chdng sbt rét toan cau. Tuy nhién tinh hinh ki sinh tring
sOt rét khang thudc c6 su bién ddi theo thoi gian va khong gian do su phan b cua cac
loai ki sinh trung sét rét va kha niang phong chéng & mdi thoi diém, khu vuc khac
nhau. Téc gia Gilles cho rang: & cac ving nhiét d6i ti 1¢ P.falciparum chiém uu thé,
con cac ving on d6i thi P.vivax chiém wu thé.

O Viét Nam P.falciparum chiém khoang 80%. P.vivax chiém khoang 15 - 20%.
P.malariae chiém khoang 1%. Tuy nhién mdi ving tily theo dic diém sinh canh, khi
hau va bién phap PCSR s€ c¢ ti 1€ khac nhau. Theo bao cdo cua Vién Sbt rét -KST -
CT Trung uong (2000), trong giai doan hién nay ¢ khu vyc mién Trung - Tay Nguyén
ti 1& P.falciparum va ti 16 KSTSR/lam xét nghiém cao nhét ca nudc va ciing 1a noi tinh
hinh KSTSR khang thudc dién ra phirc tap nhat.

1.1. Lich sir ciia ky sinh trang sot rét khang thudc

Su xuét hién KSTSR khang thudc c6 méi lién quan chit ché voi qué trinh phat
trién thudc diéu tri st rét. Tac gia Peters di tom tat lich sir phat trién thudc st rét
cung vdi su xuét hién KSTSR khang thudc va nhan théy hodc nhanh hay cham ki sinh

tring ciing tu thay doi dé thich nghi rdi khang lai cac thudc tac dung 1én no.
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Lich st phat trién thudc sot rét voi sy xuit hién KSTSR khang thude (dua theo
Peters)

. Nam xuét hién khéng thudc
Tén thudc Nam st dung S— S —
invitro INVIVo Quoc gia
Quinine 1630 1921 1910 Brazil
Chloroquine 1945 1956 1960 Colombia
Amodiaquine 1947 1957 1961 Brazil
Proguanil 1948 1949 1949 Brazil
Pyrimethamine 1951 1951 1952 Gambia
Primaquine 1951 1961 1963 -
Fansidar 1964 1968 1980 Théi Lan
Mefloquin 1972 1977 1982 Théi Lan
Artermisinine Chua xac
1972 1985 . -
dinh

Tinh hinh P.falciparum khang chloroquine tré nén v6 ciing nghiém trong ca veé
pham vi va muc d0, doi hoi phai dé ra ddi sach chdng khang cho phu hop véi timg
qudc gia va khu vue.

Pi c6 thong bao vé P.vivax khang hodc giam hiéu luc diéu tri v6i primaquine &
mot s6 khu vuc trén thé gidi tir mot vai dong (strains) thé phan liét trong gan da co
khang mét phan va duoc nhan dinh & Pong Nam A: 17% & Thai Lan, 30% & Papua
New Guinea; & Amazon Basine, Trung Mi, Somalia (43% trong quan doi Mi). Nhung
dén nay chua co thong bao chinh thirc vé P.vivax khang chloroquine, mot loai thudc
van duoc coi 1a s6 mét trong diéu tri P.vivax.

Viét Nam 1a mdt trong nhitng nudc dugc ghi nhan cé sy khang thudc sém trén thé
gidi. Nam 1963, P.falciparum khang chloroquine 1an dau tién dugc phat hién & Nha
Trang. Cho dén nay tinh hinh P.falciparum khang chloroquine va hau hét cac thudc sot
rét khac (trir artemisinine va cac dan chat) dién bién hét strc phuc tap vé pham vi va
murc d§ ngay mot tang theo thoi gian.

1.2. Pic diém ciia ky sinh tring khang thudc sot rét

- Khi thubc khang 1 giai doan ctia ky sinh triung, thuong khang cac giai doan
khéc (nhu Pyrimethamin).

- Ky sinh tring khang Chloroquin c6 thé:

+ Duy tri subt vong doi
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+ Truyén sang doi sau

+ Dé c6 khang chéo trong nhom 4 aminoquinolein.

+ C6 kha ning gay cho mudi ting nhiém ky sinh trung khang.

- Ky sinh trung khang 4 aminoquinolein va Amino-alcool (Chloroquin va
Mefloquin): Duy tri trong qua trinh lan truyén mic du khong c6 ap luc cia thude.

- Khang Sulfonamid, Pyrimethamin va Chloroquin: tinh khang di truyén qua
chu ky hiru tinh & mudi sang doi sau.
2. Cac phwong phap danh gia ky sinh trung sot rét khang thudc
2.1. Ky thudt danh gid mat dé ky sinh tring sot rét

Mat d6 ky sinh trang st rét 1 sé luong ky sinh trung sbt rét dém duoc trong
mot vi truong hoac mot thé tich mau nhat dinh. Trong nghién ctru, chan doan, diéu tri
va danh giéd tinh nhay cam (nhay-khang) trong cac thur nghiém in vivo va in vitro véi
thude sbt rét, vai tro cta xac dinh loai va dém mat d6 ky sinh tring sét rét (KST SR) 1a
khau quan trong, dong thoi ciing gop phan véo 19 trinh phong chéng va loai trir sbt rét
trén thé giéi va Viét Nam.. C6 2 phuong phap ding dé tinh mat do KST SR:

- Hé thong dau (+).

- Pém s6 lugng KST SR trong 1 pl (Iml) méu.

- K¥ thuat dém dugc chinh xac, can luu ¥ cac diéu kién sau:

+ Lam mau nhudém dep, khong co/it can, dat chuan khoang 10-20 bach
cau/vi truong & giot dic va khoang 250 hong cau/mét vi trudng & giot mong, noi chi
c6 mot 16p hong cau

+ Chon ving dém: té bao mau (hong cau/bach cau) rai déu, KST SR bat

mau
dep 10

+ Nén dém 2 — 3 1an d¢ 13y s6 trung binh.

+ Nén sir dung 2 may dém (1 may dém sb lugng bach cau va 1 may dém
ky sinh tring sot rét

+ Pém tat ca ky sinh tring c6 mat trong vi trudng, chuyén sang vi trudng
tiép theo, theo hinh zic zic va 1ap lai nhu vay dén khi sb luong bach cﬁu/hf”mg cau dat
quy dinh thi ding lai. Can than khong chdng chéo 1ap lai duong (vi trudng) di di qua;
2.1.1. Tinh mat d¢ ky sinh triing sot rét theo hé thong diu cong

Panh gia mat 6 nhiém bang dau cong (+) 13 mot cach dém ky sinh tring sbt rét
trén giot day (giot dic), udc luong dugc s6 lwong ky sinh triung sbt rét twong ddi trong
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1 khoang gia tri. Két qua dém ky sinh tring sot rét trén tiéu ban giot day xac dinh nhu
Sau.

+: 1-10 KST/100 vi truong

++:11-100 KST/100 vi trudong

+++: 1-10 KST/1 vi truong

++++: trén 10 KST/1 vi trudng
2.1.2. Tinh s6 lwong ky sinh tring sét rét trong 1pl mau

* Mgt 56 lwu y khi dém ky sinh triing sot rét trén lam mdu

- Chi dém s luong KSTSR & giai doan vé tinh (trophozoite, schizont) duoc
thuc hién & tit ca loai Plasmodium falciparum, Plassmodium vivax, Plasmodium
malariae, Plasmodium ovale va Plasmodium knowlesi néu cé, trong d6 chu trong loai
Plasmodium falciparum thudng gy sbt rét ac tinh (SRAT), mét s loai khac ciing co
thé dan dén SRAT nhung hiém hon (P. vivax, P. knowlesi)

- D6i v6i thé hitu tinh hay thé giao bao (gametocytes) khong dém, trir truong
hop c6 yéu cau trong nghién ctiru khang thudc dbi véi P. vivax chang han, nhung su
hién dién cua chung phai ghi vao két qua xét nghiém (s6 xét nghiém hay phiéu ghi két
qua cua cac nghién ctru tai thyc dia va bénh vién).

- Trong trudng hop nhiém phdi hop nhiéu loai Plasmodium spp. (thudng gip 1a
P. falciparum va P. vivax), tat ca KSTSR thé vo tinh phai dém chung véi nhau;

- Phan 16n, dém sb lugng KSTSR dugc thuc hién trén lam giot day, vi mat do
KSTSR tap trung cao va it tén thoi gian soi cho xét nghiém vién/ k¥ thuét vién. Tuy
vay, giot mong ciing c6 thé dugc dung dé dém sé lwong KSTSR trong nhiing trudng
hop sau:

+ Khong 1am giot day hodc c6 nhung giot day bi hu hong, khong soi
duoc;

+ Khi s6 KSTSR > 100 & mdi vi trudng trén giot diy twong ung véi >
80.000 KSTSR/uL (vi & mat d6 nay trén giot day rat kho dém);

+ X4c dinh ty 1¢ phan traim HC nhiém KSTSR Plasmodium spp.

+ Hoic do yéu cau khac hoic trong nghién ctru. ..
* Dém so lwong ky sinh tring sot rét trén tiéu ban giot day va tinh mat dp KST SR/
uL

- Trudc khi dém phai xét nghiém it nhat 100 vi trudng ¢ giot day (mot sd
truong hop can phai dém sb vi truong 16n hon 200-300 véi muc dich nghién ctu,
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chang han danh gia nhiém tring trén nguoi khong triéu chimg trong cong dong) dé
phat hi¢én sy hién di¢n cia KSTSR vé céc thong s6 co ban vé loai, thé KSTSR va danh
gia mat do KSTSR theo hé théng ddu cong va ghi lai két qua.
- Quy dinh vé sb lugng BC phai dém phu thudc vao ) lugng KSTSR dém duoc
va dimg dém khi dém duoc 200 hodc 500 BC.
+ Néu dém thay sb lugng KSTSR > 100 thi dém dén 200 BC, dimg dém
va ghi két qua s6 luong KSTSR/200 BC;
+ Néu dém thay s luong KSTSR < 99 thi ¢ém dén 500 BC, dimg dém
va ghi két qua s6 luong KSTSR/500 BC;
+ Truong hop dugc xac dinh 13 4m tinh (-) khi dém 0/1000 BC;
+ Pém tit ca KSTSR va BC ¢ vi trudong cudi cung, ngay ca khi sb luong
BC vuot qua 200, 500 hoac 1000;
+ Ghi s6 luong thuc té KSTSR va BC dém duoc;
+ T6 chirc Y té thé gidi da 14y sb bach cau = 8000/uL mau 1am chuén.
S6 lugng KSTSR/ pL = S6 luong KSTSR dém duogc x 8000 BC/uL
Sd lugng BC dém duoc

- O co so diéu tri ¢6 xét nghiém sb lugng BC hay lay s6 luong BC thuc té dém
dugc dé thay thé cho s lugng bach cau trung binh quy udc 1a 8.000 BC/uL, s& cho két
qua s6 lugng KSTSR/pL chinh xac hon.

* Xdc dinh 1y 1¢ phén tram héng cdu (HC) bi nhiém KSTSR trén lam gipt mong

- Bén canh xé4c dinh mat dg KSTSR/uL (¢ giot dac va giot dan) viéc xac dinh ty
1¢ phan traim hdng cdu nhiém KSTSR trén lam giot mong co ¥ nghia rat 16n, gitip bac
si lam sang tién lugng nguy co cua bénh.

- Cach tién hanh dém tuong ty dém KSTSR trén giot mong va dung cong dung
cong thirc sau:

Ty 1é % HC nhiém KSTSR = S6 luong HC nhiém KSTSR x 100

Tong s6 HC dém dugc (HC nhiém KST SR + HC

lanh)
2.2. Cic phwong phdp danh gid ky sinh triing sot rét khdng thuéoc
T6 chuc Y té thé gioi (WHO) da dua ra dinh nghia ki sinh trung st rét khang
thudc 1a kha nang mot chung ki sinh tring st rét van séng hodc tiép tuc phat trién sau
khi ngudi bénh di dung mot lidu thude bang hodc cao hon liéu thudc thong dung,
nhung van & trong gidi han chiu dugc ctia bénh nhan.
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Khéng thudc c6 thé 1a twong d6i néu nhu ting liéu trong gidi han chiu dung duoc
ctia con ngudi, cd thé diét duoc ki sinh tring. Khang thude co thé 1a tuyét ddi néu nhu
dung liéu thudc vuot qua kha ning dung nap ciia con ngudi van khong diét hét ki sinh
trang.

Dinh nghia ndy c¢6 wu diém trong viéc 4p dung lam sang nhung tinh hitu dung cua
n6 con phu thudc vao sy théng nhét vé liéu lugng.

Tuy nhién khi két ludn mot chung ki sinh tring sét rét (KSTSR) khéng thube can
loai trir cac kha nang:

+ Do dung thudc khong du liéu, khong dung khoang cach.

+ Do ngudi bénh khong hip thu duge hét thude, c6 thé do non mira, ia long.

+ Do dap tng mién D1ch véi sét rét ciia bénh nhan cao hay thip hoic chua co.

+ Do yéu di truyén (dap tng tu nhién ctia co thé: loai acetyl hoa nhanh va cham).

+ Do d6 nhay cam nguyén thuy cua loai ki sinh tring véi thude.

+ Do chét lugng thudc khong bao dam.

Can phan biét ki sinh tring khang thudc v6i diéu tri that bai do thude. Nghién ciru
hién twong khang thudc & ving s6t rét luu hanh, thuong kho danh gia vi thé trang bénh
nhan sdt rét 1au nam c6 khi khong can diéu tri cling tu cit con hodc khong loai trur
duoc kha nang tai nhidm cia ki sinh tring sét rét.

Cho dén nay WHO di quy dinh c6 2 phuong phap danh gia ki sinh trang sbt rét
khang thudc:

2.2.1. Phwong phdp ddnh gid bang ki thudt in vivo

C6 2 mbc thoi gian theo ddi va danh gia:

+ Test in vivo theo do6i 28 ngay:

- Bénh nhan dugc theo ddi trong vong 28 ngay (nghién ctru nay chi dugc thuc hién
& ving khong c6 sot rét 1ay truyén tai chd hodc bénh nhan phai duoc theo doi chit ché
trong cac co so diéu tri).

- Lay lam mau bénh nhan dé dém ki sinh trung sot rét (KSTSR) vao cac ngay:

DO: ngay trudc khi cho bénh nhan udng thudc.

D1: sau mdt ngdy (24 gio) udng thude.

D2: sau 2 ngdy (48 gio) diéu tri.

Sau d6 dén cac ngay: D5, D7, D4, D21 va D28.

- Nam 1967, T6 chirc Y té thé giéi (WHO) da quy dinh vé mirc do khang cua
P.falciparum véi cac thude sét rét nhu sau:
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Pap vng véi thude | Ki hiéu Dinh nghia

Nhay S Hét KSTSR trong vong 7 ngay dauké tir khi dung
thudc va khong tai phat cho tdi ngay 28

Khang do 1 RI_ Hét KSTSR trong vong 7 ngdy dau, nhung KSTSR
xuat hién lai tir ngdy thtr 8 dén ngay 28

Khang d¢ II RII Khong hét KSTSR trong vong 7 ngay dau va chi
giam duoc trén 25% so voi luong KSTSR ban dau
vao ngay tha 3

Khang d¢6 II1 RIII Trong vong 7 ngay dau KSTSR chi giam it, hodc

khong giam, tham chi ¢ thé con ting

+ Test in vivo theo ddi 7 ngay:

- Bénh nhén duoc theo ddi trong vong 7 ngdy (nghién ctru ¢6 thé thuc hién ¢ ving

c6 sot rét 1ay truyen tai chd hodc bénh nhan dugc theo ddi trong cac co so dicu trj).

- Liy lam mau bénh nhan dé dém KSTSR vao cac ngay:

DO: ngay trudc khi cho bénh nhan udng thudc.

