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MOT SO PHUONG 1{HAP, KY THUAT
TRONG CHAN POAN

MIEN DICH LAM SANG
HCMC Society of Asthma, Allergy and Clinical Immunology
Hoi nghi thwéng nién 2023

DI UNG TU MIEN

K§ thuat mién dich huynh quang gian tiép ANA (IIFT-ANA)
K¥ thuat ELISA

K¥ thuat ngung két gel (Gel precipitation assays)

Phuong phap lai thdm protein: Western (immuno) blot
Phuong phap diém cham (Dot blot)

K¥ thuat dai chidm loang (Line blot)

K¥ thuat mién dich t0 hop (Multiplex Immunoassay MIA)
Phép do dong chay (Flowcytometry)

K¥ thuat khang nguyén chip (Antigen microarray)

e Test lay da

* Test nd1 bi

« Test ap da - Patch test

* Dinh lugng tryptase

* Dinh luong histamine

« Pinh lugng IgE dic hiéu huyét thanh

 Test kich hoat basophil BAT

« Test kich thich trong chan doan dj Gmg thudc

« K¥ thuat dinh luong cytokine trong huyét thanh

O O O O O O O O O O
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MOT SO PHUONG PHAP, KY THUAT amet

TRONG CHAN DOAN

MIEN DICH LAM SANG
HCMC Society of Asthma, Allery Clinical Im olog

ety of Asthma, Allergy and Clinical Immunology
Hoi nghi thwéorng nién 2023

DI UNG TU MIEN

K¥ thuat mién dich huynh quang gian tiép ANA (IIFT-ANA)
K¥ thuat ELISA

K¥ thuat ngung két gel (Gel precipitation assays)

Phuong phap lai tham protein: Western (immuno) blot
Phuong phap diém cham (Dot blot)

K¥ thuat dai cham loang (Line blot)

K§ thuat mién dich to hop (Multiplex Immunoassay MIA)
Phép do dong chay (Flowcytometry)

K¥ thuat khang nguyén chip (Antigen microarray)

e Test lay da

e Testno1 bi

e Testap

* Dinh lugng tryptase

* Dinh lugng histamine

« Pinh luong IgE dic hiéu huyét thanh

 Test kich hoat basophil BAT

e Test kich thich trong chan doan di tng thudc

« K thuat dinh lugng cytokine trong huyét thanh

O O O O O O O O O O




Blot | Code | Allergen name \+€

f1  Egg white ‘
f75  Egg yolk
f3  Codfish

f24  Shrimp/prawn Center for Molecular Biomedicine
Tu:

Ll XET NGHIEM THAM MIEN DICH (IMMUNOBLOT)
PHAT HIEN KHANG THE IGE PAC HIEU DI NGUYEN

’b

fla  Soybean s o © . X Q‘
202 Corn s & o F O SR
| 79 Gluten @ & S PS8 ESF D ebebebrobrab ‘o@ ?; 6‘

13 Peanut O hl i ENCLEN SoCobe® °20%20° et

f17  Hazelnut AN O Q7o¥A OOV A N I QO‘,&Q

20 Almnd R AN L101L 10| RN 1110}

f2 C:

76 ngg’ssdnd‘ Alpha-lactalbumin Food

(cow’s milk}
7 ‘ncgs;z?I-"(B'eta‘lactoglobulm <\l @l, c') L +| L1 111 P
cowamill .. i < o O Sa\@ 2L & @ S
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105 Chocolate O 002 Rl }‘ﬁ‘o & x o N

218 Goat's milk o N & ¥ P SO 2

f25  Tomato o (0\ Q\‘\ Qo Q’,bg

f32  Lemon A%

f33 Orange

fd4  Strawberry

f49  Apple

f72  Pineapple

°
4 * A 4 A - * A
f26  Pork
oo Xet ngh1em khang thé IgE dac hiéu

{ {155 Brewer's yeast

|| 585 [ v ﬁg&im il dication &__ @ pollen dl nguyen la IIlOt Xet nghlem mau
| ' dugc sir dung dé chan doan su di tng
vO1 mot chat hoac nhiéu chat dac

d1 Dermatophagoides pteronyssinus

 d2 Dermatophagoides farinae
y d201 Blomia tropicalis animal

o o scratches

e85 Chicken feathers

m1  Penicillium notatum

e @__0 pollen mide  h1€u 0 nguo1 co trigu chirng di ing
e o mildew Ay - ,

& |nerieuns cap tinh hoac man tinh.

