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primary antibody: secondary antibodies:

rabbit antibody marker-coupled antibodies
directed against directed against rabbit
antigen A antibodies

‘( O%po marker
- — ol Fa

Figure 9-16. Molecular Biology of the Cell, 4th Edition.



I[. Lich su

Nam 1941, Albert Coons va cs
phat trién phwong phap MDHQ
gian ti€p trén mo cat lanh (KHV
huynh quang).

Cai ti€én guan trong nhat la cua
Avrameas va cs (1966). Dung ky
thuat danh dau men va hé thong
cac chat chi thi mau = xac dinh
phirc hop KN-KT bang KHV quang
hoc.
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 Nam 1974, Heitzman va Richards st dung KT
cau noi avidin-biotin 1am phdéng dai hé thong
nhan biét phitc hop 18n nhiéu lan = ting d6
nhay va do dac hicu.

« Nam 1974, Taylor va cs bdc 10 thanh cong
khang nguyén trén mé cb dinh bang
formol 10% va vUi nén (FFPE).

* 1992: may nhuém HMMD
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K&t hop phan *ng MD va hda chat dé lam hién
rd cac KN hién dién trong té bao (bao tuong,
mang té bao, nhéan)

St dung hé théng nhan biét cho KN-KT
1/ KT (primary antidody):

 Chuoi ndng cla KT la khéng thay déi.
II. Nguyén ly B Chuoi nhe thay dai, 1a noi gan vé&i KN.

* KT don dong: bat duy nhat 1 epitope (d3c
hiéu cao nhwng nhay thap).

co ban

KT dadong: nhay hon nhung kém dac hiéu,
dé nhuém nén.

2/ KN:

* Protein, carbohydrate

* 1 hoac nhiéu epitope (quyét dinh KN)

2/2/2024 7



3/ Hé théng nhan biét:
* GOm 2 phan: KT thtr 2 (hay
KT bac cau, secondary
antibody) va hé théng nhan
biét phirc hop.
e VUung thay d6i chia KT th 2 i

lién két vai vung 6n dinh —® o s
? ’ N /‘
cua KT th& nhat. l

00 S0~

Direct detection Indirect detection
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Co 2 ky thuat: MDHQ va HMMD men.

MDHQ; chat phat huynh quang (FITC), quan sat duwdi KHV
huynh quang.

MD men: KN-KT gan men (peroxidase; alkaline
phosphatase) va gan chat mau (chromogen), quan sat dudi
KHV quang hoc.

Chromogen: DAB (mau nau, bén, gady ung thu manh hon,
phai deo gang va mang khau trang), AEC (mau dé, kém bén,
it gay ung thu hon DAB)

MD men truec tiép: chi can KT th&r nhat va pho phat quang.
MD men gian ti€p: thém nhiéu KT thi 2 gitp tang dd nhay.
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 Phuong phap khdéng danh
dau KT: cau noi Biotin-
Streptavidin (pho bién nhat
vi d0 nhay va dac hiéu cao, 1
phan tlr avidin cd 4 vi tri gan o} - [‘}
men peroxidase nén HT “ « €
nhan biét dwoc phong dai

én 4 lan

e HMMD da mau, da méi: 2

nay nhiéu KN trén cung mot

mau mo, cung mot tiéu ban.

VD: DAB + fast red.
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1/ C6 dinh: formol buffer 10% trung
tinh, tu 6-48 gio va trong vong 30
phut sau khi 1ay ra khéi co thé.

2/ Xir ly m6: 12 buédc. Ddi véi mau nho
cé thé it bwdc hon hodc thoi gian
ngan hon.

3/ Chuan bi mau mé:

Chon mau chirng phu hop vai tirng
loal KT.

Cat mdng dep, vot 1én tiéu ban da co
churng.

Say tiéu ban & 56-60 do C trong 3
gi® hoac u 37 d6 C qua dém
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HIER High pH TIER
Tris-EDTApH 8.8 Trypsin

4/ Boc 16 KN mo (antigen
retrieval):

 Nha san xuat KT sé co cach
boc |6 KN khac nhau cho tuwng
Ioai KT. Optimal staining Negative staining

e Thuong cé 4 loai chat boc 16

No Antigen Retrieval HIER Low pH

KN: pH cao, pH thap, dung
dich citrate buffer, protease. b, g

Weak/absent staining Unspecific staining
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5/ U'c ché men peroxidase va biotin ndi sinh:

* Can thiét dé tranh nhudm
khong dac hiéu va nhuom

"‘V ikt ARV o B ;
* Hoa chat thuong s dung |3 «es i w =L A A S
s = e ‘f..- R

oxy gia 3%, protein block.

(r




P
D

6/ U véi KT thi¥ nhat:

e KT khac nhau sé& cd thoi gian U va nong d6 KT khac
nhau tuy thudéc vao nha SX va nguoi st dung.