D1: sau mot ngdy (24 gid) udng thudc.

D2: sau 2 ngay (48 gio) diéu tri.

Sau d6 dén cac ngay: D5 va D7.

- Test in vivo theo ddi 7 ngdy (test mé rong) duwgc WHO, 1967 quy dinh vé mirc

do khang cua P.falciparum véi cac thudc sot rét nhu sau:

Pap ung véi thude | Ki hiéu Dinh nghia

Nhay/Khang do I S/RI Giam KSTSR trén 75% trong vong 2 ngay dau va
sach KSTSR trong vong 7 ngay

Khang dg 11 RII Giam KSTSR dudi 75% trong vong 2 ngay dau va
khong sach KSTSR trong vong 7 ngay

Khang d¢ III RIII Trong vong 2 ngay dau KSTSR khong giam, hoic

c6 thé tang hon so vdi ban dau

Chu thich: D: day (ngay); S: sensitivity (nhay); R: resistance (khang).

2.2.2. Phwong phdp ddnh gid bing ki thudt in vitro
(WHO standard in vitro technique)
Cho dén nay nguoi ta da ap dung 2 ki thuat:

+ Macrotest hay con goi 1a Rieckmann macrotest (1968):

31




K1 thuat nay dya trén sy danh gia thé tu dudng (trophozoite) ctia P.falciparum phat
trién thanh thé phan liét (schizonte) bang cach nudi cdy ki sinh tring sot rét trong 6ng
nghiém & moi trudng nudi cay glucose (5 mg glucose trong 1 ml mau bénh nhan). Bo
thir macrotest (macrotest kit) gdom c6 mot dng ching va 9 éng nghiém c6 chira nong
dd thude sbt rét khac nhau.

Vi du: chloroquine can cé céc néng do: 0,25 nanomol, 0,50 nanomol, 0,75
nanomol, 1 nanomol, 1,25 nanomol, 1,50 nanomol, 1,75 nanomol, 2 nanomol, 3
nanomol.

Pén néng dd 1,50 nanomol cua chloroquine ma P.falciparum van phat trién dugc
tir thé tu dudng (trophozoite) sang thé phan liét (schizonte) 1a khang choloroquine.
Ngay nay phuong phap nay khong dugc dung phd bién vi phai 1y luong mau qua
nhiéu trén 1 bénh nhan (10 - 11 ml mau) va rat khé thuc hién & tré em.

+ Microtest hay con goi 1a Rieckmann microtest (1978):

Sau thanh cong nudi ciy P.falciparum lién tuc trong hé thong binh nén (candle jar)
cua Trager va Jensen (1976). Rieckmann va CS (1978) da dua ra phuong phéap
microtest dé danh gia tinh nhay cam cia P.falciparum.

Phuong phap niy so voi phuong phép macrotest thuan tién hon (thay vi phai liy
10 - 11 ml mau tinh mach trong macrotest, chi can léy 0,1 ml méau va tién hanh d&
dang ¢ tré em). Phuong phap nay c6 nhiéu vu diém 1a cho két qua nhanh sau 24 — 30
gio, s6 lugng mau it, st dung tu am thuc dja nén c6 thé ap dung ki thuat & cac vung
sau, vung xa.

Hién nay, T6 chuc Y té thé gi61 (WHO) da trang bi cac bd thur microtest vdi cac
thudc thir tiéu chuédn; chloroquine, amodiaquine, quinine, mefloquine, fansidar. Diéu
nay cho phép danh gia d6 nhay, khang véi thudc ciia ki sinh trung sbt rét & cac dia

phuong trén dién rong va véi s6 luong mau thir 16m.

Tir nam 1987 trd lai ddy WHO hudng din cac mdc dé danh gia khang thudc 1a

- Chloroquine: ¢ nong d6 8 pmol ma KSTSR van phat trién thanh schizonte.

- Amodiaquine: & nong d6 4 pmol ma KSTSR van phat trién thanh schizonte.

- Quinine: ¢ nong d6 256 pmol ma KSTSR van phat trién thanh schizonte.

- Mefloquine: & ndng do 64 pmol ma KSTSR van phat trién thanh schizonte. Tuy
nhién phuong phap nay doi héi ki thuat phtc tap hon, trang thiét bi dit tién, dung cu,
thao tac phai dam bao vo tring hoan toan, can c6 méi truong RPMI 1640.

2.2.3. Phén logi ddnh gid két qua diéu tri
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Ngoai cac phuong phap danh gia ki sinh trung sbt rét di trinh bay, dé xac dinh kha
nang ki sinh tring sot rét khang thude co tinh chét chi diém, WHO da dé ra phuong
phap danh gia dap tmg diéu trj c6 thé ap dung cho tit ca cac co s diéu tri bénh st rét.
Phuong phép nay chi can theo doi két qua diéu tri bénh nhan trong thoi gian 14 ngay
(vi da s6 bénh nhan sot rét déu sdng trong ving c6 1ay truyén tai chd).

C6 3 loai danh gia dap ung diéu tri: diéu tri that bai som (ETF: Early Treatment
Failure), diéu tri thit bai mudén (LTF: Late Treatment Failure) va diéu tri két qua
(ACR: Adequate Clinical Response).

+ Pap tng diéu tri dugc goi 1a diéu trj that bai sém (ETF) néu bénh nhan xuit hién
mot trong nhitng diém sau trong 3 ngay dau tién cua qua trinh theo ddi:

- Xuét hién nhiing d4u hiéu nguy hiém hoic sot rét ning vao ngay D1, D2, hoic
D3 va c6 ki sinh tring sdt rét (KSTSR) trong mau.

- Mat do KSTSR trong mau ngay D2, cao hon DO.

- Mat d6 KSTSR ngay D3 >25% mat d6 ki sinh tring s6t rét ngay DO

+ Pap ung diéu tri duoc goi la diéu tri that bai muén (LTF) néu bénh nhan xuét
day khong thay dau hiéu nao cua ETF: hién 1 trong nhimng d4u hiéu sau trong thoi gian
theo ddi tir ngdy D4 dén D14, ma trude

- Xuat hién nhimng d4u hiéu nguy hiém va s6t rét nang sau ngay D3, ¢6 ki sinh
tring st rét trong mau (cung loai ki sinh tring st rét voi ngay DO).

- Bénh nhan quay lai kham khong dung quy dinh vi tinh trang 1dm sang xau di va
c6 ki sinh trung sot rét trong méau.

- C6 ki sinh trung st rét trong mau vao bat ki ngay nao quy dinh xét nghiém mau
D7, hoic D14 (cung chiing loai ki sinh tring sot rét vai DO).

+ Pap Gmg diéu tri goi 1a didu tri két qua (ACR) khi bénh nhan khong c6 dau hiéu
nao cua ETF hoac LTF va sach KSTSR trong sudt thoi gian theo doi.

2.2.4. Phdt hi¢n gen khdng thudc ciia P.falciparum bing phwong phdp sinh hoc
phan tir

- X4c dinh gen khang chloroquin: gene Pfmdrl,2 (P. falciparum multydrug) va
gene Pfter (P. falciparum tranporter chloroquin resistance). Gene Pfmdr-1 nam & NST
s 5 ¢6 nhiém vu ma hoa cho P-glycoprotein homologne-1 (Pgh-1) c¢6 trach nhiém
gay ra khang chloroquin vf cac thudc chéng sbt rét khac. Cac nha khoa hoc con tim
thdy co su dot bién tai codon 86 (aspartic dugc thay thé bang tyrocine). Mot vai vi tri
d6t bién khang thudc da tim thdy ¢ gen Pfidr -1 da hinh nhu: Phe 184, Cys 1034,
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Asp1042 and Tyr 1246. O Chau A Djimde va CS da phat hién & codon 76 thyroxine
(T76) dugc thay thé bai lysine (K76).

- Xac dinh gen antifolate: tim gen ddc hi¢u khang dihydrofolate reductase (DHFR)
va dihydropteroate synthase (DHPS). C6 5 diém dot bién: tai vi tri codon 436 serine
duoc thay thé béi alanine; tai codon 437 phenylalanine hodac alanine duoc thay thé bai
glycine; tai codon 540 lysine dugc thay thé boi glutamic; tai codon 581 alanine duogc
thay thé boi glycine; tai codon 613 alanine dugc thay thé bai serine hodc threonin.

- Khang pyrimethamin: tim dot bién dic hiéu trén gen DHFR: tai codon16 alanine
duoc thay thé boi valine; codon 51asparagine thay thé boi isoleusine;codon 59 cystein
thay thé boi arginine; codon 108 serine thay thé bdi asparagine, codon 164 isoleusine
thay thé boi leusine.

- Khéang quinine: tim gen Pfmdr-1 két hop véi Pfter

- X4ac dinh gen khang mefloquin: tim gen Pfindrl tai céc vi tri Ser1034, Asn1042
va Aspl246

- X4c dinh d6t bién khang artemisinin tai ving Keich 13 (K13).

2.3. Co ché khing thudc ciia ki sinh triing sét rét.

Cho dén nay co ché ki sinh tring st rét khang thudc van con nhiu gia thuyét va
chua mot gia thuyét nao duge khang dinh hoan toan. Thude ¢ ngudn gbe thao moc cd
hiéu luc 1au dai hon véi ki sinh tring nhu quinine, artemisinine va dan chét. Thudc co
ngudn gdc tong hop hod hoc bi khang nhanh hon nhu chloroquine, pyrimethamine,
sulfonamid...

Trong s cac gia thuyét, Beale va Walliker dua ra 2 co ché vé khang thudc nhu
Sau.

2.3.1. Co ché khing khong di truyén

Co ché khang khong di truyén 1a kha nang thich nghi sinh 1, sinh hoa cta ki sinh
trung sbt rét.

Kiéu khang thudc nay khong bén viing, khi dimng ap luc thudc thi kha ning
khang thubc cia ki sinh tring s6t rét cling mat theo.

2.3.2. Co ché khdng di truyén

* Khéang tu nhién:

- La khang xuét hién trudc khi c6 ap luc thude.

- Nguyén nhan do bién di tu nhién gen cua ki sinh tring st rét, dén khi c6 ap
luc thube thi duoc lya chon.
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* Khang thu nhan duoc (khang mic phai):

- Khang chéo ctia ki sinh tring sbt rét voi cac nhom thude sét rét 1a ki sinh tring
khong nhimg khang mot loai thuéc ma con khang chéo sang mét loai thude khac (c6
thé cting nhom hodc khac nhoém). Nguyén nhan do cac thude sét rét cung tac dung vao
mot khau hodc mét chudi chuyén hod cua ki sinh trung sOt rét.

- Khang di truyén cta P.falciparum 1a dic tinh khang duogc di truyén tir bd hoic
me sang thé hé con. Nguyén nhan do gen cua ki sinh tring sét rét dudi ap luc thudce
diéu tri hodc trong qua trinh sinh san va phat trién bi dot bién gay ra duoc di truyén tir
mot trong hai giao tir cta bd hodc me.

- Hién nay c6 nhiéu gia thuyét vé co ché khang thudc nay nhu: - Co ché dya vao
co ché tac dung cua cac loai thube st rét.

+ Co ché thiéu hut néng do thude trong khong bao tiéu hoa.

+ Co ché ngan can thudc st rét tham nhap vao trong hong cau bi nhidém ki sinh
trung sbt rét.

+ Co ché khang thudc cta ki sinh tring s6t rét nhu kiéu khéng thude cua té bao
ung thu.

- Tuy nhién co ché dua vao co ché tac dung cua céc loai thude sdt rét dang duoc
nhiéu tac gia chu trong hon ca. Co ché tac dung cua thudc sdt rét vai ki sinh tring sot
rét duoc chia ra nhu sau:

+ Sy canh tranh PABA (para amino benzoic acid) (rc ché men tong hop DHFA
(dihydrofolic acid): sulfon, DDS...

+ Sy tc ché men chuyén ho4 acid folic thanh folinic: pyrimethamine...

+ Su tac dong vao FP - IX (ferriprotoporphyrine IX) hodc tap trung vao
lysosom cua ki sinh trung (do gradient pH): chloroquine...

+ Sy r6i loan chuyén hoa protein: quinine.

+ Réi loan tong hop protein: artemisinine va dan chat.

+ Phong bé ti lap thé: primaquine.

* Mot s6 co ché tac dung cua thude st rét va co ché KSTSR khang thude:

- Nhom 4 - amino-quinoleine (chloroquine) va aryl amino alcohol (mefloquine):

+ Co ché tac dung: theo gia thuyét Fitch: Ki sinh tring tiéu hoa hemoglobin va
dé tao ra ferriprotoporphyrin (FP IX, con goi 1a hematin). Thong thuong chat FP gin
vao mot protein ciia ki sinh tring (con goi 1a protein gan hem) dé hinh thanh phirc hop
“FP + protein gin hem” tirc hemozoin 1a mot sic té sbt rét khong doc.
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+ Chloroquine canh tranh véi protein gan hem, dé hinh thanh phtic hop “FP +
chloroquine” c6 tac dung hily mang va diét ki sinh trung. FP IX dugc coi nhu mot thu
thé ¢6 4i luc cao va dic hiéu vai chloroquine.

+ Riéng mefloquine c6 thé gan véi 2 dich: FP va cac phospholipid mang (FP +
mefloquine va phospholipid + mefloquine) nén c6 tdc dung huy mang va diét ki sinh
trung cao hon.

- Co ché khang chloroquine:

+ FP két ty nhanh hodc co ai luc rat yéu véi chloroquine hodc “protein gin
hem” ciia “’ki sinh trung khang” ting sd luong va 4i luc voi FP cho nén phirc hop FP +
chloroquine giam.

+ Bom proton ngirng hoat dong: pH cua ki sinh trung tang.

+ Permease va phospholipid ctia “ki sinh trung khang” bi bién d6i, thudc
chloroquin dé thoat (Warhurst - Ginsburg).

+Gan ddy nguoi ta phat hién P.falciparum da khéang c6 gen MDR (multi drug
resistant). MDR tang su chuyén van P- glycoprotein qua mirc trén mang va lam tang
dao thai chloroquine 1én 4 1an (D.A Warrell).

+ Chloroquine tip trung trong lysosom cua ki sinh trung (d6 toan cao) theo
nguyén li pH giira 3 khoang c6 gradient: Ngoai hong cau (pH: 7,4), trong hdng cau
(pH: 6,6), nguyén sinh chét cia ki sinh trung (pH: 7,6) va lysosom cua ki sinh tring
(pH: 5,0). pH duogc duy tri bdi bom proton H+. Ngoai ra, phospholipase cua ki sinh
trung 1a té bao dich cua chloroquine, khi men nay bi @c ché, cac phospholipid cua
mang s& bién doi va s& c¢6 tang thAm qua mang.

- Nhom khéang folic va khang folinic:

+ Co ché tac dung:

Ki sinh tring phét trién nho vao qua trinh tong hop acid folic.

Khang folic (Antifolic): ki sinh tring phan bao cdn c6 DNA. Tién chit cia
DNA 14 purin va pyrimidin duoc tong hop nhd THFA (tetrahydrofolic acid) 13 D2ng
hoat hoa cia DHFA (dihydrofolic acid). Muén c6 acid nay ki sinh tring phai sir dung
PABA (para amino benzoic acid). Thudc sot rét nhoém sulfon, sulfamid c¢6 cau trac gan
gili v6i PABA nén canh tranh véi PABA va danh nhau men tong hop acid dihydrofolic
(dihydropteroate synthetase) lam trc ché men nay va hau qua 1a khong tong hop duoc
DHFA.
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Khang folinic (antifolinic): pyrimethamine va proguanil (rc ché men khir acid
dihydrofolic (dihydrofolat reductase), do d6 khong tao du acid tetrahydrofolic
(THFA).