T2 | [y tas v SO Latex animal —

i3 Common wasp venom
i70  Fire ant

i71  Mosquito
i100 Cockroach, American

dander

, CCD CCD marker
Ind Indicator band
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XET NGHIEM THAM MIEN DICH (IMMUNOBLOT)_

wbpense  PHAT HIEN KHANG THE IGE PAC HIEU DI NGUYEN

Nguyen ly hoat dong:

- Cac khang nguyén (Antigen) duoc phu trén que thur theo vach
song song (pha ran).

- Néu bénh pham duong tinh, cac khang thé (antibody) dic hiéu
trong huyét thanh s& gan véi khang nguyén.

- Trong budc u ther 2, khang thé the cap c6 gan alkaline-
phosphatase (AP) dc cho vao dé PU véi phitc hop khang thé-khang
nguyén

- Khang thé danh dau dugc nhudm véi co chat dé tao ra vach mau
t61 & c4c vi tri gan khang nguyén twong tng.

Colourlezz
MNBET/BCIP Colour reaction

AP-labelled
antibody

Antibody from
patient sample

Antigen

Membrane
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XET NGHIEM THAM MIEN DICH (IMMUNOBLOT)_
mispenaise  PHAT HIEN KHANG THE IGE PAC HIEU DI NGUYEN

H0| nghl thwong nién 202Q
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- Xét nghiém IgE dic hiéu di nguyén 1én dén vai chuc DN/ lan.

- Quy trinh chay toi vu thé tich mau va thoi gian thuc hién.

- CCD marker gitp phat hién PU qua man hodc PU chéo di nguyén goc carbohydrate
UU DIEM:

- An toan, dac biét trén BN c6 nguy co sbc phén vé Cao.

- Khong gay khoé chiu cho BN —————

———————— g~

= DéC hléu CCD, glém phé’m L’rng ChéO _— Bl A A R & N N
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X1 ly phan wwng dwong tinh gia do cross-reactive S
\ carbohydrate determinant (CCD)

S @
Q $oQ
® & PR
I i I
Without Anti-CCD Abs. - l l - | | |
With Anti-CCD Abs. E=a [ | B i T
Allergen Concentration EAST class .
9 i : Anti-CCD Absorbent
cco "
0.35 kUl 0
- 58 kU/I 5 o 7
i 0.52 KU/ 1 -
54 KU/ 5 Cro.sz—(r:gactive .
! anti-
Latex (u85) 54 KU/ 5 antibody
. 27 kUi 4 N il N
Timothy grass (g6) <0.35 KUI 0 Allergen-specific
antibody
Excerpt from the test evaluation
o a . Allergen
Result without Anti-CCD Absorbent: Conclusion:
Positive reaction to a large number of tested aller- —® The patient should avoid the allergens with a positive
gens. result.
Result with Anti-CCD Absorbent:
Positive results sometimes show a clear reduction A differentiated diagnosis is enabled by inhibition of the
in EAST class (e.g. carrot) or are now negative (e.g. — anti-CCD IgE antibodies. The patient must avoid far fewer
timothy grass). In some cases the test result remains allergens than originally diagnosed.
unchanged (e.g. latex).
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MIEN DICH LAM SANG Phén loai ml’l,c d@ IgE déc hiéu di nguyén
Hoi nghi thwéng nién 2023 tl‘()ng huy é t thanh

Phan loai (Class) Nong do (Concentration) kU/L Két qua (Results)
Class 0 0< sIgE <0.35 Am tinh (Negative)
Class 1 035< SsIgE <0.7 Duong tinh rat thap (Very Low Positive)
Class 2 0.7< sIgé <335 Duong tinh thap (Low Positive)
Class 3 3.5< sIgé <17.5 Duong tinh (Positive)
Class 4 17.5< sIgE <50 Duong tinh manh (High Positive)
Class 5 50< sIgé <100 Duong tinh rat manh (Very High Positive)
Class 6 sIgE =100 Duong tinh rat manh (Very High Positive)

Nong dg IgE ddc hiéu di nguyén trong huyét thanh SIQE = kilo don vi/L (kU/L).




PHIEU KET QUA XET NGHIEM

THQNG TIN BENH NHAN
Ma sé: A48

Ho va tén:

Pia chi/ Pién thoai:

Bac st chi dinh:

Chan doan:  Viém mii di wng

Tuoi/ Néam sinh:

Bénh phdrn.'

Ngay nhdn mau.

