(Research Question)
(Primary question)
HLA-DRB 1*0405
(Objective)
HLA-DR4 subtype
(Hypothesis)
HLA-DRB 1*0405
(Research Design)
Cross-Sectional Descriptive Study
(Research Methodology)
(Population) (Sample)
(Inclusion criteria)
1 classification criteria of rheumatoid
arthitis ARA 1987 ( 2)
2 HLA-DR4
3
(Exclusion criteria)
) classification criteria of rheumatoid
arthritis ARA 1987 ( 2) HLA-DR4

2



HLA-DR4

b
N = 2pq( Za+Zp)V(PEP0)2
pa = PR/[I4PQR-I)]
p= (V1+#p0)/2
N = ,a =005 P=01
Za = 1.96 (two tail), Zp = 1.28 (one tail)

PO (HLA-DR4)  HLA-DRB1*0405
9 0.378
9HLA-DRBL 0405
R = (Relative risk)
HLA-DRBL 0405 9 46
PL = (0.378X4.6)/ [I+0.378x(4.6-1)]
= 0.736
P = (0.378+0.730)/2
= 0.957
q = 1-0.557 =0443
N = 2X0557X0.443X(1.96+1.28)V(0.736-0.378)2
=40

40
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(Observation) (Measurement)

HLA-DRY subtype (HLA-DRB1*0401-0410)

Subtype HLA-DR4 polymerase - chain - reaction-
sequence specific oligonucleotioe probe (PCR-SSOP)2 Tissue typing

(Data Collection)

- Extra-articular manifestation
X-ray
theumatoid factor
- Functional class ( 3)
(Joint deformity)

- HLA-DR4 DNA
HLA-DR4 subtypes (0401-0410)

1
2 HLA-DR4 DNA
HLA-DR4 subtypes (0401-0410)
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HLA-DR4 subtypes polymerase chain reaction-sequence specific
nucleotide probe (PCR-SSOP)
1 DNA (D\A extraction)

- % ethylene diamine tetraacetate (EDTA)
- red cell Iysis buffer (RCLB.)
- White cell lysis buffer (WCLB,)
- 10% sodium dodecyl sulfate (SDS)
- proteinase K
- chloroform+soamyl alcohol (24:1)
- 5M. NaCl
- phenol + chloroformt-isoamylalcohol 3:1
- ahsolute ethanol
-70 % ethanol
- TE buffer
1 10 m, ( BLm. 5%EDTA 2 ml)
4°c 2500/ 15
2. huffycoat  falcontupe ( 15 ml)  RCLB. 10 m,
4°c 1500/ 10 1
3 2 WCLB
eppendorf tube 0.6 m.
4 10%SDS 12 pi proteinase K 12 pi
0°cC 18
5. phenol + chloroformisoamyl alcohol (3:1) 0.5 ml.
highspeed 5 1
6. chloroform+isoamylalcohol (24:1)
highspeed 5
1 5 MNaCl ( NaCl 0.1 M)

8. absolute ethanal ( ) 2
DNA
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9 highspeed 5
10. 70+ ethanol 1 ml.

highspeed 5 1
11 60-80 C 30
12 TEhuffer50pi DNA oD
DNA
oD DNA
- DNA 150 TE buffer 0))
260 280 330
- DNA
DNA (gg/ml) = [{( D(260nm) - OD(330nm)} x50]x50
DNA 100-120 py/ml polymerase chain
reaction '
DNA 120 pg/ml TE huffer
100 pg/ml
2. polymerase chain reaction

- primer B (codon 87: 5" G CCG CTG CAC TGT GAA GCT CTC 3”)
- primer ¢ (codon 6: 5" GT TTC TTG GAG CAG GTT AAA ¢ 3))
- Tag] polymerase
- ANTP
- PCR huffer
- DNA sample
L primer, PCR buffer, INTP -~ 37 30
2. - 10 pi PCR huffer
10 pi dNTP
2.5 pi primer B
2.5 pi primer ¢
64.5 pi dHD
10 pi DNA sample
0.5 pi Tag polymerase
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100 (I 1sample
3 DNA thermal cycler (Perkin-Elmer model 480 Thermo-Cycler)
profocol  Quick-Typed
sing  lople:9%°c A
Royles 9%c 1 ,60c 1 ,72¢c 1
lople:72°c 10
4. PCR procuct 0el electrophoresis

PCR product el electrophoresis
L 15w gel  IXTAE +ethidium bromide (10 mg/ml) 1.5 i 30 m.

agarose (el 0.45 gm.~ IXTAE 30 ml,

60°c ethidium bromice 1.5 pi oel tray
2. PCR product 4 pi bromphenol blue 2 pi el
standard marker®  ¢x 174 DNA/Hae 11 8 V. 45
el Ultraviolet 290 Kb
standard marker 5
3. PCR product ( 0el electrophoresis )
chloroform 50 pi hignspeed 5
4°c ( PCR product) 3
3. Dot blot-Hybridization ( Quick-Tvpe ™ )3

3.1 dot blot ~ membrane

- nylon memorane (Lifecodes # 957025; Amersham Hybond N+)
- PCR products

- 265C

- Clnaturation solttion

- membrane rinsing solution
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PCR product

Gel electrophoresis
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4. membrane probe-hybridization solution 2
water beth shaker 45°c - 30 *

5. membrane 25C 20 m 2-3
6. memorane TMAC solution 30ml. (60°c)
water bath shaker 60"c =~ 20 *
1. membrane 2SSC 2-3 x
8. membrane IXQUICK-LIGHT Buffer 40 m. 1
IXQUICK-LIGHT Buffer 3
9 membrane folder - Lumiphos® spray!
folder heat seal
10. membrane X-ray film casette DNA
5-30 31°c membrane ?
hybridization ( ) HLA-DR4 subtype
9 HLA-DRY sbtype probe
(Data Analysis)

( arization of Data)

HLA-DR4 suiotype

1
1
2. HLA-DR4 subtype
3
2 (Data Presentation)

3 (Hynathesis testing)
Chi-square test HLA-DR4 stbtype

(Ethical Considerations)
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(Limitation)
HLA-DR sbtype HLA-DRB1*0401-0410
(Expected Benefits and Application)
1 HLA-DR4 subtype 10
2 HLA-DR4 subtype 10
3, HLA-DR4 slibtype
(HLA-DRB 1*0401-0410)
(Obstacles and Strategies to
solve the problems)
HLA-DR4 "
HLA - 1-8 o
B 40

(Administration and Time Schedule)

L 2541

2. 2541

3. 2541

4 2541 2542
5. 2542

6. 2542



/

42

Probe 58

membrane

probe 42

hybridization

rote
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Hybridization

25

13

21 | 22

29 | 30

31

38

40 [ 42

43 44 | 45|57 | 58

64




26

8 Hybridization

No. ProoeNo. 4 13 21 22 29 30 31 38 " o4
3l

32

33

34

3

36

38

39

4

43 TE buffer
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HLA-DR4 subtype

Probe

Probe No.| 4 [ 13|21

22

29

30| 31

0401
0402
0403

0404

04051

04052

0406

0407

0408

0409

0410

38

40

42

43 |44 | 45| 57

58

64
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