+ Co ché khang cac thubc sulfon, sulfamid va proguanil, pyrimethamine: Ki
sinh trung ting san xuat dihydropteroate synthetase.

Tao dihydropteroate synthetase bién chat ¢ ai luc yéu véi sulfon, sulfamid...
DHFA gin v6i pyrimethamine yéu hon 400 - 800 lan so véi chung nhay. Luong
DHFA ¢ chung khang cao hon ching nhay 30 - 80 lan.

+ Co ché ki sinh trung khang antifolic va antifolinic c6 thé do chromosom hodc
do plasmid, 2 nhdm thudc nay bj khang rat nhanh.

- Nhom alcoloid quinina (quinine...):

+ Co ché tac dung:

Gay cang phong nhitng mang bao quanh ki sinh tring va nhan.

Lam két tu nhitng hat hemozoin thanh nhiing ddm, nhd phan chia trong ca bao
twong (twong tu mefloquine).

Tao phurc hop quinine - ferriprotoporphyrin - IX (nhu mefloquine, chloroquine).

+ Co ché khang: Cho t6i nay nguoi ta chua thiy duoc su thay ddi cdu trac va
thay d6i hod sinh nén chua cét nghia duoc rd co ché ki sinh tring khang véi quinine,
c6 thé cling nhu & chloroquine nhung lai kho giai thich vi sao quinine c6 tic dung voi
mot s6 chung ki sinh tring d4 khang chloroquine.

- Nhém secquiterpens lactone (artemisinine, artesunate...):

+ Co ché tac dung:

Do cau nbi endo - peroxyd bi khir.

Thubc chuyén hoa nhanh, giai phong oxy ty do tir cau ndi peroxyd, cac gbc tur
do méi sinh s€ diét ki sinh trung.

Artemisinine trc ché tong hop protein rat sém, gy von két nhan, mang ki sinh
trung, ti lap thé, lysosom, mang nhan... ctia ki sinh tring phii né, ton thuong.

+ Co ché khang: chua xé4c dinh.

- Nhom 8 - amino quinoleine (primaquine...):
+ Co ché tac dung:
Do lam thay d6i hinh thai dang ti lap thé (mitochondrielike) ¢ thé tu dudng

trong hong ciu cua P.berghei.
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Co ché tac dung c6 lién quan t6i sy van chuyén electron va véi su oxy hoa -
khtr cua ubiquinon cua ki sinh trung.

Nguoi ta chua that rd primaquine tic dong truc tiép hay qua trung gian cua
nhimg chit chuyén hod (nhu 6 - OH - primaquine, 5 - OH - primaquine, dihydroxy -
primaquine...).

+ Co ché khang:

Su khang cua ki sinh trung véi primaquine (va dan chat 8 - aminoquinoleine)
khi dung dé diét giao bao chwa duogc chimg minh.

Nguoi ta nhan thay ki sinh tring khang thudc va song sét thuong ¢ sé 16n t lap
thé nhiéu hon ki sinh trung binh thuong. Su tang sinh cac ti lap thé tam coi 1a mot
trong nhitng co ché ki sinh tring khang primaquine.

2.4. Nguyén nhan khang thudc ciia ki sinh tring sot rét

C6 nhing quan thé hodc ca thé ki sinh trung sbt rét ngau nhién it hodc khong nhay
Vi du: chiing P.falciparum & Philippin ¢ sy nhay cam thap tu nhién véi amodiaquine.
Chung P.falciparum ¢ Italia, & Pong Nam A nhay cam thap véi quinine (Peters W.,
1974, 1978; Bruce - Chwatt R.H., 1981).

Khang thude 1a két qua cua dot bién va su chon loc ty nhién cua ki sinh trung sOt
rét trén co so di truyén.

Ngoai ra con c¢6 nhimg yéu td quan trong lam cho ki sinh tring khang thudc:

+ Duing thudc sét rét thap hon liéu cong hiéu.

+ Dibu trj sot rét hang loat, rong rai, khong co6 sy kiém tra quan li, dac bi¢t véi
nhing ngudi chwa 6 mién D1ch va c6 mat d6 ki sinh trung sbt rét cao.

2.5. Swr lan truyén ciia chiing ki sinh trung sot rét khang thudc.

Phu thudc vao cac yéu tb:

O nhitng ving sot rét luu hanh ning, ngudi dan da c6 dap ung mién dich sot rét
cao, nén tang tic dung ctia thudc st rét, phan khang thudc bi che lap di.

Do sy di chuyén ciia bénh nhan sét rét va nguoi lanh mang ki sinh tring st rét tir
ving nay sang ving khac s& 1am cho hién tuong khang thudc lan rong.

Do sy ¢6 mit cta loai mudi sot rét tiép nhan va truyén duoc cac ching khang: nhu
mudi An.dirus 1a mudi dot nguoi & ngoai nha nén nhitng ving ma ngudi dan séng du
canh, du cu, nhimg nguoi dao vang, da quy 1a ddi tuong thich hop dé mudi nay gay
bénh va lam lan truyén manh ching P.falciparum khang thudc vi nhitng ddi tuong nay
rat it truong hop duge diéu tri chu déo
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2.6. Nguyén tic diéu tri bénh nhén sot rét do P.falciparum khang thudc

Phai dung phac do chdng khang. Tuy theo mutc do khang (Ry, Ru, Rm). Cin cr
vao loai thudc bénh nhan d3 dung 1an trude.

Dua vao thé trang bénh nhan chon phac dd thudc thich hop trén co s& dugc dong
hoc ctia thube. C6 thude dy bi khi c6 khang thube, co thé thay doi thude dung timg
thoi ki, giita cac ving va danh thude t6t cho st rét ning va sot rét ac tinh.

Khi 4p dung phac dd gom hai dot thudc, can phai xét nghiém mau kiém tra ki sinh
tring sot rét vao nhimg ngay cudi cua dot mot. Néu con thay ki sinh triung st rét, phai
kéo dai ngay dung thudc, khong dung dot hai nira.

Trong qua trinh diéu tri sbt rét dai dang do ki sinh trung sét rét khang thudc, can
thuong xuyén theo doi toan dién tinh trang cua bénh nhan, dé kip thoi phat hién va xu
tri nhitng tri¢u chiing nang de doa 4c tinh.

Tang cuong kiém tra ki sinh trung sOt rét & moi bénh nhan diéu tri, thuc hién diéu
trj tiét can, du lidu, dung phac dd. Khong ap dung diéu tri phong chimg (presumptive)
v6i nhitng liéu thap hon liéu théng thuong quy dinh.

LUQNG GIA

1. Trinh bay lich sir va dic diém cua ky sinh tring sot rét khang thudc?

2. Trinh bay phuong phap danh gia mat d6 va sd lugng ky sinh tring sot rét?

3. Trinh bay cic phuong phap dénh gia ky sinh tring st rét khang thudc?

4. Trinh bay nguyén nhan, co ché va sy lan truyén ky sinh tring sbt rét khang thubc?
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BAI 3. MOT SO KY THUAT NHUQM VA NUOI CAY CHAN POAN VI NAM

MUC TIEU
* Kién thirc
1. Trinh bay dugc nguyén tic, cac bude tién hanh ctia mot sb ky thuat nhudém va nuoi
ciy vi nam.
2. M6 ta duoc dic khuan lac va hinh thé mot sb vi nAm hoai sinh.
* Ky nang
3. Nhén dinh duoc két qua nhudm va nudi céy vi ndm trén mot s6 hinh anh mau.
4. X4c dinh duoc hinh anh mot sb vi nAm hoai sinh trén hinh anh mau.
* Nang luc tw chi va trach nhiém
5. Tong hop kién thirc da duoc hoc vé vi nan gdy bénh, tham khao thém céc tai liéu
lién quan nham phat trién ning lyc ban than.
6. Thé hién kha nang lam viéc ddc 1ap va lam viéc nhém, téng hop, danh gia két qua
cong viéc cua cac thanh vién trong nhom dé hoan thanh cac bai tap duoc giao.
NOQIDUNG
1. Hinh thé mt s6 vi nAm hoai sinh
1.1. Alternaria

- Khuén lac: phéng, muot va c6 mau xanh 6 liu dén den. C6 kich thudce tir vai
mm dén vai cm dudng kinh. Khi thudc dia truong thanh, nd c6 thé phat trién mot vong
d6ng tAm sAm mau xung quanh mép.

- Hinh thé quan sat duéi kinh hién vi

+ Sgi to nAm phan vach, mau nau den
+ Bao dai khong phan nhanh

+ Bao tir mau den, c6 nhiéu vach ngan

Bao td

Bao dai

Soi to nam

Hinh 3.1. Hinh thé ciu tao nAm Alternaria
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1.2. Cephalosporium
- Khuan lac: Moc nhanh, mit khém hoi nhan, ¢ long to. Mau tréng xam hoac
hdng. Khong co sic tb
- Hinh thé quan sat dudi kinh hién vi
+ Soi to nam phan vach
+ Bao dai phan nhanh hoac khong phan nhanh
+ Bao tir hinh bau duc, dai, doi khi phan vach 2-3 té bao
+ Bao tir thuong ding thanh chum dau bao dai

Bao td

Bao dai

Sgi to ndm

Hinh 3.2. Hinh thé nAm Cephalosporium sp
1.3. Aspergilus fumigatus
- Khuan lac: Moc nhanh. Mit khom phang nhu nhung, bot. Mau x4m xanh dén
xanh 14 cay sam. C6 sac t phia sau den.
- Hinh thé quan sat duéi kinh hién vi:
+ Soi to nam phan vach, phan nhanh
+ Bao dai dai, diuu bao dai phinh to thanh bau
+ Pha day 1 hay 2 hang tiéu bao dai

+ Tir tiéu bao dai sinh ra cc bao tir xép thanh chudi dai

4

Bao td

Tiéu bao dai
Bao dai phinh
to hinh bau
Bao dai

-

— —— Sgitondm

Hinh 3.3. Hinh thé nAm A.fumigatus
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1.4. Aspergilus niger
- Khuan lac: Moc nhanh. Mit khom phang nhu len. Mau trang dén vang, khi gia
¢6 mau nau sam hodc den
- Hinh thé quan sat duéi kinh hién vi:
+ Soi to ndm phan vach, phan nhanh
+ Bao dai dai, ¢au bao dai phinh to thanh bau
+ Phu day 1 hay 2 hang tiéu bao dai
+ Tir tiéu bao dai sinh ra cac bao tir xép thanh chudi dai

+ Baotd

Bao dai ‘ )
7, Tiéu bao dai

Hinh 3.4. Hinh thé ndm Aspergillus niger
1.5. Aspergilus flavus
- Khuén lac: Moc nhanh. Mt khém luc dau c6 mau vang sau doi sang mau
xanh 14 cay
- Hinh thé quan sat du6i kinh hién vi:

Bao tJ

Hinh 3.5. Hinh thé nidm A.flavus
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+ Soi to nam phan vach, phan nhanh.
+ Bao dai dai, diu bao dai phinh to thanh bau.
+ Pha day 1 hay 2 hang tiéu bao dai.
+ Tir tiéu bao dai sinh ra cac bao tir xép thanh chudi.
1.6. Penicillium sp
- Khuén lac: Moc nhanh. Mat khém phfmg nhu bot. Mau tréng xanh dén xanh
da tro1 hoac ¢6 cac mau khac.
- Hinh thé quan sat duéi kinh hién vi:
+ Soi to nam phan vach, phan nhanh.
+ Bao dai phan nhanh, tiéu bao dai xép nhu hinh ban tay hay chdi.

+ Tir tiéu bao dai sinh ra bao tir tron xép thanh chudi.

Bao tJ
Tiéu bao dai

Bao dai

Sogi to ndm

Hinh 3.6. Hinh thé nidm Penicillium sp
2. Mt s6 k§ thuit nhuém vi nAm
2.1. Ky thudt nhupm muc tau
- Nguyén ly: Thuong dung dé khao sat vi ndm c6 nang, nhat 1a vi ndm
Cryptococcus neoformans, muc tau khong tham vao nang tao mot khoang tréng, tring
chung quanh té bao vi nam.
- Dung cu:
+ Kinh hién vi
+ Tu an toan sinh hoc cép 2
+ Muc tau
+ Lam kinh
+ Lakinh
+ But viét kinh
+Pén codn
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+ Que lay bénh pham

+ Khay nhuom

+ Bénh pham

- Cac budc tién hanh:

1. Trén tm lam kinh sach, kho, nho 1 giot muyc tau
2. Nho 1 giot bénh pham, hay ltra cdy 1én giot muc tau
3. Dbt kim céy dé ngudi, tron myuc tau va bénh phém
4. Pay 14 kinh 1én giot myc tau da hoa v4i bénh pham
5. Khao sat tiéu ban dudi kinh hién vi

- Nhan dinh két qua: Néu trong bénh pham c6 Cryptococcus neoformans: té bao
nam tron hay bau duc, bén ngoai dugc bao bdi 1 nang 16n, nang khéng thAm mau, do
d6 sang 1én trén nén den cua muc tau.

- Luu ¥: Néu nén muc tiu qué dam cé thé 1am lodng bot bang 1 giot nude cat
2.2. Ky thudt nhupm PAS (periodic acid schiff)

- Nguyén ly: Diing mét tac nhan oxy hoa 13 acid periodic dé pha v& mdi lién két
ctia 2 nguyén tir C trong mot sé nhém hoa hoc (cac nhom glycol 1 - 2, hydro 1. amino
- 2, hydroxy - 1, alkylamino - 2 va hydrdyl - 1, ceto - 2) lam xuét hién cdc nhom
aldehyt.

Céc nhom aldehyt nay nhin thdy dugc nho phan tng cia thude thir Schiff (fuschin
basic khong mau bai axit sulfureux) tao thanh chat c6 mau do.

- Dung cu:

+ Lam bénh pham
+ Gia nhudm
+ Gia gb dung lame
+ Bé nhuém
+ Pipet
+ Vo1 nudce
+ Pong ho
+ Céc bé hoa chat Xylen I, Xylen II, Xylen III, Con 1000 I, Con 1000 II,
Cdn 900, Hematoxyline (d4 loc), Lithium, Periodic 1%, thudc thtr Schiff.
+ Keo gén Baume, Lamen, but da, nhan lam.
- Céc budc tién hanh:
1. Ngam tiéu ban trong con ethylic 95° trong 1 phut
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. Ngém ti€u ban trong PAS trong 5 phut

. Ngém tiéu ban trong Basic fuchsin 2 phtt

. Rira bang nuéc thuong

. Lay tiéu ban ra nho vai giot Light green

. Rira ngay bang nuéc thuong

. Ngam vao cdn ethylic 95°

. Ngam vao xylen

. Hong kho
10. Phu 14 kinh, dan bang Baumme Canada hay Permount
11. Khdo sat duéi kinh hién vi

- Nhan dinh két qua:

+ Vi nam bat mau do tim

O© 00O N & O =~ WO DN

+ Hién nay, ngudi ta dung chat huynh quang dé phat hién nim nhu thudc
nhuom Calciflour tring phat hién ndm nhanh, ké ca Pneumocystis carinii, xanh
Toluidine nhudém dam dé tim P.carinii.

- Luu ¥: Ngay sau khi nho Light green rira ngya tiéu ban bang nudc
2.3. Ky thudt khdng acid (phwong phdp Kinyoun cdi tién)

- Nguyén ly: 1a nhuom tiéu ban bang carbon fuschin, sau d6 tdy mau va nhudém
nén tiéu ban bang mau xanh. Nhuém khéng acid khi mudn tim Norcardia.

- Dung cu:

+ Kinh hién vi

+ Lam kinh

+ Gi14 dung lam kinh

+ Que tam bong

+ Gang tay

+ Carbon-fuchsin

+ Cén acid

+ Xanh Malachit 1% hoac Methylen 1%.