Noi giri mau:

Gidi tinh: N

Huyét thanh

Yéu cdu xét nghiém: Tam soat di nguyén thuong gap (khong khi, thiec an, con tring ...)
KY THUAT XET NGHIEM Allergy EUROLINE Atopy Venezuela 1

KET QUA
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Di irmg nouvén | Néne as [Phan lugil 0
Men bia (£155) <035 KU/ 0 ]
Men banh mi (f45) <035kUN 0

Nhya, cao su (u853) <0.35kUN 0 ]
Mat bui nha Der. pter. (d1) 3325kUN 4

Mat bui nha Der. farinae (d2) 74.50 kKUAN 5

Mat bui nha Blomia tropicalis (d201) | <035 kUi 0

Méo (el) 18 81 KU/ 4

Ché (c2) <035KUA 0 ]
Long ga (e85) <035KUN1 0

Nam Penicillium notatum (m1) <0.35kUN 0 |
Nam Cladosporium herbarum (m2) | <0.35 KUn 0

Néam Aspergillus fumigatus (m3) <035kUN 0

Ném Candida albicans (m5) 0.35 KU/ 1

Ném Alternaria alternata (m6) <0.35kUAN 0 :l
Co ga (22) 0.43 KU/ 1

B6 cong anh (w8) <035 kU 0 ]
Noc ong mat (i1) <035kUN1 0 ]
Noc ong vo vé (13) <0.35kUN 0 ]
Kién lira (i70) 0.52 KUN 1

Musbi (i71) <035KUA 0

Gian (1100) <035kUL| O

CCD marker (CCD) <035kUN 0 ]

|
Phan loai (Class)

Class 0
Class 1
Class 2
Class 3
Class 4
Class 5

ClaTs 6 |
| |

Nong do (Concentration) KU/L

0< sIgé <0.35
0.35< sIgé <0.7
0.7< slg <35

35< sIgE <175
17.5< sIgE <50
50< sIgE <100

Center for Molecular Biomedicine

Két qua (Results)
Am tinh (Negative)
Duong tinh rat thap (Very Low Positive)
Duong tinh thap (Low Positive)

Duong tinh (Positive)

Duong tinh manh (High Positive)

Duvong tinh rat manh (Very High Positive)
Durong tinh rat manh (Very High Positive) &
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XET NGHIEM KHANG THE KHANG NHAN (ANA)

wenaninuang nen 202 X6t nghiém ANA (Antinuclear antibodies) phat hién khang thé nhan trong
mau cua nguot dugc lam xét nghiem.

Gilp chan doan cac bénh tu mién nhu: ELISA
, Screening, profile and monospecific analysis
* Lupus ban do hé thong SLE
ANA Diagnostics Using
o Hoi chbi’ng Sjogren SS Indirect Inmunofluorescence [IFT

-- - ANA Profile Immunoblot

* Viém khop dang thap RA
* Viém da colViém da co

, N g oA ye S 20 & O S° o"ooo O & s
« Xo cimg bi hé thong PSS - - - Eatat ity T R LN o

* Bénh vay nén
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XET NGHIEM KHANG THE KHANG NHAN cmaé
femmm= BANG KY THUAT HUYNH QUAN GIAN TIEP (1IFT)

- Marker chinh: dsDNA, RNP, SS-A, SS-B, Scl-70, Mi-2,..
- CO’ Chét thlIC hlén Té bé.O Hep-2, Fluorophore / Enzyme
Primate liver

- Tiéu chuan vang ciia nhom xét nghiém
ANA

Secondary antibody

Primary antibody

Khadng thé dic hiéu dwoc gdn voi
phuc hop huynh quang giup chung |

ta quan sat deQ‘C p han L%ng mieén immunoﬂ:]:rlzz';nce assay
dich duwoi kinh hién vi huynh quang

—
— —



XET NGHIEM KHANG THE KHANG NHAN anz8
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BANG KY THUAT HUYNH QUAN GIAN TIEP (1IFT)

MIEN DICH LAM SANG

H0| nghl thwong nién 2023 NGUYEN LY’ HOAT D(:)NG

. . ) Ag Hep-2cell
T€ bao Hep-2 ¢6 khang nguyén bé mat da dugc co dinh trén slide s€
duoc cho phan trng véi huyét thanh bénh nhan. M
ANA-Ab
Khang thé thir cap co gan chat danh dau huynh quang dc cho vao va Sample

—

Fluorescein (FITC)- conjugated
anti-human immunoglobulin

g}}.

hN

s& lién két vai 1mmunoglobu|ln ctia huyét thanh bénh nhan da gan vao
khang nguyén trén co chat.

Nhitng vi tri c6 ¢b dinh khdng B
thé s& nhin thay duoc dudi

kinh hién vi huynh quang. Mdi

tu khang thé s& dugc xac dinh
bang mot kiéu bat mau huynh
quang dac biét trén mot co

chat dic biét.