« U & 37 dd Cvatrong mdi treong d6 4m cao nhim tao
diéu kién hoat dong tdt nhat cho KT tranh boc hoi.
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7/ Hé thong nhan biét
phuc hop:

* PGi véi moi nha SX sé ¢ HDSD
cho bd kit cia hang.

e Can luwuy vdi cac thanh phan

cua bo kit vi cé kha nang gay

ung thw rat cao, dac biét la

chromogen. y



8/ Nhuom nhan — nhudm twong phan:

* Phu co chat (peroxidase) va mau (DAB)
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Cong dung cua cac hda chat dung trén
may
B6 DAB Kit:

1. DAB inhibitor (3% H202): &rc ché men peroxidase va biotin ndi sinh. Nhd vao mé trudce khi
nhoé KT thi nhét.

HRP Multimer (<50 microgam/mL ): KT th 2.
DAB chromogen (0,2% DAB): chat chi thi mau
DAB H202 (0,04% H202): oxy hda chat chi thi mau
DAB Copper (CuSo4 5g/L): chat bao quan mau

ke
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e Am tinh: chi cd mau xanh tim.

 Duwong tinh: mau nau (DAB).

e Tang/giam tin hiéu. V| TRI.

« Diéu kién doc KQ: phai c6 tiéu ban
chirng 4m va chirng dwong; phai doi
chiéu vdi tiéu ban nhudm thuong quy
dé biét vung can doc KQ; biét rd vi tri
KN can xac dinh & nhan, bao tuong hay
mang bao tuong.
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V. HMMD vs MDHQ

We did it...but the
process was exhausting.

L

=

=
=
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Q

(esophagus)

Front. Med. 2018 (5)
Sec. Dermatology

(salt-split skin)



Cai tién theo thoi gian

Immunofluoresence Technique

Immunoperoxidase Methodology
Diagnostic Immunohistochemistry S
Automated Immunohistochemistry ',@:
Predictive Immunohistochemistry > Ao

Multiplex Computational
Immunohistochemistry
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To Freeze or Fix: Deciding between fresh-
frozen or formalin-fixed paraffin embedded
sample preservation




M cat lanh

Trang bi phong lab
Chi phi cao

Khé bao quan

Skill caa KTV va bs

GPB.
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« Co gia tri CD trong
cac bénh da viém.

« Dé quan sat va dién
giai két qua

« Dé bdo quan mau va
lwu triv

26



2/2/2024



b o
- )

2020 51

CHANGE

2016 38

2010 32

Abréu-Velez?* 2013 30
127

2022 a8

- 2013 120aBP va 31 ca BP thai, khdo

2018 50 (pemphigoid niém mac)

2019 30 ca BNTM

- '“

cad

C3d va Cad

€3d

c3d

c3d

c3d

Nhigu dau &n

C3d, C4d, IG

C4d

C3d

Cad

C3d+C4d

D6 nhay D6 diic higu
{so MDHQ) (so MDHQ)
90% 86,7%

93%

74,1% 95,8%
37% 80%
97%

100%

98%
86% 75,6%

83,3%

46-53%
52%-59%

56-68%

96,7% 100%

technique. Indian J Dermatol 2023;68:541-5.
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How to cite this article: Oryani MA, Tayebi-Meybodi N, Nahidi Y, Sabi MS,
Aghaei MA. Immunohistochemical evaluation of C4d and C3d markers
in bullous pemphigoid as a substitute for direct immunofluorescence
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VI. HMMD thuwong dung trong Da lieu

Biéu mo: CEA, EMA, CK,...
Trung mo6: desmin, vimentin, CD117,...
Soi: CD34. Mach mau: CD31, D2-40.

Than kinh, than kinh ndi tiét: S100, NSE,
Synaptophysin, chromogranin...

Mo bao: CD68, CD1a, ... Huyét hoc: LCA, CD117...
Melanoma: MART-1/melan A, HMBA45, S100

Lymphoma: CD3, CD20, CD2, CD5, CD4, CDS,
CD56...

Khac: Ki67, p53, pl6



NHUOM DAC BIET: PAS, Alcian Blue, GMS ,
Trichrome, AFB, Giemsa, CongoRed, elastin
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Trang bi Cost-benefit

2 bac sy v'Quy trinh

Vién quy
(thwky) Y Nhuom
may

v'"Nhudém tay

v'Chuyén gia
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Hoéa m6 mién dich va mién dich huynh quang la nhiing ky thuat giai phau
bénh nang cao, duoc chi dinh khi can tiép no6i thém nhing thong tin chan
doan hoic tlen luong vuot qua kha nang két luan cua k¥ thuat thuong quy.

Puoc phat trién va cai tién xuyén sudt tir nira sau thé ky 20 dén nay, hoa
mo mién dich ngay cang pho bién rén toan thé gidi, mo rong vai tro trong
chon lya phuong phéap va thudc di€u tri, co tiém nang thay thé mién dich
huynh quang von 12 k¥ thuat ra doi truoc nhung c6 nhiéu diem han ché.
Trong chuyén khoa da liu, h6a mo mién dich ¢6 vai tro quan trong trong
chan doan bénh, nham xac dlnh ban chat cua té bao va cau trac mo hoc
phuc vu trong chan doan ung thu da va phan phu da, bénh da nhiém trung,
bénh huyet hoc ¢ da, bénh mach mau,.

Dé trién khai ky thuat nay, trude tien can dam bao quy trinh, tay nghé kinh
nghiém va co so vat chat cua ky thuat thugng quy; sau d6 can lya chon dau
an hoa mo pho bién va phu hop cho nhu cau tai bénh vién Da liéu nhu

S100, HMB45,pl6, p63, CD3, CD20, CDI117..
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