- Céc budc tien hanh
1. Phét bénh phim mong trén lam kinh, c¢b dinh bang cich ho néng
Phu Carbon fuchsin, dé trong 3 phuat
2. Rtra lam kinh v&i nude
3. Tay mau bang con acid
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4. Phu xanh Methylen, dé trong 1 phut
5. Rtra lam kinh véi nuée
6. Hong kho
7. Quan sat duéi kinh hién vi
- Nhén dinh két qua: Nocardia sp bit mau fi6 ctia Carbon fuchsin.
- Luu y: Tay k¥ mau bang con acid
3. Mot s6 ky thuit cdy vi nAm
3.1. Ky thudt cdy nam trén kinh
- Nguyén ly: Véi phuong phap cay nam trén kinh: sy lién hé giita bao tir, co cau
sinh bao tir, nhanh nim khong bi x40 tron
- Dung cu:
a. Moi truong: Thach Sabouraud hodc thach khoai duong: 15-20ml (cho 1 dia
thach)
b. Dung cu va thude thur:
+ Kinh hién vi
+ Hop petri, duong kinh 90mm
+ Que thuy tinh hinh ch@t U, V
+ Kim cay
+ Kep
+ Lam kinh
+ La kinh (tot nhat ¢ 18 x 18mm)
+ Nudc cat vo tring
+ Gbc vi ndm can ciy
+ Pham xanh Lacto- phenol
+ Dung dich sét trung
- C4c bude tién hanh:
1. Pat lam kinh 1én que thily tinh udn cong hinh chit U hay V.
2. Tat ca cho vao hop Petri, dem hap vo trung.
3. b6 thach Sabouraud vao mot Petri khac dé ngudi. Dung dao vo tring cat
thach thanh khéi 1 x 1mm, dat thach 1én lam kinh.
4. Cay nam ¢ diém gitta mdi canh cua khdi thach.
5. Ho nhe 14 kinh 1&én ngon dén - day 14 kinh lén khéi thach.
6. Cho vao hop 1 - 3ml nuée cat vo trung.
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7. Pay nap hop Petri, G nhiét do phong thi nghiém.
8. Theo ddi ltra cdy: khi thdy ndm moc, g& 1a kinh dit 1én tAm lam kinh c6 sin
1 giot LPCB.
9. Dung kim cdy ldy khdi thach trén lam cay bo vao binh nudc sat tring.
10. Lam thém mot ti€u ban thur 2: nhd 1 giot LPCB Ién nim noi miéng thach
vira dugc 1ay ra. Pay 14 kinh 1én.
11. Khdo st tiéu ban dudi kinh hién vi.
- Nhan dinh két qua
+ Nam hoai sinh moc: 3 - 7 ngay.
+ Nam gy bénh moc: 2 - 3 tuan.
+ Khong nén cdy trén kinh cac loai nAm nguy hiém. Vi du: Histoplasma
capsulatum
-Luuy:
+ Pam bao cac ki thuat vo khuan trong qué trinh nudi cay.
+ Luu giit tiéu ban bang cach dan kin xung quanh 14 kinh bang keo son
mong tay.
3.2. Phwong phap Dalmau
- Nguyén tic: Thach bot bap (ngd) 1a méi truong thuan lgi cho sy hinh thanh bao
tir bao day cua cac loai ndm men dic biét 1a nAm Candida spp.
- Dung cu:
+ Kinh hién vi
+ Kim cdy nim
+ L& kinh
+ Gbc ndm can dinh danh
+ Ong nghiém chira NaCl 0,85% vo tring
+ Moi truong: thach bot brflp.
- Céc budc tien hanh:
1. P6 moéi truong ra hop Petri.
2. Lay gbc nam can cay hoa tan vao 6ng nghiém cé chira NaCl 0,85% vo tring
(c6 thé 1ay ndm tir ltra cdy 1ong).
3. B6t kim cdy dé ngudi - 1y nam.
4. Dung kim cdy c6 nam vach sau vao trong thach 2 dudng song song cach nhau
khoang 1cm.
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5. Dot khuyén cdy dé ngudi, vach duong chir Z trén 2 duong cay.
6. Ho 14 kinh trén ngon dén dé sat trang rdi phu 1én 2 duong ciy.
7. U nhiét d6 phong 3 - 5 ngay.
8. Khi thdy nim moc trén 2 duong cdy, khao sat truc tiép nim trong hop cay
duéi kinh hién vi.
- Nhan dinh két qua: Quan sat dac diém hinh thé ctia nAm dudi kinh hién vi
- Luuy:
+ Pam bao cac ki thuat vo khuan trong qua trinh cdy nam.
+ C6 thé d6 thach trén lam kinh va cdy giong nhu cy trén dia petri.
* LUQNG GIA
1. Trinh bay hinh thé mot sb vi ndm hoai sinh: Alternaria, Cephalosporium,
Aspergilus fumigatus, Aspergilus niger, Aspergilus flavus, Penicillium sp?
2. Trinh bay nguyén 1y, cac budc tién hanh, nhan dinh két qua cua céc ki thuat nhuém
vi ndm: k¥ thuat nhuom muyc tau, nhudém PAS, k¥ thuat nhuom khang acid?
3. Trinh bay nguyén tic, cac budc tién hanh va nhan dinh két qua ctiia mot s6 k¥ thuat

nuoi cay vi nam?
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PHAN THU'C HANH
BAI 4: KY THUAT LAM TIEU BAN BAO QUAN TRUNG GIUN SAN

MUC TIEU
* K¥ nang:
1. Thyc hién dugc quy trinh lam ti€u ban bao quan tring giun, san vo mong.
2. Thuc hi¢n dugc quy trinh lam ti€u ban bao quan trirg giun, san vo day.
* Nang luc tw chi va trach nhiém:
3. Thé hién sy can than, chinh x4c trong khi thuc hanh
4. Thyc hién ding cac quy dinh vé an toan sinh hoc trong qua trinh thuc hanh.
5. Xay dung duoc ky nang lam viéc doc 1ap va lam viéc nhém.
NOQI DUNG
1. Chuén bi
1.1. Chuan bi nhén vién y té

- Trang phuc gon gang ding quy dinh

- Poi mil, deo khau trang

- SV chuén bi bai trudc khi 1én 16p
1.2. Chuén bi phong thyc hanh

- Phong thuc tap ky sinh trung

- Pay di may moc trang thiét bi
1.3. Chuan bi mau bénh pham

- MAu trimg giun san
1.4. Chuén bi dung cu, hoa chét

- Kinh hién vi ¢6 vat kinh X10

- Lam kinh, lamen, gi& lam, bat kinh, pipet, ban gan tiéu ban, gia tiéu ban, hop
tiéu ban, dén con

- Paraffin, gom arabic, formalin 10%
2. Tién hanh

- Quy trinh lam ti€u ban bao quan trimg giun, san vo day.

QUY TRINH KY THUAT BAO QUAN TRUNG GIUN SAN VO DAY

TT Cic buée tién hanh

Chuan bi nhan vién y té

Chuan bi dung cu, hoa chat, bénh pham
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3 Ly tAm ldy cin mau trimg giun, san

4 Tron cin ly tAm voi dung dich gan tiéu ban

5 Chuan bi lam kinh

6 Nho 1 giot hon hop cin trimg giun, san va dung dich gan 1én lam kinh
7 P4y lamen 1én giot hon hop cin trimg giun, san va dung dich

8 Phoi kho ti€u ban

9 Béo quan ti€u ban

10 Thu don dung cu, hoa chat, rac thai

11 Rira tay

12 Ghi két qua vao so luu

- Quy trinh lam ti€u ban bao quan trirmg giun, san vé mong.
QUY TRINH KY THUAT BAO QUAN TRUNG GIUN SAN VO MONG

TT Cic buée tién hanh

Chuan bi nhan vién y té

Chuén bi dung cy, hoa chat, bénh phém

Chuan bi lam kinh

Nho 1 giot mau trimg giun san 1én lam kinh

Day lamen lén giot tring giun san

Ho nong ban gan tiéu ban trén ngon lira dén con

Nhung canh ban gin di dugc ho nong vao khay gom gin

Gan canh lamen bang gom gan

O 00| N| O O | W N -

Phoi kho tiéu ban

=
o

Bédo quan ti€u ban

—
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Thu don dung cu, hoa chat, rac thai

R
N

Rua tay

13 Ghi két qua vao so luu

3. Céc bwéc can luu y

- Gin tiéu ban trimg vo mong: ho ban gan tiéu ban noéng vira du, khong duoc dé
chay gém gin

- Gian tiéu ban tring vo day: tron déu miu trimg giun san trong hdn hop khong
tao ra bot khi
4. To chirc thuwe hién
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- Day hoc truc tiép tai phong thuc hanh.

- Giang vién huéng dan thuc hanh dua trén quy trinh k§ thuat va bang kiém.

- Sinh vién thuc hanh theo nhém, 1an luot thuc hién quy trinh k¥ thuat.
Luwogng gia

- Theo muc tiéu bang thang diém
Cac phu luc

- Quy trinh k¥ thuat

QUY TRINH KY THUAT BAO QUAN TRUNG GIUN SAN VO DAY

Cic buér tién , o 2 )
TT hanh Y nghia Tiéu chuan phai dat

Chuan bi

1 [Chuan bi nhan |- Thé hién sy nghiém tac | - Trang phuc dung quy dinh,
vién y té khi lam viéc gon gang

- Pam bao an toan cho |- Téc gon gang, méng tay cit
nguoi lam xét nghiém ngin

- Poi mi, deo khau trang, di

gang dang k¥ thuat

2 | Chuén bi dung cu, | Thuan tién cho qua trinh | - Pay du dung cu: lam kinh, bat
héa chat, bénh |thuc hién ky thuat xét|kinh, pipet nho giot...

pham nghiém - Hoa chat dam bao chét luong:
dung dich gin tiéu ban

+ Con han st dung

+ C6 nap day kin

+ Pé ¢ nhiét d6 phong (25°C)

- MAu trimg giun san: giun diia,
giun toc, san day da duogc bao
quan trong cdc dung dich bao
quan, luu giit va ¢ dinh ky
sinh trung.

Tién hanh

3 |Ly tim lay cin |- Loai bo bét phan dich |- Mau trimg giun san dugc ly

mau tring giun, | 16ng c6 trong mau trimg | tim & toc do 1500 vong/phit x
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san

giun san

2 phat
- Phan dich nbi duoc loai bo hét

4 | Tron can ly tdm |- Chuan bi mau tring giun | - Cén trimg giun san duoc tron
v6i dung dich gin | san dé lam tiéu ban v6i dung dich gan véi ty 16 1:3
tiéu ban - Hon hop khong co bot khi

5 | Chuan bi lam kinh | - Chuan bi lam lam k¥ |- Lam kinh kho sach, khong

thuat. xudc
- Thong tin trén lam dung véi
mAu trimg giun, san da chuin bi

6 |[Nho 1 giot hon |- Léy bénh pham thuc | - Gigt dung dich nam chinh
hop can trung | hién k¥ thuat xét nghiém | gitra lam kinh, khong c6 bot khi
giun, san va dung
dich gan 1én lam
kinh

7 |Pay lamen 1én|- Dan moéng va déu mau |- Lamen nim ngay ngan, can
giot hdn hop cin | tring giun san d6i chinh giita lam kinh
trng giun, san va - Dung dich trong lamen tran
dung dich déu, khong co bot khi, khong

tran ra khdi lamen

8 | Phoi kho tiéu ban | - Hoan thién ti€éu ban bao | - Tiéu ban duogc Xép 1én gia,

quan va luu trit tring giun | khay thang hang, gifta cac tiéu
san vo day ban phai c6 khoang cach
- Phoi dén khi dung dich trong
lamen kho hoan toan
9 | Bao quan tiéuban |- Luu gilt tiéu ban duoc |- Tiéu ban duoc xép vao
lau dai phuc vu cong tac | hdp/gia ti€u ban c6 nhan phan
hoc tap va nghién ctru loai
- Bao quan & nhiét do 22-25°C,
& noi kho thoang tranh anh sang
truc tiép, byi ban.
10 | Thu don dung cu, | - Dung cu, hoa chat duoc | - Dung cu va hoa chat dé ding

hoa chat, rac thai

bdo quan dung quy dinh,

vi tri vo1 diéu kién vé nhiét do,
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dam bao chat luong cho
1an xét nghém tiép theo

- Pam bao an toan cho
nhan vién y té va cho cong

dong

d6 am va 4nh sang phu hop

- Lau bé mat ban xét nghiém
bang dung dich khr tring

- Thu gom va phan loai rac thai
dang quy dinh:

+ Bénh pham dé vao noi quy
dinh

+ Lam kinh, gidng ta bo vao
thing rac thai y té

11 | Rua tay Tranh ldy nhiém céac tac | Thuc hién dung 6 budc rira tay
nhan vi sinh vét gdy bénh | bang chat khir tring
12 | Ghi két qua vao | Luu trit, quan 1y, theo ddi | Ghi két qua day du, chinh xéc

sO luu

theo quy dinh:
+ Loai trimg giun san
+ Ngay lam tiéu ban

+ S6 luong tiéu ban

QUY TRINH KY THUAT BAO QUAN TRUNG GIUN SAN VO MONG

TT| Cécbwée tién Y nghia Tiéu chuin phai dat
hanh
Chuan bi
1 |Chuan bi nhéan |- Thé hién sy nghiém tic | - Trang phuc dung quy dinh,
vién y té khi lam viéc gon gang
- Pam bao an toan cho |- Toc gon gang, mong tay cat
nguoi lam xét nghiém ngan
- Po6i mii, deo khau trang, di
gang dung k¥ thuat
2 | Chuén bi dung cu, | Thuan tién cho qué trinh | - Déy da dung cu: lam kinh, bat

hoéa chit, bénh

pham

thuc hién ky thuat xét

nghi¢m

kinh, pipet nhé giot, ban gan
tiéu ban

- Hoa chat ¢am bao chat luong:
gbém gin tiéu ban

+ Con han st dung
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+ C6 nap day kin

+ Pé ¢ nhiét d6 phong (25°C)

- Mau tring giun san: giun
moéc/md, giun kim, san 14 da
duogc bdo quan trong cac dung
dich bao quan, luu giit va ¢

dinh ky sinh trung.

Tién hanh

3 | Chuan bi lam kinh | - Chuan bi lam lam k¥ |- Lam kinh kho sach, khong
thuat. xudc
- Thong tin trén lam diung véi
mAu trimg giun, san da chuan bi
4 |[Nho 1 giot mau |- Léy bénh pham thuc |- Giot dung dich nam chinh
trung giun san 1€n | hi¢n k¥ thuat xét nghiém | gitta lam kinh, khong c6 bot khi
lam kinh
5 |Pay lamen lén|- Dan méng va déu mau | - Lamen nam ngay ngan, cin
giot tring giun | tring giun san dbi chinh giita lam kinh
san - Dung dich trong lamen tran
déu, khong co bot khi, khong
tran ra khéi lamen
6 | Ho nong ban gin | - Lam nong ban gan gitip | - Chon canh ban gan c6 chiéu
tiéu ban trén ngon | 1dy dugc gdm gan tiéu ban | dai phu hop véi lamen
Itra dén cdn - Canh ban gén tiéu ban duoc
1am néng déu
7 | Nhing canh ban |- Ly gém gin lén ban |- Canh ban gan bam déu gom
gin di dugc ho | gin gin
nong vao khay
gbm gan
8 |- Gan canh lamen | - Tao thanh bd bao quanh | - Gom gan tir ban gan nho tir tir

bang gém gan

lamen, gan lamen chat
vao lam kinh, bdo quan

tring giun san & phia

va déu xudng canh lamen
- Bo gdbm gan khodng 2mm, 2

phu trén lamen, %2 phu trén lam
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trong lamen

Kinh
- Bo gén déu, min, khép kin 4

gbc, khong nut vo

9 | Phoi kho tiéu ban | - Hoan thién tiéu ban bao | - Tiéu ban duoc Xép 1én gia,
quan va luu trit trimg giun | khay thang hang, gifra cac tiéu
san ban phai c¢6 khoang cach

- Phoi dén khi phan gom gin
kho hoan toan

10 | Bao quan tiéu ban |- Luu giit tiéu ban dugc |- Tiéu ban duoc xép vao
lau dai phuc vu cong tac | hdp/gia ti€u ban c6 nhan phan
hoc tap va nghién ctru loai

- Bao quan ¢ nhiét do 22-25°C,
¢ noi kho thoang tranh 4nh sang
truc tiép, bui ban.