@




CAu tric cua mot Slide BIOCHIPs cme}"é

Center for Molecular Biomedicine
' 4

c() gz‘in cf') dinh té bao HEp-2

MIEI
HCM

H{)l nc

HEp-2 Liver

Té bao gan linh trwdng
Té bao HEp-2 —1} +}—Primate Liver

Mai slide sé ¢6 tir 5-10 BIOCHIPs giin c6 dinh 2 loai té bao HEp-2 va té bao gan dong vit linh truwéng.
« Tébao HEp-2 c6 gap 10 lan cac té bao dang phan chia giup dé dang quan sat cac mitotic pattern.
. Té béo‘gan dong vat linh trudng (Primate liver) duoc tién hanh thuc hién phan tmg song song véi HEp-2
cell nham muc dich:
1. Khang dinh két qua cua HEp-2;
2. Tac dung tuong ho 1an nhau khi doc va x4c nhan két qua;

—

3. Xac dinh dugc mot s6 khang thé dic biét khac, giup dua ra nhitng chan doan quan trong chua thé hiéngs
dugc trén HEp-2




Mot so hinh anh vé ANA Pattern CfTBé
chi nhan trén té bao HEp — 2

MIEN DICH LAM SANG

HCMC Society of Asthma, Allergy and Clinical Immunology

Hoi nghi thwong nién 2023

ANA homogen Nuclear dots

Nuclear memb. Ribosomes
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et Nuclear pattern (HEp-2)
|
I ? l l l i
Homogeneous Speckled {4 2:::;230 Centromere nu?::::rro:l:)ts Nu‘cleolar e’:‘:\:::z‘:’; Pleomorphic
AC-1 AC-245 AC-2 AC-3 AC-6.7 AC-8,9,10 AC-11.12 AC-13,14
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Why register and become an Affiliated Member

Choose AC# v or word search Q

ICAP%3 d

INTERNATIONAL CONSENSUS ON

- Portugués  Espafiol Italiano Dutch  Deutsch  {gf&kchsz ®g&chr  Frangais Tirkge Pycckmit  Bosanski  Magyar EMnvika  8120{f HAZE ‘lna  YkpaiHcbka

ANA Patterns - Nuclear Patterns

AC Nuclear homogeneous Diffuse Homogeneous and regular fluorescence across all nucleoplasm. ..
The nucleoli maybe stained or not stained depending on cell
substrate. Mitotic cells (metaphase, anaphase, and telophase)
have the chromatin mass intensely stained in a homogeneous
hyaline fashion.

AC.2 Nuclear dense fine none Speckled pattern distributed throughout the interphase nucleus ..

speckled with characteristic heterogeneity in the size, brightness and

distribution of the speckles. Throughout the interphase nucleus,
there are some denser and looser areas of speckles (very




AC-2

AC-3

AC-4

AC-5

AC-6

AC-7

Nuclear dense fine
speckled

Centromere

Nuclear fine speckled

Nuclear large/coarse

speckled

Multiple nuclear dots

Few nuclear dots

none

kinetochore

fine granular

spliceosome/nuclear matrix

6-20 nuclear dots, NSpl, PML bodies

1 to 6 nuclear dots, coiled body,
Cajal bodies

Speckled pattern distributed throughout the interphase nucleus
with characteristic heterogeneity in the size, brightness and
distribution of the speckles. Throughout the interphase nucleus,
there are some denser and looser areas of speckles (very
characteristic feature). The metaphase plate depicts strong
speckled pattern with some coarse speckles standing out.

Discrete coarse speckles (40-80/cell) scattered in interphase
cells and aligned at the chromatin mass on mitotic cells. e.g. anti-
CENP B

Fine tiny speckles across all nucleoplasm. The nucleoli may be
stained or not stained. Mitotic cells (metaphase, anaphase, and
telophase) have the chromatin mass not stained. e.g. anti-SS-
A/Ro, anti-SS-B/La

Coarse speckles across all nucleoplasm. The nucleoli may be
stained or not stained. Mitotic cells (metaphase, anaphase, and
telophase) have the chromatin mass not stained. e.g. anti-Sm,
anti-U1 RNP

Countable discrete nuclear speckles (6 to 20 nuclear dots/cell).
e.g. SP-100

Countable discrete speckles (1 to 6 nuclear dots/cell in most
cells). These are known as Cajal bodies or coiled bodies. e.g.