11 | Thu don dung cu, | - Dung cu, hoa chat duoc | - Dung cu va hoa chat dé ding

hoa chat, rac thai | bao quan dtng quy dinh, | vi tri voi diéu kién vé nhiét do,
dam bao chat luong cho | dd 4m va anh sang phu hop
1an xét nghém tiép theo - Lau bé mat ban xét nghiém
- Pam bao an toan cho | bang dung dich khir tring
nhan vién y té va cho | - Thu gom va phan loai rc thai
cong dong ding quy dinh:
+ Bénh phdm dé vao noi quy
dinh
+ Lam kinh, ging ta bo vao
thiing rac thai y té

12 | Rua tay Tranh 13y nhiém céac tic | Thuc hién dung 6 budc rira tay
nhan vi sinh vét gy bénh | bang chét khir tring

13 | Ghi két qua vao so6 | Luu trit, quan 1y, theo ddi | Ghi két qua day du, chinh xac

luu

theo quy dinh:

+ Loai trimg giun san
+ Ngay lam ti€u ban
+ S6 lugng tiéu ban
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- Bang kiém
BANG KIEM KY THUAT BAO QUAN TRUNG GIUN SAN VO DAY

Y S Khong
TT Cac budc tien hanh Dat
dat
Chuan bij
1 | Chuan bi nhan vién y té

2

Chuan bi dung cy, hoa chat, bénh pham

Tién hanh

3 | Ly tam ldy cdn mau trimg giun, san
4 | Tron can ly tim v6i dung dich gan tiéu ban
5 | Chuan bj lam kinh
6 | Nho 1 giot hon hop cin trimg giun, san va dung dich gan 1én
lam kinh
7 | Pay lamen 1én giot hon hop cin trimg giun, san va dung dich
8 | Phoi kho tiéu ban
9 | Bdo quan ti€u ban
10 | Thu don dung cu, hoa chat, rac thai
11 | Rura tay
12 | Ghi két qua vao s6 luu
BANG KIEM KY THUAT BAO QUAN TRUNG GIUN SAN VO MONG
. Khéng
TT Cac budc tien hanh Pat
dat
Chuan bi
1 | Chuan bj nhan vién y té
2 | Chuan bi dung cu, hoa chat, bénh pham

Tién hanh

Chuén bj lam kinh

Nho 1 giot miu trimg giun san 1én lam kinh

Day lamen 1én giot trimg giun san

Ho nong ban gan ti€u ban trén ngon Itra dén con

Nhung canh ban gan da dugc ho néng vao khay gom gan

O N o O A W

Gan canh lamen bang gom gan
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9

Phoi kho tiéu ban

10 | Bdo quan tiéu ban

11 | Thu don dung cy, hoa chat, rac thai

12 | Rua tay

13 | Ghi két qua vao so luu

- Thang diém

THANG PIEM KY THUAT BAO QUAN TRUNG GIUN SAN VO DAY

Thang R

T Cic bwée tién hanh diém | ¢

1 5 SO
Chuéin bi
1 | Chuan bi nhan vién y té

2

Do6i mil, deo khau trang, di ging

Tién hanh

3 | Ly tim ldy cin mAu trimg giun, san

4 | Tron can ly tAm véi dung dich gan tiéu ban

5 | Chuén bj lam kinh

6 | Nho 1 giot hon hop can tring giun, san va dung dich gan 1én
lam kinh

7 | Pay lamen 1én giot hén hop cin trimg giun, sin va dung
dich
Phoi kho ti€u ban

9 | Bdo quéan tiéu ban

10 | Thu don dung cy, hoa chat, rac thai

11 | Rua tay

12 | Ghi két qua vao so luu

Téng

Tong diém: 24

THANG PIEM KY THUAT BAO QUAN TRUNG GIUN SAN VO MONG

TT

Thang diém

Cac bude tién hanh 5

1

2

H
S

>

O

Chuan bi

S7




1 | Chuan bi nhén vién y té

2 | Doi mil, deo khau trang, di ging

Tién hanh

Chuén bi lam kinh

Nho 1 giot mau trimg giun san 1én lam kinh

Day lamen 1én giot trimg giun san

Nhung canh ban gan da duoc ho nong vao khay gom gin

Gan canh lamen bang gom gan

Phoi kho tiéu ban

3
4
5
6 | Ho nong ban gin tiéu ban trén ngon lira dén con
7
8
9

10 | Bdo quan tiéu ban

11 | Thu don dung cu, hoa chat, rac thai

12 | Rua tay

13 | Ghi két qua vao s6 luu

Téng
Tong diém: 26
- Chi ti€u thuc hanh
. Kétqua | Xac nhén
N Yéu ) .
STT Chi tiéu N thuc cua nguoi
cau dat
hién danh gia
1 | S6 lan quan sat GV/SV khéc thyc hién ky 3
thuat
S lan thuc hién c6 huéng dan cia GV
S6 lan ty 1am 1
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BAI 5: KY THUAT LAM TIEU BAN BQ GAY VA MUOI ANOPHELES

MUC TIEU
* Ky nang:
1. Thuc hién dugc quy trinh lam tiéu ban bo gay Anopheles.
2. Thyc hién dugc quy trinh lam tiéu ban mudi Anopheles.
* Nang luc tu chi va trach nhiém:
3. Than trong, ti mi, chinh xéc, thyc hién dang cac quy dinh vé an toan phong xét
nghiém trong khi tién hanh k¥ thuat xét nghiém.
4. Thé hién kha ning lam viéc doc 1ap va lam viéc nhom, tong hop, danh gia két qua
cong viée cua cac thanh vién trong nhom dé hoan thanh céc chi tiéu duoc giao.
NOQI DUNG
1. Chuén bi
1.1. Chuan bi nhén vién y té

- Trang phuc gon gang ding quy dinh

- Poi mil, deo khau trang

- SV chuén bi bai trudc khi 1én 16p
1.2. Chuan bj phong thyc hanh

- Phong thuc tap ky sinh trung

- Pay di may moc trang thiét bi
1.3. Chuan bi mau bénh pham

- Mau mubi va bo gay
1.4. Chuén bi dung cy, hoa chét

- Kinh hién vi c6 vat kinh X10, X4, kinh lap

- Lam kinh, lamen, gia lam, bat kinh, pipet, kim thay tinh, tuyp thuy tinh lam
tiéu ban mudi, nut lie, bong khong tham nudc

- Dung dich gin tiéu ban, bang phién bot
2. Tién hanh

- Quy trinh 1am tiéu ban bo gdy Anopheles

QUY TRINH KY THUAT LAM TIEU BAN BQ GAY ANOPHELES

TT Cac bude tién hanh

Chuan bi nhan vién y té

Chuan bi dung cu, hoa chat, bénh pham

59




3 | Chuan bj lam kinh

4 | Dung pipet nho giot hut bo gay dat 1én lam
5 Chinh stra tu thé bo gay trén ti€éu ban dudi kinh hién vi vat kinh X4
6 Tham hut hét nude thira quanh bo giy

7 | Nho 1 giot keo gan 1én bo gay

8 bat lamen 1én bo gay

9 | Phoi kho ti€u ban

10 | Bao quéan tiéu ban

11 | Thu don dung cu, hoa chat, rac thai

12 | Rua tay

13 | Ghi két qua vao so luu

- Quy trinh 1am tiéu ban mudi Anopheles

QUY TRINH KY THUAT LAM TIEU BAN MUOI ANOPHELES

TT Cic budéc tién hanh
1 | Chuan bi nhan vién y té
2 | Chuan bi dung cuy, hoa chat, bénh pham
3 | Chuan bi 6ng nghiém lam tiéu ban
4 | Gay mé mudi bang ete
5 | Cam kim thity tinh vao nguc mudi
6 Chinh stra tu thé mudi trén tiéu ban dudi kinh lap
7 | Cam tim thuy tinh 1én nit lie
8 | Pua tidu ban mudi vao tuyp thity tinh
9 | Nhiing phan niit lie vao paraphin di dugc lam néng chay
10 | B4o quéan ti€u ban
11 | Thu don dung cu, hoa chét, rac thai
12 | Rua tay
13 | Ghi két qua vao so luu

3. Cac buéc can heu y

- Lam tiéu ban bo gay: tham hut nudc thira tir tir xung quanh bo gy khong lam

x0 I¢ch hay dut gay cac bd phan dinh danh

- Lam tiéu ban muoi: cam kim thdng dig vao nguc gitta & muoi, chan canh

mudi dudi ty nhién, khong 1am dut giy bo phan dinh danh
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4. T6 chirc thue hién

- Day hoc truc tiép tai phong thuc hanh.

- Giang vién hudng dan thyc hanh dya trén quy trinh k¥ thuét va bang kiém.

- Sinh vién thuc hanh theo nhém, 1an luot thuc hién quy trinh k¥ thuat.

Luwogng gia

- Theo muc tiéu bang thang diém

Cac phu luc
- Quy trinh k¥ thuat
QUY TRINH KY THUAT LAM TIEU BAN BQ GAY ANOPHELES

TT | Cac bude tién Y nghia Tiéu chuin phai dat
hanh
Chuan bi
1 | Chuan bi nhan |- Thé hién sy nghiém tuc khi | - Trang phuc dung quy dinh,
vién y té lam viéc gon gang
- Pam bao an toan cho ngudi | - Téc gon gang, mong tay cat
lam xét nghiém ngan
- Poi mii, deo khéau trang, di
gang dung k¥ thuat
2 | Chuan bi dung | Thuan tién cho qué trinh thyc | - Dﬁy da dung cu: lam kinh,

cu, hoa chat,

bénh pham

hién k¥ thuat xét nghi¢ém

but kinh, pipet nhd giot, dia
petri, kim c¢6 dau nhon, kinh
hién vi, gidy thAm

- Hoba chat dam bao chét
luong: gdm gan tiéu ban

+ Con han st dung

+ C6 nap day kin

+ Pé ¢ nhiét d6 phong (25°C)
- Bo gdy mudi Anopheles da

xtr 1y trong nudc nong 50-60°

Tién hanh

3

Chuan bji lam
kinh

- Chuén bi lam 1am k¥ thuat.

- Lam kinh khoé sach, khong

xudc
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4 | Dung pipet nho | - Lay mau bo gy thuc hién ky | - Giot dung dich nam chinh
giot hut bo gay | thuat [am ti€u ban gitta lam kinh, khong c6 bot
dat 1én lam khi

5 |Chinh stra tu|- Chinh stra tr thé bd gdy | - Chinh stra tu thé bo gy bang
thé bo gy trén | ngay ngin ding chiéu, cac bd | kim nhon
titu ban dudi | phan dinh danh dugc boc 10 16 | - BO gay nam up lung trén lam
kinh hién vi vat | rang kinh
kinh X4 - Cac bd phan dinh danh duoc

b6 16c 10 rang khong dut giy
hoac bi che phu

6 |Tham hat hét|- Loai bo hét nuéc quanh bo | - Nudc quanh bd giy duoc
nuoc thira | gdy, khong 1am lodng keo gin | thim hat hét
quanh bo gay - Cac bd phan dinh danh nim

ngay ngan, khong bi dut giy
hay bi che 1ap

7 | Nho 1 giot keo | - Lam tiéu ban bo gay - Keo gan phu déu trén bo
gan 1én bo giy gy, khong cé bot khi

8 |Piat lamen 1én |- Dan moéng va déu keo gan | - Lamen nam ngay ngan, cin
bo gay quanh bo giy ddi chinh gitra lam kinh

- Dung dich trong lamen tran
déu, khéng co bot khi, khong
tran ra khoi lamen

9 |[Phoi kho tiéu |- Hoan thién tiéu ban bao |- Tiéu ban dugc xép 1én gia,
ban quan va luu trit bo gy khay thang hang, gitta cic tiéu

ban phai c6 khoang cach
- Phoi dén khi phan gém gén
kho hoan toan

10 | Bao quan tiéu |- Luu giir tiéu ban duoc l1au |- Tiéu ban duoc xép vao

ban

dai phuc vu cong tac hoc tap
va nghién ctru

hop/gia ti€éu ban c6 nhan phan
loai

- Bado quan & nhiét do 22-
25°C, ¢ noi kho thoang tranh
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anh sang tryc tiép, bui ban.

11 | Thu don dung | - Dung cu, hoa chat duoc bao | - Dung cu va hoa chat dé dang
cu, hoa chét, quan dung quy dinh, dam bao | vi tri véi diéu kién vé nhiét do,
rac thai chat luong cho lan xét nghém | 6 4m va anh sang phu hop

tiép theo - Lau bé mit ban xét nghiém
- Pam bao an toan cho nhan | bang dung dich khi tring
vién y té va cho cong dong - Thu gom va phan loai rac
thai ding quy dinh:
+ Bénh pham dé vao noi quy
dinh
+ Lam kinh, ging ta bd vao
thiing rac thai y té
12 | Rua tay Tranh lay nhiém cac tac nhan | Thyuc hién ding 6 budc rira tay
vi sinh vat gy bénh bang chat khir tring
13 | Ghi két qua vao | Luu trit, quan 1y, theo ddi Ghi két qua day du, chinh xac
s6 luu theo quy dinh:
+ Pia diém thu thap
+ Loai bo gay
+ Ngay lam tiéu ban
+ S6 lugng tiéu ban
QUY TRINH KY THUAT LAM TIEU BAN MUOI ANOPHELES

TT | Cac bwéc tién Y nghia Tiéu chuin phai dat

hanh

Chuén bi

1 | Chuan bi nhan | - Thé hién sy nghiém tic khi | - Trang phuc dung quy dinh,
viény té lam viéc gon gang

- Pam bao an toan cho nguoi | - Téc gon gang, mong tay cat
lam xét nghiém ngan
- Poi mil, deo khau trang, di
gang dung k¥ thuat

2 | Chuan bi dung | Thuan tién cho qua trinh thyuc | - Dﬁy dua dung cu: kim co dau

cu, hoa chét, | hién ky thuat xét nghi¢m nhon, kinh hién vi, kim thuy
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bénh pham

tinh, tap lam ti€u ban, bong...
- Hoéa chit dam bao chat
luong: bang phién, paraphin,
ete

+ Con han st dung

+ Co nap day kin

+ Pé ¢ nhiét 6 phong (25°C)
- Mudi Anopheles di thu thap

Tién hanh

3 | Chuan bi 6ng |- Chuan bi tuyp lam k¥ thuat | - Ong nghiém kho sach
nghiém lam | Tuu trit mudi - P4y 6ng ngiém c6 nhdi bong
tiéu ban cudn bang phién, d6 day 1,5-2
cm
4 | Gay mé mudi|- Lam mudi bat dong dé lam | - Mudi dugc giy mé bat dong
bang ete tiéu ban hoan toan
5 | Cam kim thay |- Lam tiéu ban mudi - Kim dugc cam vao chinh
tinh vao nguc giita nguc mudi, chic chin
mudi - Chan, canh mudi xoe 0,
khong bi che khuat, khong bi
gdy rung
6 |Chinh stra tu |- Chinh sira tu thé mudi ngay | - Chinh sta tu thé mudi bang
thé mudi trén ngén ding chiéu, cac bd phan | kim nhon
tieu ban dudi | dinh danh dugc boc 10 ro rang | - Cac bo phan dinh danh dugc
kinh 1ap bd 16¢c 10 rang khong dit giy
hoac bi che phu
7 |Cam tim thiy |- Gan tiéu ban mudi cd dinh | - Kim thily tinh dting thang
tinh 1én nat lie | trudce khi dua vao tuyp can ddi giira nut lie
8 |Pua tiéu ban |- Lam tiéu ban luu trir, bao | - Tiéu ban mudi nim chinh

mudi vao tuyp
thuy tinh

quan muoi

gifta tuyp thuy tinh, vi tri 2
6ng nghiém khong cham vao
bong & ddy 6ng nghiém

- Ti€u ban muodi khong chmaj
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thanh 6ng nghiém

9 |[Nhung phan |- Hoan thién tiéu ban bao |- Paraphin sau khi kho bam
nat lie  vao | quan va luu trit mudi déu trén bé mat nat lie, mot
paraphin da | - Tranh am mdc 1am hong tiéu | phan bao tram 1én 6ng ngiém
duoc 1am néng | ban thay tinh, kin déu, khong nut
chay Vo

10 |Bao quan tiéu |- Luu giit tiéu ban dugc lau |- Tiéu ban duoc xép vao
ban dai phuc vu cong tac hoc tap | hop/gia ti€u ban c6 nhan phan

va nghién ctru loai
- Bdo quan ¢ nhiét do 22-
25°C, & noi kh0 thoang tranh
anh sang truc tiép, bui ban.

11 | Thu don dung |- Dung cu, hoa chat duoc bao | - Dung cu va hoa chat dé ding
cu, hoa chat, quan dung quy dinh, dam bao | vi tri vdi diéu kién vé nhiét do,
rac thai chat lugng cho lan xét nghém | d6 am va 4nh sang phu hop

tiép theo - Lau bé mat ban xét nghiém
- Pam bao an toan cho nhén | bang dung dich khtr tring
vién y té va cho cong dong - Thu gom va phan loai rac
thai dang quy dinh:
+ Bénh pham dé vao noi quy
dinh
+ Lam kinh, gang ta bo vao
thing rac thai y té
12 | Rua tay Tranh lay nhiém cac tac nhan | Thuc hién ding 6 budc rira tay
vi sinh vat gy bénh bang chat khir tring

13 | Ghi két qua vao | Luu trit, quan 1y, theo ddi Ghi két qua day du, chinh xéac
5O Tuu theo quy dinh:

+ Pia diém thu thap
+ Loai mudi

+ Ngay lam tiéu ban

+ S6 luong tiéu ban
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- Bang kiém
BANG KIEM KY THUAT LAM TIEU BAN BQ GAY ANOPHELES

TT Cic budéc tién hanh bat | Khong dat
Chuan bi
1 | Chuan bi nhan vién y té

2 | Chuan bi dung cuy, hoa chat, bénh phém
Tién hanh
3 | Chuan bj lam kinh
4 | Dung pipet nho giot hut bo gay dat 1én lam
5 | Chinh stra tu thé bo gy trén ti€u ban dudi kinh hién vi vat

kinh X4
6 | Tham hat hét nudc thira quanh bo gay
7 | Nho 1 giot keo gin 1én bo giy
8 | Dbatlamen Ién bo gay
9 | Phoi kho tiéu ban
10 | Bdo quan tiéu ban
11 | Thu don dung cu, hoa chat, rac thai
12 | Rua tay
13 | Ghi két qua vao so luu

BANG KIEM KY THUAT LAM TIEU BAN MUOI ANOPHELES

TT Cac bude tién hanh Pat | Khong dat
Chuan bi
1 | Chuan bj nhan vién y té
2 | Chuan bi dung cu, hoa chat, bénh pham

Tién hanh

Chuan bj 6ng nghiém lam tiéu ban

Gay mé muoi bang ete

Cam kim thuy tinh vao ngyc mudi

Chinh stra tu thé mudi trén tiéu ban dudi kinh lap

Cam tim thuy tinh 1én nat lie

Dua tiéu ban mudi vao tuyp thuy tinh

O O N| O 1] | W

Nhung phan niit lie vao paraphin di dugc 1am néng chay
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10

Bé4o quan tiéu ban

11 | Thu don dung cy, hoa chat, rac thai
12 | Rua tay
13 | Ghi két qua vao so luu
- Thang diém
THANG PIEM KY THUAT LAM TIEU BAN BQ GAY ANOPHELES

. Thang diém | Hé

TT Cac budc tien hanh h
0O 1 |2 sO
Chuan bi
1 | Chuan bi nhan vién y té
2 | Doi mii, deo khau trang, di ging
Tién hanh
3 | Chuan bj lam kinh
4 | Dung pipet nho giot hat bo gay dat 1én lam
5 | Chinh stra tu thé bo gdy trén tiéu ban dudi kinh hién vi
vat kinh X4
6 | Tham hat hét nudc thira quanh bo gay
7 | Nho 1 giot keo gan 1én bo giy
8 | Datlamen Ién bo giy
9 | Phoi kho tiéu ban
10 | Bdo quan tiéu ban
11 | Thu don dung cuy, hoa chat, rac thai
12 | Rua tay
13 | Ghi két qua vao so luu
Téng
Tong diém: 26
THANG PIEM KY THUAT LAM TIEU BAN MUOI ANOPHELES

. Thang diém .

TT Cac buée tien hanh H¢ so
0] 1 2 )

Chuan bi
1 | Chuan bj nhan vién y té

2

Po6i mil, deo khau trang, di ging
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Tién

hanh

3 | Chuén bj ng nghiém lam tiéu ban
4 | Gay mé mudi bang ete
5 | Cam kim thuy tinh vao nguc mudi
6 | Chinh sira tu thé mudi trén tiéu ban dudi kinh lup
7 | Cam tim thay tinh 1én nut lie
8 | Pua tiéu ban mudi vao tuyp thiy tinh
9 | Nhung phan nut lie vao paraphin di duoc 1am ndng chay
10 | B4o quan ti€u ban
11 | Thu don dung cy, hoa chat, rac thai
12 | Rura tay
13 | Ghi két qua vao s6 luu
Téng

Toéng diém: 26
- Chi ti€u thuc hanh

. Két qua | Xac nhan
STT Chi tiéu kYeu cua nguoi

cau dat
) danh gia
1 | S6 lan quan sat GV/SV khéc thyc hién k¥ 3

thuat

S6 1an thyc hién c6 hudéng din ctia GV

S lan tu lam
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BAI 6: KY THUAT PINH DANH BQ GAY VA MUOI ANOPHELES
MUC TIEU
* Ky nang:
1. Pinh danh dugc bo gay Anopheles.
2. Pinh danh dugc mudi Anopheles.
* Nang luc tu chi va trach nhiém:
3. Than trong, ti mi, chinh xéc, thyc hién dang cac quy dinh vé an toan phong xét
nghiém trong khi tién hanh k¥ thuat xét nghiém.
4. Thé hién kha ning lam viéc doc 1ap va lam viéc nhom, tong hop, danh gia két qua
cong viée cua cac thanh vién trong nhom dé hoan thanh cac chi tiéu duoc giao.
NOQI DUNG
1. Chuén bi
1.1. Chuan bi nhén vién y té

- Trang phuc gon gang ding quy dinh

- Poi mil, deo khau trang

- SV chuén bi bai trudc khi 1én 16p
1.2. Chuén bi phong thyc hanh

- Phong thyec tap ky sinh tring

- Pay di may moc trang thiét bi
1.3. Chuan bi mau bénh pham

- Mau mudi va bo gay
1.4. Chuén bi dung cy, hoa chét

- Kinh hién vi c6 vat kinh X10, X4, kinh lap
2. Tién hanh

- Quy trinh dinh danh mudi Anopheles

QUY TRINH PINH DANH MUOI ANOPHELES

TT Cic buéce tién hanh

Chuan bi nhan vién y té

Chuan bi dung cu, hoa chat, bénh pham

Quan sat tiéu ban mudi bang kinh lup

Pinh danh mubi

AW N

Thu don dung cuy, hoa chat, rac thai

69




3} Rura tay

6 Ghi két qua vao so luu

- Quy trinh dinh danh bo gay Anopheles
QUY TRINH PINH DANH BQ GAY ANOPHELES

TT Cic buéec tién hanh
1 Chuan bi nhén vién y té
2 Chuan bi dung cy, hoa chat, bénh phém
3 Quan sat tiéu ban bo gy bang kinh hién vi
4 Dinh danh bo gay
4 Thu don dung cu, hoa chat, rac thai
5 Rtra tay
6 Ghi két qua vao so luu

3. Cac buwéc can luwu y

+ Xéc dinh dung céac bd phan co thé ctia mudi va bo gay

+ Xéc dinh dung céc dac diém dinh danh mudi va bo gay

4. T6 chirc thuc hién

- Day hoc truc tiép tai phong thuc hanh.

- Giang vién huéng din thuc hanh dya trén quy trinh k§ thuat va bang kiém.
- Sinh vién thuc hanh theo nhém, 14n luot thuc hién quy trinh k¥ thuat.

Luogng gia

- Theo muc tiéu bang thang diém

Cac phu luc

- Quy trinh k¥ thuat
QUY TRINH PINH DANH MUOI ANOPHELES

TT | Cac buéc tién Y nghia Tiéu chuin phai dat
hanh
Chuan bi
1 |Chuan bi nhan |- Thé hién sy nghiém tic khi | - Trang phyc dung quy dinh,
vién y té lam viéc gon gang

- Bam béo an toan cho nguoi

lam xét nghiém

- Téc gon gang, mong tay cat
ngan

- B41 mii, deo khau trang, di
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gang dung k¥ thuat

Chuan bi dung

Thuén tién cho qua trinh thyc

- Tiéu ban mudi Anopheles

cu, hoa chét, | hién ky thuat xét nghiém - Bang dinh danh mudi
bénh pham Anopheles, giay but, kinh lap

Tién hanh

3 |[Quan sat tiéu | - Dinh danh mudi - Noi quan sat du anh sang
ban mudi bang - Quan sat dung va du céc
kinh Iup ddc diém dinh danh mudi

4 | Pinh danh mudi | - Pinh danh mubi - Cac dac diém dinh danh

dugc dbi chiéu dang voi
bang dinh danh

- Pinh danh dung loai mudi
trén ti€u ban.

4 | Thu don dung|- Dung cu, hoa chat duoc bao | - Dung cu va hoa chat dé
cu, hoa chat, rac | quan ding quy dinh, dam bao | dung vi tri véi diéu kién vé
thai chét luong cho lan xét nghém | nhiét d6, d6 am va anh séng

tiép theo phu hop
- Pam bao an toan cho nhén | - Lau bé mit ban xét nghiém
vién y té va cho cong dong bang dung dich khir tring
- Thu gom va phan loai rac
thai diing quy dinh:
+ Bénh pham dé vao noi quy
dinh
+ Lam kinh, ging ta bdé vao
thiing rac thai y té
5 | Ruatay Tranh 1y nhiém cac tic nhan | Thyc hién ding 6 budc rira
vi sinh vat gdy bénh tay bang chat khir tring
6 | Ghi két qua vao | Luu trit, quan 1y, theo doi Ghi két qua day du, chinh

sO luu

xac theo quy dinh:
+ Dia diém thu thap
+ Loai mudi

+ Ngay lam ti€u ban
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+ S6 lugng tiéu ban

QUY TRINH PINH DANH BQO GAY ANOPHELES
TT | Cac buéc tién Y nghia Tiéu chuin phai dat
hanh
Chuin bij
1 |Chuan bi nhan |- Thé hién sy nghiém tac khi | - Trang phuc dung quy dinh,
viény té lam viéc gon gang
- Pam bao an toan cho nguoi | - Téc gon gang, mong tay cit
lam xét nghi¢ém ngan
- Poi mii, deo khau trang, di
gang dung k¥ thuat
2 | Chuan bi dung | Thuan ti€n cho qua trinh thuc | - Tiéu ban bo gay Anopheles

cu, hoéa chat, | hién k¥ thuat xét nghiém - Bang dinh danh bo gayi
bénh pham Anopheles, gidy buat, kinh
hién vi
Tién hanh
3 |Quan sat tiéu | - Binh danh bo gay - Quan sat bo gay dudi kinh
ban bo giy bang hién vi vat kinh 4x va 10x
kinh hién vi - Quan sat dung va dua cac
dic diém dinh bo gy
4 | Pinh danh bo |- Dinh danh bo gay - Cac dac diém dinh danh
gy duoc d6i chiéu dung véi
bang dinh danh
- Pinh danh dang loai bo gay
trén tiéu ban.
4 | Thu don dung |- Dung cu, hoa chat dugc bao | - Dung cu va hoéa chat dé

cu, hoa chat, rac
thai

quan dung quy dinh, dam bao
chat lugng cho lan xét nghém
tiép theo

- bam bdo an toan cho nhén

vién y t€ va cho cong dong

dung vi tri voi diéu kién vé
nhiét 3o, d6 am va anh sang
phu hop

- Lau bé mit ban xét nghiém
bang dung dich khir tring

- Thu gom va phan loai rac
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thai dung quy dinh:
+ Bénh pham dé vao noi quy
dinh
+ Lam kinh, gang ta bd vao
thung rac thai y té
5 | Ruatay Tranh 1y nhiém cac tic nhan | Thyc hién ding 6 budc rira
vi sinh vat gay bénh tay bang chat khr tring
6 | Ghi két qua vao | Luu trit, quan 1y, theo doi Ghi két qua day du, chinh
s0 luu xac theo quy dinh:
+ Pia diém thu thap
+ Loai bo gdy
+ Ngay lam tiéu ban
+ S6 lugng tiéu ban
- Bang kiém
BANG KIEM PINH DANH MUOI ANOPHELES
TT Cic budc tién hanh Dat Khong dat
Chuéin bi
1 | Chuan bj nhan vién y té
2 | Chuén bi dung cy, hoa chat, bénh pham
Tién hanh
3 | Quan sat tiéu ban mudi bang kinh lap
4 | Pinh danh mudi
4 | Thu don dung cuy, hoa chat, rac thai
5 | Ruatay
6 | Ghi két qua vao s luu
BANG KIEM PINH DANH BQ GAY ANOPHELES
TT Cic buéc tién hanh Dat Khong dat
Chuan bi
1 | Chuan bj nhan vién y té
2 | Chuan bj dung cuy, hoa chat, bénh pham
Tién hanh
3 | Quan sét tiéu ban bo gy bang kinh hién vi
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4 | DBinh danh bo gay
4 Thu(knldungcu,héaché@récthéi
5 | Ruatay
6 | Ghikét qua vao so luu
- Thang diém
THANG PIEM PINH DANH MUOI ANOPHELES
. Thang di¢m
TT Cac budc tien hanh 1 H¢ so
Chuan bi
1 | Chuén bi nhan vién y té
2 Do6i mil, deo khau trang, di ging
Tién hanh
3 Quan sat tiéu ban mudi bang lup
4 Dinh danh bo gay
5 Thu(knldungcu,héachéurécthéi
6 Rira tay
Téng
Tong diém: 20
THANG PIEM PINH DANH BQ GAY ANOPHELES
. Thang diém
TT Cac buoc tien hanh 1 H¢ so
Chuan bi
1 | Chuan bi nhan vién y té
2 | Poi mii, deo khau trang, di ging
Tién hanh
3 | Quan sat tiéu ban bo gy bang kinh
hién vi
4 | Dinh danh bo gay
5 | Thu don dung cu, hoa chat, rac thai
6 | Ruatay

Tong

Tong diém: 20
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- Chi tiéu thuyc hanh

Yéu Két qua | Xdc nhin
STT Chi tiéu N thuc cua nguoi
cau dat N i .,
hién danh gia
1 | S6 lan quan sat GV/SV khéc thyc hién k¥ 3
thuat
2 | S6 lan thyc hién c6 hudng dan cia GV
3 | Solan ty lam
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BAl 7. KY THUAT PANH GIA MAT PQ KY SINH TRUNG SOT RET