Quy trinh thwe hién MD huynh quang gian tiep Cm36

BIOCHIP slide
BIOCHIPs ) reagent fray

\;
%

TITERPLANE Technique

MIEN DICH LAM SANG

HCMC Society of Asthma, Allergy and Clinical Immunology

H6i nghi thwong nién 2023 Pipette: 30 i per field _g_\ﬂﬂﬂr diluted samples Cho 30uL chl'rng du’O’ng, Chli’llg ﬁm, m?tu BN
[, \ 14 A * 14 A
Y006 E@mE  yiochc dvitritrén khay

incubate: 30 min e mmm Up slide BIOCHIPs 1én khay, 0 30’
Yash: 5 min euvette T ]  PBS-Tween Ngam slide trong beaker nhé chira PBST 5°
Pipette: 25 pl per field RVAVATATATE labelled antibody Nho 25ul. conjugate antibody Ién cac 6 vi
56666 =mmoas tri trén khay

Incubate: 30 min Up slide BIOCHIPs 1én khay, 1 30
Wash: = Isfush ‘ — Ngam slide trong beaker nho chira PBST 5

| | Nho 10uL glycerol Ién cac 6 vi tri trén -
Embed: max. 10 pl per field _— embedding medium ~ 2w, 1A

A A A A cover glass da dat 1én khay
cover glass
o | Up slide 1én cover glass chira glycerol &
valuate: Lorescence mICroscopy L , , ! dQC KQ =
/, ff(f —— / —
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K§ thuat TITERPLANE amnes

MIEN DICH LAM SANG
H0| nghl thwong nién 2023

microscope slide
[————

ARANANANA sera BIOCHIPs microscope slide
——— y OO , e
4 . > Khay thao tac
terpiane  Nnohwyér - FIE PR e Terplane
thanh [én
khay

Thuan loi:

> Bat dau tat ca cac phan Gmg cung ltc

> Diéu kién xac dinh nhu nhau trong sudt qua trinh

> Khong xdy ra sy bay hoi ciahéachat ~ EESSESEISEISE § 8

P e~ [ — [— e —

> Dé dang thao tac
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bl BQC ket (11151 va Phﬁn tich

HCMC Society of Asthma, Allergy and Clinica nunology
Hoi nghi thwéng nién 2023

Két qua s& dugc doc trén kinh hién vi huynh quang (c6 thé _
trong phong t61) co k&t no1 camera dua hinh anh 1én may tinh




Cach doc két qua ITFT trén cmaé‘
Kinh hién vi huynh quang

MIEN DICH LAM SANG

H0| ngh| thwong nién 2023

ting doc (truong hop hiém)

nong do khang thé khong du manh.

Luu V: C4c trudong hop cO thé xay ra :

Chon hon 1 vi tri ¢é quan sat toan dién va khéng bo s6t bat ky trudng
hop bat thuong ndo. Nén doc tong thé tai trung tdm va zoom sang 4
goc trén 6 BIOCHIP HEp-2 dé quan sat ro.

Két hop doc két qua trén nhiing té bao trudng thanh va dang trong
qua trinh nguyén phan.

Két hop doc két qua trén HEp-2 va trén té bao gan dong vat linh
truong dé x4c dinh lai ket lugn mot lan nira, tranh bo SOt bat thuong i, i krang i hip din i pattern th
(néu Cé) duoc rat mo co thé tra két qua am tinh.

- Mixed pattern két hop nhiéu pattern trong 1 két qua
- Atypical pattern: pattern khdng dién hinh khac véi nhimg loai da

- Hiéu gia thap, ngang ngudng: hinh anh thu nhan duoc s& md do
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Quy trinh chan doan sang loc benh =

MIENDICHLAMSANG Viém khO”P tl‘l. mién ANA

H0| nghl thwo’ng nién 2023

Bénh nhan co triéu chirng nghi ngo bénh
viem khop tw mién can chan doan?
|®
Thuc hién xét nghiém sang loc ANA bing phwong
phap mién dich huynh quang gian tiép IIFT

@1 @i l@

Két qua ANA am tinh: Keét qua ANA duong tinh:
- Khéng can thuc hién thém cac testty - Lam thém cac phuong phap phat hién tu
khang thé khac khang thé dic hiéu dwa vao hinh anh
- Thuc hién lai ANA test sau vai thang ANA thu duoc va triéu chirng lam sang -

cua bénh nhan (IMMUNOBLOT ELISA) _—
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MIEN DICH LAM SANG
HCMC Society of Asthma, Allergy and Clinical Immunology
Hoi nghi thwong nién 2023

XIN CHAN THANH CAM ON QUY V| DA
CHU Y LANG NGHE!
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