MUC TIEU
* Ky nang:
1. Xéc dinh duoc mat do ky sinh tring sét rét bang phuong phap dau (+) trén tiéu ban
mau.
2. Xac dinh dugc mat do ky sinh trung sOt rét trong 1mm® mau trén tiéu ban mau.
* Nang luc tw chi va trach nhiém:
3. Nghiém tiic, can than, chinh xac trong khi tién hanh k¥ thuat, dam bao cac quy dinh
vé an toan phong xét nghiém.
4. Chting minh duoc ning lyc 1am viée doc 1ap va phdi hop nhom dé giai quyét cac
van dé hoc tap.
NOQI DUNG
1. Chuan bj
1.1. Chuan bi nhén vién y té

- Trang phuc gon gang ding quy dinh

- Poi mil, deo khau trang

- SV chuén bi bai trudc khi 1én 16p
1.2. Chuén bi phong thyc hanh

- Phong thuc tap ky sinh trung

- Pay di may moc trang thiét b
1.3. Chuan bi mau bénh pham

- Tiéu ban mau chan doan ky sinh trung st rét
1.4. Chuén bi dung cuy, hoa chét

- Kinh hién vi c6 vt kinh vat kinh dau

- 2 may dém

- Dau soi kinh, con tuyét dbi, giéy tham dau
2. Tién hanh

- Panh gia mat d6 ky sinh tring sbt rét bang phuwong phap dau (+)

QUY TRINH PANH GIA MAT PQ KY SINH TRUNG SOT RET
THEO DAU CONG

TT Cac bude tién hanh

Chuan bi nhan vién y té

Chuén bi dung cu, hoa chat, bénh phém
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Quan sat ti€u ban giot mau dac dudi kinh hién vi

bém s6 luong ky sinh trung sot rét trén ti€u ban mau dac

Xac dinh mat d¢ ky sinh trung SR

Tra 101 két qua

Thu don dung cu, hoa chat, rac thai

| N o O | W

Rira tay

- X4c dinh sb lugng ky sinh tring sbt rét trong 1L mau
QUY TRINH XAC PINH SO LUQNG KY SINH TRUNG SOT RET
TRONG 1 MICROLIT MAU

TT Cic buée tién hanh

Chuan bi nhan vién y té

Chuan bi dung cy, hoa chat, bénh pham

Quan sat ti€éu ban giot mau dac dudi kinh hién vi

Dém s6 lugng ky sinh trung sot rét trén ti€u ban mau dic

Xéc dinh s6 lwong ky sinh trung SR

Tra 1oi két qua

Thu don dung cu, hoa chat, rac thai

Rura tay

Wl O N O O | W| N|

. Céc buére can lwu y
Pém tit ca ky sinh triung s6t rét va bach cau trong vi trudng cudi cliing ca trong

truong hop da vuot qua sb lugng KST va BC can thiét
4. T6 chirc thue hién

- Day hoc truc tiép tai phong thuc hanh.

- Giang vién huéng din thuc hanh dya trén quy trinh k¥ thuat va bang kiém.

- Sinh vién thuc hanh theo nhém, 1an lugt thuc hién quy trinh k¥ thuat.
Luwogng gia

- Theo muc tiéu bang thang diém
Cac phu luc
- Quy trinh k¥ thuat

77




QUY TRINH PANH GIA MAT PQ KY SINH TRUNG SOT RET

THEO DAU CONG
Cic budc tién . 7
TT . Y nghia Tieu chuan phai dat
hanh
Chuin bij
1 |Chuan bi nhan|- Thé hién su nghiém tic |- Trang phuc dung quy dinh,
viény té khi lam viéc gon gang
- Pam bao an toan cho |- Téc gon gang, mong tay cat
nguoi lam xét nghiém ngan
- Boi mi, deo khau trang, di
gang dung k¥ thuat
2 Chuén bi dung cy, | Thuan ti€n cho qua trinh | - Dﬁy da dung cu: kinh hién vi
héa chat, bénh |thuc hién ky thuat xét | vat kinh dau, 2 may dém, giéy
pham nghiém thAm
- Hoéa chat dam bao chat
luong: dau soi kinh, con tuyét
doi.
+ Con han st dung
+ C6 nap day kin
+ Pé ¢ nhiét d6 phong (25°C)
- Ti€u ban giot mau dac chan
doan ky sinh tring sbt rét
Tién hanh
3 | Quan sat tiéu ban | - Tim ky sinh tring sot rét | - Ving dém sach, it/khong c6
giot mau ddc dudi | trén ti€u ban can
kinh hién vi - Lya chon vung dém ky | - Bach cau rai déu, ky sinh
sinh tring st rét tring bat mau rd
4 | Pém s6 luong ky | - Pém s lugng ky sinh | - KST SR duoc dém toan bd
sinh tring s6t rét | trung sot rét trén 100 vi truong
trén ti€u ban mau - Pém 2-3 lan lay gia tri trung
dac binh
5 | Xac dinh mat dd | - Xach dinh mat do ky sinh | - Mat d0 KST SR trén ti€u
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Ky sinh trung SR | truing SR trén ti€u ban giot | ban:
dac +:1-10 KST/100 vi truong
++:11-100 KST/100 vi truong
+++: 1-10 KST/1 vi truong
++++: trén 10 KST/1 i
truong
6 | Traloikét qua Tra 101 két qua xét nghiém | - Két qua xac dinh mat do ky
xac dinh mat 3o KST SR sinh trung:
+ Loai
+ Thé
+ Mat d6 theo dau cong
7 | Thu don dung cuy, | - Dung cu, hoa chat duoc | - Dung cu va hoa chat dé ding
hoéa chét, rac thai | bao quan dung quy dinh, | vi tri voi diéu kién vé nhiét do,
dam bao chat lugng cho lan | 6 4m va anh sang phu hop
xét nghém tiép theo - Lau bé mit ban xét nghiém
- Pam bao an toan cho nhén | bang dung dich khtr tring
vién y té va cho cong dong |- Thu gom va phan loai rac
thai dang quy dinh:
+ Bénh pham dé vao noi quy
dinh
+ Lam kinh, gang ta bd vao
thing rac thai y té
8 | Ruatay Tranh lay nhiém cac tac | Thyuc hién dung 6 budc rira tay
nhan vi sinh vét gdy bénh | bang chat khir tring
QUY TRINH XAC PINH SO LUQNG KY SINH TRUNG SOT RET
TRONG 1 MICROLIT MAU
TT| Céacbudc tién Y nghia Tiéu chuin phai dat
hanh
Chuan bij
1 |Chuan bi nhan|- Thé hién su nghiém tic |- Trang phuc dung quy dinh,
viény té khi lam viéc gon gang
- Pam bao an toan cho |- Téc gon ging, moéng tay cit
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nguodi lam xét nghiém

ngan

- b6i mii, deo khau trang, di

gang dung k¥ thuat
2 | Chuan bi dung cy, | Thuan ti€n cho qua trinh | - Déy da dung cu: kinh hién vi
héa chat, bénh |thuc hién ky thuat xét | vat kinh dau, 2 may dém, gidy
pham nghiém thAm
- Hoéa chat dam bao chat
lwong: dau soi kinh, con tuyét
doi.
+ Con han su dung
+ C6 nap day kin
+ Pé ¢ nhiét d6 phong (25°C)
- Ti€u ban giot mau dac chan
doan ky sinh trung sbt rét
Tién hanh
3 | Quan sat tiéu ban | - Tim ky sinh trung sot rét | - Vung dém sach, it/khéng c6
giot mau dac dudi | trén ti€u ban can
kinh hién vi - Lya chon vung dém ky | - Bach cau rai déu, ky sinh
sinh tring st rét tring bat mau rd
4 | Pém s6 luong ky | - Pém s6 lugng ky sinh | - KST SR duoc dém toan bod

sinh trung sot rét
trén tiéu ban mau

dac

tring sbt rét

trén vi truong:

+ Néu dém thiy s luong
KSTSR > 100 thi dém dén
200 BC, ding dém va ghi két
qua sb luong KSTSR/200 BC;
+ Néu dém thay s luong
KSTSR < 99 thi dém dén 500
BC, dimg dém va ghi két qua
$6 lugng KSTSR/500 BC;

+ Truong hop dugc xac dinh
la am tinh (-) khi dém 0/1000
BC;
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+ Dém tat ¢4 KSTSR va BC &
vi trudng cudi cung, ngay ca
khi sb luwong BC vuot qua
200, 500 hoac 1000;

- Pém 2-3 lan lay gia trj trung
binh

5 | Xac dinh s6 luong | - Xach dinh s6 luong Ky | - S6 lugng KST SR duoc tinh
Ky sinh trung SR | sinh trung SR/1uL toan theo cong thirc
6 | Tra loi két qua Tra 10i két qua xét nghiém | - Két qua xac dinh so luong ky
xac dinh mat @6 KST SR sinh trung:
+ Loai
+ 86 luong/1uL
7 | Thu don dung cuy, | - Dung cu, hoa chat duoc | - Dung cu va hoa chat dé ding
hoéa chét, rac thai | bao quan dung quy dinh, | vi tri voi diéu kién vé nhiét do,
dam bao chat lugng cho 1an | d6 am va anh sang phu hop
xét nghém tiép theo - Lau bé mat ban xét nghiém
- Pam bao an toan cho nhan | bang dung dich khtr tring
vién y té va cho cong dong |- Thu gom va phéan loai rac
thai dang quy dinh:
+ Bénh pham dé vao noi quy
dinh
+ Lam kinh, gidng ta bo vao
thing rac thai y té
8 | Ruatay Tranh lay nhiém cac tac | Thuc hién dung 6 budc rira tay
nhan vi sinh vt gdy bénh | bang chat khir tring
- Bang kiém

BANG KIEM KY THUAT PANH GIA MAT PO KY SINH TRUNG SOT RET

THEO DAU CONG
. Khéng
TT Cac buoc tien hanh Pat
dat
Chuan bi
1 | Chuén bj nhan vién y té
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2 | Chuén bi dung cu, hoa chat, bénh pham

Tién hanh

Quan sat ti€u ban giot mau dac dudi kinh hién vi

Dém s6 lugng ky sinh trung sot rét trén ti€éu ban mau dac

Xac dinh mat do ky sinh trung SR

Tra 101 két qua

Thu don dung cu, hoéa chat, rac thai

O N o 0o AW

Rira tay

BANG KIEM KY THUAT XAC PINH SO LUQNG KY SINH TRUNG SOT
RET TRONG 1 MICROLIT MAU

TT Cic budc tién hanh Dat Khoéng
dat

Chuéin bi

1 | Chuan bj nhan vién y té

2 | Chuan bi dung cy, hoa chat, bénh pham

Tién hanh

3 | Quan sat tiéu ban giot mau dic duéi kinh hién vi
4 | Pém so lugng ky sinh tring sot rét trén tiéu ban mau dic
5 | Xac dinh s6 luong ky sinh tring SR
6 | Traloi két qua
7 | Thu don dung cuy, hoa chat, rac thai
8 | Ruatay
- Thang diém
THANG PIEM KY THUAT PANH GIA MAT PQ KY SINH TRUNG SOT RET
THEO DAU CONG
. Thang diém .
TT Cac buoc tien hanh H¢ so
0 1] 2
Chuan bi
1 | Chuan bj nhan vién y té
2 | Poi mi, deo khau trang, di ging
Tién hanh
3 | Quan sat tiéu ban giot mau dac dudi kinh hién vi 2
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4 | Pém so6 luong ky sinh tring sot rét trén tiéu ban 4
mau dac

5 | X4c dinh mat d6 ky sinh trung SR 2

6 | Traloikét qua

7 | Thu don dung cy, hoa chat, rac thai

8 | Ruatay

Tﬁng

Tong diém: 26
THANG PIEM KY THUAT XAC PINH SO LUQNG KY SINH TRUNG SOT
RET TRONG 1 MICROLIT MAU

. Thang diém
TT Cac bude tien hanh H¢ so
0 1 2 )
Chuéin bi
1 | Chuan bj nhan vién y té
2 | Bdi mi, deo khau trang, di gdng
Tién hanh
3 | Quan sat tiéu ban giot mau dic dudi kinh hién vi 2
4 | Pém so6 luong ky sinh tring sot rét trén tiéu ban 4
mau dac
5 | Xéc dinh s6 luong ky sinh tring SR 2
6 | Traloi két qua
7 | Thu don dung cuy, hoa chat, rac thai
8 | Ruatay
Tf;ng
Tong diém: 26
- Chi ti€u thuc hanh
STT Chi tiéu Yéu ciu | Kétqua | Xac nhin cia
dat thue hién | nguwoi danh gia
1 | S6 lan quan sat GV/SV khéc thyc hién 3

ky thuat

S lan thuc hién c6 huéng dan cia GV 1

S6 lan tu 1am
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BAI 8. KY THUAT NUOI CAY CHAN POAN VI NAM

MUC TIEU
* Ky nang:
1. Thyc hi¢n dugc quy trinh va nhan dinh duoc két qua cia mot $6 ky thudt nuoi céy
chan doan vi nim.
* Nang luc tu chi va trach nhiém:
2. Nghiém tiic, can than, chinh xac trong khi tién hanh k¥ thuat, dam bao cac quy dinh
vé an toan phong xét nghiém.
3. Ching minh dugc ning lyc 1am viée doc 1ap va phdi hop nhom dé giai quyét cac
van dé hoc tap.
NOQI DUNG
1. Chuén bi
1.1. Chuan bi nhén vién y té

- Trang phuc gon gang ding quy dinh

- Poi mil, deo khau trang

- SV chuén bi bai trudc khi 1én 16p
1.2. Chuan bi phong thuc hanh

- Phong thuc tap ky sinh trung

- Pay di may moc trang thiét bi
1.3. Chuan bi mau bénh pham

- Méu bénh phadm nim
1.4. Chuén bi dung cy, hoa chét

- Tu an toan sinh hoc cép 2, dén con, que céy/kim céy nam, lam kinh, lamen,
dia petri...

- Hoa chét: thach Sabouraud/ thach khoai duong, thach bot bép, thuc nhuém
xanh Lacto-phenol...
2. Tién hanh

- Quy trinh k¥ thuat cay ndm trén kinh

QUY TRINH KY THUAT CAY NAM TREN KiNH

TT Cac bude tién hanh

Chuan bi nhan vién y té

Chuan bi dung cu, hoa chat, bénh pham
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Pit lam kinh 18n que thuy tinh chit U hodc V dat trong dai petri, da duoc hap
vo trung

Cit thach Sabouraud thanh khéi 1x1mm, dit [én lam kinh trong dia petri

Cay nam ¢ di€ém gitra moi canh cua khoi thach Sabouraud

Ho nong nhe lamen dat 1én trén khdi thach

Cho vao trong dia petri 1-3ml nudc cat vo khuan

Day nip dia petri , 0 ¢ nhiét 46 phong 22-25°C

Theo dbi ltra cay

Khi théiy nam moc, gd lamen dit 1én lam kinh c6 san 1 giot LPCB (tiéu ban 1)

Loai bo khdi thach trén lam cay, giit lai lam cay

Nho 1 giot LPCB Ién vi tri khoi thach trén lam ciy, day lamen (tiéu ban 2)

Khao sat 2 tiéu ban dudi kinh hién vi

Thu don dung cu, hoa chat, rac thai

Rua tay

Ghi két qua vao so luu

Quy trinh k§y thuat cdy nam Dalmau
QUY TRINH KY THUAT CAY NAM DALMAU

TT

Cic buéce tién hanh

Chuan bi nhan vién y té

Chuan bj dung cu, hoa chét, bénh phém

Chuan bi dia mdi truong cay nam

Hoa tan mau nam can cay trong nudc mudi sinh 1y vo khuan

Dung que cay lay huyén dich nAm vach sau vao thach 2 dudng song song

Khr tring que cdy, dé ngudi, vach nhitng duong chit Z trén 2 duong ciy

Ho néng nhe lamen dit 1én 2 duong cay

Pay nap dia petri , i & nhiét d6 phong 22-25°C, trong 3-5 ngay

O 00| N| O] O] | W N| =

Khi thdy nim moc, g& lamen dit 1én lam kinh c6 san 1 giot LPCB (tiéu ban 1)

[N
o

Khao sat 2 tiéu ban dudi kinh hién vi

[N
|

Thu don dung cu, hoa chat, rac thai

[N
N

Rira tay

[N
w

Ghi két qua vao so luu
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3. Cac bude can luu y

Khong nén cdy trén kinh cac loai ndm nguy hiém, vi du: Histoplasma cpsulatum

4. To chirc thuwe hién

- Day hoc truc tiép tai phong thuc hanh.

- Giang vién hudng dan thyc hanh dya trén quy trinh k¥ thuét va bang kiém.

- Sinh vién thuc hanh theo nhém, 1an luot thuc hién quy trinh k¥ thuat.

Luwong gia
- Theo muc tiéu bang thang diém
Cac phu luc
- Quy trinh k¥ thuat
QUY TRINH KY THUAT CAY NAM TREN KiNH
TT | Cac budec tién hanh Y nghia Tiéu chuin phai dat

Chuan bi

1 | Chuan bi nhan vién

yté

- Thé hién sy nghiém tac khi
lam viéc
- Bam bao an toan cho nguoi

lam xét nghiém

- Trang phuc dung quy
dinh, gon gang

- Toc gon gang, mong tay
cat ngén

- Pdi mii, deo khiu trang,

di gang dtng k¥ thuat

2 | Chuan bi dung cu,
hoéa chét, bénh phém

Thuan ti€n cho qua trinh
thuc thuat

nghi¢m

hién ky xét

- Pay da dung cu: kinh
hién vi, hop petri, que cdy
nam, 14 kinh, lamen, que
thay tinh chit U hodc V...
- Hoa chat dam bao chét
lugng: Thach Sabouraud
hodc thach khoai duong,
thuéc nhuém xanh lacto-
phenol...

+ Con han su dung

+ C6 nap day kin

+ P& ¢ nhiét do phong
(25°C)
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- Mau nam can cay

Tién hanh

3 | Dat lam kinh 1én que | - Chuan bj dia petri cdy nAm | - Ghi thong tin mau ndm
thuy tinh chit U hoac can cay day du trén dia
V dat trong dai petri, cdy nim
da dugc hip vo - Lam kinh, que thay tinh
trung trong dia petri da duoc
hép sy vo khuan
- Lam kinh ndm can d6i
trén que thay tinh
4 | Cat thach Sabouraud | - Chuan bi méi truong nudi | - Khdi thach vuéng déu,
thanh khéi 1x1mm, | ciy ndm kich thude 1xImm
dat 1én lam kinh - Khoi thach dat chinh
trong dia petri gitta lam kinh trong dia
petri
5 |Cay nam ¢ diém |- Cay nam trén thach - Nam duoc cdy ¢ chinh
gitta méi canh cua gitta mdi canh cua khoi
khoi thach thach, khong lam v& thach
Sabouraud - Bam bao cac ky thuat vo
trung
6 | Ho nong nhe lamen | - Tao méi trudng cho nam dé | - Lamen dugc dat che phu
dat 1én trén khdi | dang phat trién hoan toan bé mat khbi
thach thach
- bam bao ky thuat vo
trang
7 |Cho vao trong dia |- Tao méi trudng cho nam dé | - Muc nuéc phu kin day
petri 1-3ml nudc cit | dang phat trién hop petri, khong cham dén
v6 khuan lam kinh
- Pam bao ky thuat vo
trung
8 | Pay nap dia petri , G | - Tao méi truong cho nam dé | - Pia cdy nam duoc dit

¢ nhiét do phong 22-

dang phat trién

trén mat phang, nip dia
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25°C

day kin dia thach

9 | Theo dbi lra cay - Quan sat theo ddi sy phat | - Pia cdy duoc theo ddi
trién ctia ndm hang ngay
10 | Khi thdy ndm moc, | - Lam tiéu ban soi twoi nam | - G& va dit nhe nhang
g0 lamen dat 1én lam | véi LPCB lamen Ién lam kinh
kinh c6 sin 1 giot - Dung dich LPCB tran
LPCB (tiéuban 1) déu trong lamen cdy nam,
khong co6 bot
11 |Loai bo khoi thach |- Lam tiéu ban tht 2 dé soi | - Khoi thach duoc b vao
trén lam cdy, giir lai | phat hién ndm dung dich sat khuan
lam ciy - Nam khong bi roi vai ra
Xung quanh
12 |Nhé 1 giot LPCB |- Lam tiéu ban th 2 dé soi |- Dung dich LPCB tran
1én vi tri khdi thach phat hién nam déu trong lamen céiy nam,
trén lam ciy, day khong co6 bot
lamen (ti€u ban 2)
13 | Khao sat 2 tiéu ban | Phat hién soi to nam va bao | - Phat hién dang cac loai
duéi kinh hién vi tir néu c6 trong tiéu ban nam co trong tidu ban:
+ N4m hoai sinh moc: 3-7
ngay
+ Nam gy bénh moc: 2-3
tuan
14 | Thu don dung cu, |- Dung cu, hoa chat duoc | - Dung cu va hoa chat dé

hoa chat, rac thai

bdo quan dung quy dinh,
dam bao chat lugng cho lan
xét nghém tiép theo

- BPam bdo an toan cho nhan

vién y t€ va cho cong dong

dung vi tri véi diéu kién
vé nhiét do, o am va anh
sang phu hop

- Lau bé mit ban xét
nghiém bang dung dich
khtr trung

- Thu gom va phan loai
rac thai ding quy dinh:

+ Bénh pham dé vao noi
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quy dinh
+ Lam kinh, gang ta bo
vao thing rac thai y té

15 | Rua tay Tranh 1y nhiém cac tic nhan | Thuc hién ding 6 budc
vi sinh vat gay bénh rira tay bang chat khir

trung

16 | Ghi két qua vao so | Luu trit, quan 1y, theo doi Ghi két qua day du, chinh

luu xac theo quy dinh:
+ Nam gay bénh/ndm hoai
sinh
+ Ngay xét nghiém
QUY TRINH KY THUAT CAY NAM DALMAU
TT | Cac bwéc tién hanh Y nghia Tiéu chuin phai dat

Chuéin bi

1 | Chuan bi nhan vién

yté

- Thé hién su nghiém tic khi
lam viéc
- Bam bao an toan cho nguoi

lam xét nghiém

- Trang phuc dang quy
dinh, gon gang

- Toc gon gang, mong tay
cat ngén

- P6i mii, deo khau trang,

di gang dung k¥ thuat

2 | Chuan bi dung cu,
hoéa chét, bénh phém

Thudn tién cho qua trinh
thuc thuat

nghiém

hién ky x€ét

- Pay da dung cu: kinh
hién vi, hop petri, que ciy
nam, 14 kinh, lamen

- Hoa chat dam bao chat
lugng: Thach bdt bép,
nudc mudi sinh 1y vo
khuan..

+ Con han st dung

+ C6 nap day kin

+ Pé o nhiét do phong
(25°C)

- Mau nam can cay
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Tién hanh

3 [Chuan bi dia moi | - Chuan bj dia petri cdy nam |- Ghi thong tin mau ndm
truong cdy nim can cdy diy du trén dia
ciy nam
4 |Hoa tan mau nam |- Chuan bi moi truong nudi | NAm tan déu trong nudc
can cdy trong nudc | cdy nim mudi sinh 1y
mudi sinh 1y vo
khuan
5 |Dung que cdy ldy |- CAy nim trén thach - Thach khong bi vo,
huyén dich nim duong vach thing déu,
vach sau vao thach 2 song song cach nhau 1 cm
duong song song - bam bao cac k¥ thuat vo
trung
6 | Khir trung que cdy, | - Cay nam trén thach - Que ciy ngudi hoan toan
dé  nguodi, vach trude khi cay
nhiing duong chit Z - Thach khong bi V0,
trén 2 dudng cdy duong vach thang déu
- Bam bao cac k¥ thuat vo
trung
7 | Ho néng nhe lamen | - Tao méi trudng cho ndm dé | - Lamen dugc diat ngay
dat 1én 2 dudng cdy | dang phat trién ngan trén 2 dudng ciy
- bam bao ky thuit vo
trang
8 | Day nap dia petri , 0 | - Tao méi trudng cho nam dé | - Pia cdy dugc theo ddi
& nhiét do phong 22- | dang phat trién hang ngay
259C, trong 3-5 ngay
9 | Khi théy nadm moc, | - Lam tiéu ban soi twoi ndm | - G& va dit nhe nhang

g0 lamen dat 1én lam
kinh c6 san 1 giot
LPCB (ti€u ban 1)

vo1 LPCB

lamen Ién lam kinh
- Dung dich LPCB tran
déu trong lamen cdy nam,

khong co6 bot
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10 | Khéo sat 2 tiéu ban | Phat hién nam trong tiéu ban | - Phat hién ding cac loai
duéi kinh hién vi nam c6 trong tiéu ban
11 | Thu don dung cuy, |- Dung cu, hoa chat duoc | - Dung cu va hoa chat dé
hoa chét, rac thai bao quan dung quy dinh, | dung vi tri véi diéu kién
dam bao chéat luong cho 1an | vé nhiét do, do 4m va anh
xét nghém tiép theo sang phu hop
- Pam bao an toan cho nhan | - Lau bé mit ban xét
vién y té va cho cong dong nghiém bang dung dich
khtr trung
- Thu gom va phan loai
rac thai dung quy dinh:
+ Bénh pham dé vao noi
quy dinh
+ Lam kinh, ging ta bo
vao thung rac thai y té
12 | Rira tay Tranh 1y nhiém cac tic nhan | Thyc hién ding 6 budc
vi sinh vat gdy bénh rira tay bang chat khu
trang
13 | Ghi két qua vao so | Luu trit, quan 1y, theo ddi Ghi két qua day du, chinh
luu xac theo quy dinh:
+ Nam gy bénh/ndm hoai
sinh
+ Ngay xét nghiém
- Bang kiém
BANG KIEM QUY TRINH KY THUAT CAY NAM TREN KiNH
o Khong
TT Cac budc tien hanh Dat
dat
Chuan bi
1 | Chuan bi nhan vién y té
2 | Chuan bj dung cuy, hoa chat, bénh pham
Tién hanh
3 | bat lam kinh 1én que thuy tinh chit U hoac V dit trong dai
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petri, dd duoc hap vé trung

4 | Cat thach Sabouraud thanh khdi 1x1mm, dit 1én lam kinh
trong dia petri

Cay nam ¢ di€ém gitra moi canh cua khoi thach Sabouraud

Ho nong nhe lamen dat 1€n trén khoi thach

Cho vao trong dia petri 1-3ml nudc cat vo khuan

Day nap dia petri , 0 ¢ nhiét 4o phong 22-25°C

O©| 00| N| O o1

Theo dbi ltra cay

10 | Khi théy nam moc, gd lamen dit 1én lam kinh c6 san 1 giot
LPCB (tiéu ban 1)

11 | Loai bo khoi thach trén lam cay, gitr lai lam cay

12 | Nho 1 giot LPCB 1én vi tri khoi thach trén lam cay, day

lamen (ti€u ban 2)

13 | Khao sat 2 tiéu ban dudi kinh hién vi

14 | Thu don dung cy, hoa chat, rac thai

15 | Rua tay

16 | Ghi két qua vao so luu

BANG KIEM QUY TRINH KY THUAT CAY NAM DALMAU

Khong

TT Cic budc tién hanh Dat
dat

Chuan bi

1 | Chuan bj nhan vién y té

2 | Chuéan bi dung cy, hoa chat, bénh pham

Tién hanh

3 | Chuén bi dia moi truong cay nam

4 | Hoa tan mau nam can cay trong nudc mudi sinh 1y vo khuan

5 | Dung que cdy lay huyén dich nam vach sdu vao thach 2

dudng song song

6 | Khir tring que cay, dé ngudi, vach nhitng dudng chit Z trén
2 duong ciy

7 | Ho néng nhe lamen dat 1én 2 dudng cay

Day nap dia petri , u ¢ nhiét d6 phong 22-25°C, trong 3-5
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ngay
9 | Khi théy nam moc, gd lamen dit 1én lam kinh c6 san 1 giot

LPCB (tiéu ban 1)
10 | Khéo sat 2 tiéu ban dudi kinh hién vi
11 | Thu don dung cu, hoa chat, rac thai
12 | Rua tay
13 | Ghi két qua vao so luu

- Thang di€ém
THANG PIEM KY THUAT CAY NAM TREN KiNH
. Thang di¢m .
TT Cac budrc tien hanh € S0
0 1 |2 :

Chuéin bi
1 | Chuan bi nhan vién y té
2 | Boi mi, deo khau trang, di gdng

Tién hanh

3 | bit lam kinh 1én que thuy tinh chit U hoac V dét trong
dai petri, da duoc hap vo tring

4 | Cat thach Sabouraud thanh khoi 1xImm, dit lén lam
kinh trong dia petri

5 |Ciy nam ¢ diém giita mdi canh cua khoi thach
Sabouraud

6 | Ho nong nhe lamen dat 1€n trén khdi thach

7 | Cho vao trong dia petri 1-3ml nudc cat vo khuan

8 | Pay ndp dia petri , 0 & nhiét 46 phong 22-25°C

9 | Theo ddi lra cay

10 | Khi thdy nAm moc, g& lamen dat 1én lam kinh c6 san 1
giot LPCB (tiéu ban 1)

11 | Loai bo khoi thach trén lam cay, git lai lam cay

12 | Nhé 1 giot LPCB Ién vi tri khoi thach trén lam céy, day
lamen (ti€u ban 2)

13 | Khao sat 2 tiéu ban dudi kinh hién vi

14 | Thu don dung cu, hoa chat, rac thai
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15

Rura tay

16

Ghi két qua vao so luu

Tﬁng

Tong diém: 32
THANG PIEM KY THUAT CAY NAM CAY NAM DALMAU

. Thang diém .
TT Céac budc tien hanh €s0
0] 1 2
Chuan bi
1 | Chuan bj nhan vién y té

2

Do6i mil, deo khau trang, di ging

Tién hanh

3 | Chuan bi dfa moi truong cdy nam

4 | Hoa tan mau nam can cdy trong nudc mudi sinh 1y vo
khuan

5 | Dung que cdy lay huyén dich nAm vach siu vao thach 2
duong song song

6 | Khir trung que cdy, dé ngudi, vach nhimg dudng chit Z
trén 2 dudng cdy
Ho néng nhe lamen dit 1én 2 duong cay
Pay nip dia petri , i & nhiét d6 phong 22-25°C, trong 3-
5 ngay

9 | Khi théy nam moc, gd lamen dit 1én lam kinh c6 san 1
giot LPCB (tiéu ban 1)

10 | Khdo sat 2 tiéu ban dudi kinh hién vi

11 | Thu don dung cu, hoa chat, rac thai

12 | Rua tay

13 | Ghi két qua vao s6 luu

Téng

Tong diém: 26
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- Chi tiéu thuc hanh

Yéu Két qua | Xac nhén
STT Chi tiéu N thuc cia nguoi
cau dat N i .,
hién danh gia
1 | S6 lan quan sat GV/SV khac thuc hién ky 3

thuat

S6 lan thuc hién c6 huéng dan cia GV

S6 lan tu lam
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HUONG DAN SU DUNG GIAO TRINH
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