11

12
13
14

(Target population)

end stage

(Population Sampled)
end stage
15
, , active SLE
steroid ~ immunosuppression

(Sample Size Calculation) [35]

(paired test)

(Za + Zp)2Sp2
D2
a=005 P=02
(L96 + 0.85)2 (425462 + 643942) = 16
(106459 - 52250)2

(Intervention)
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3, dialysate 2 1.5, 4.5 gm/100 ml
adequacy of dialysis (Kt/V > 2/wk, normalized creatinine clearance > 60

L/week/1.73 m2) Na 132 mEq/L, Ca 3.5 mEq/L, Mg
0.5 mEq/L, Cl 96 mEg/L, lactate 40 mEg/L

4, > 1.3 gm/kg/day

D, 1

ESRD CAPD
(N = 16) 6 months

Baseline data : blood chemistry, GFR, PTHi, ferritin, PET, KtV, nCCr,
nutritional status

CMIR test (before) CMIR test (after)
. - T cell subset

- PHA stimulation test

- delayed hypersensitivity skin test

4. (Observation and Measurement)

41

4.2
CBC, urinalysis, BUN/Cr, electrolyte, LFT, Ca/P04, cholesterol, PTHi, ferritin,
serum iron

24 creatinine clearance
500
weekly KV, weekly creatinine clearance ( )
protein catabolic rate ( )

peritoneal equilibration test ( )
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dialysate fluid for cell count, cell differentiation, gram stain, culture

4.3
Anthropometry body mass index, sum of skinfold thickness index
Biceps, Triceps, Subscapular, Suprailiac midarm muscle circumference
60 ( )
serum albumin < 3.5 mo/dl
cholesterol 150 mg/dl
4.4
6 T cell subset, PHA stimulation
test delayed hypersensitivity skin test
T cell subset

Monoclonal antibodies  Helper/Induce T cell (CD4)  Suppressor/Cytotoxic
T cell (CD§) CD4+ CD8+ T cells second
antibody (rabbit anti-mouse lg) fluorescein isothiocyanate
(FITC) Fluorescence

1

2. Automatic pipette 5, 100 (I

3. Centrifuge

4. Phosphate buffer saline pH 1.2-1A(PBS)

. fixing solution (1% paraformaldehyde)

6. mounting media

7. monoclonal antibody (mouse-anti CD4, anti CD8)

8. rabbit anti-mouse Ig-FITC

1. mononuclear cells Ficoll-Hypague  adjust 2 x 106
cells/ml. 2 0.5 ml.

2. 1,500 rpm 5 :

3. anti CD4 anti CD8 5 ., mix



4, incubate 4 -ec ( ) 30
D, PBS 2
6. rabbit anti-mouse Ig-FITC dilution
7. incubate 4°c( ) 30
8. PBS 2
9. fixing solution 0.5 ml., mix
10 packed cell
10. mounting media L, mix
11, 1 slide coverslip
Fluorescence
T helper cells (CD4) =50t6%
Tsuppressor cells (CD8)  =31+5 %

CD4/CD8 Ratio = 1.6 £0.3
T helper cell

-AIDS

bone marrow transplantation

-acute phase of CMV and other infection

- leprosy

- complicated malaria

- leukemia/lymphoma

T cell subsets

Flow cytometer

31

,mix 10
100 £, mix

,mix 10

, Incubate

> 600 cells/cumm.
> 400 cells/cumm.

monoclonal antibodies

whole blood
Flow Cytometer FAC Sort™ Becton Dickinson USA.
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PHA Stimulation Test
T lymphocyte mitogen Phytohemagglutinin (PHA) 3
T lymphocyte DNA PHA
Tritiated thymidine (3HTAR) ( Thymidine
uptake ) lymphocyte function
defect
1. Tissue culture medium (TCM) RPMI 1640 93 ml + Human AB
serum 5 ml + Penicillin 100 u/ml & Streptomycin 50 u/ml + HEPES
buffer LM 1 ml
2. Hanks balanced salt solution (HBSS)
3. PHA in TCM

4, Tritiated Thymidine 1 mCi/ml (3HTdR)
5. Scintillation fluid : PPO 5¢ + POPOP 0.1 g + Toluene 1000 ml

1 mononuclear cells Ficoll-Hypaque 2 HBSS, 1
TCM-under sterile condition
2. 2x106cells/ml. TCM

3. steriled flat bottom microtiter plate, triplicate
cells suspension (2x106cells/ml) 100 (il
TCM 100 1 background control 3 )

PHA 100 ni ( 3 )
4. mix, Incubate 37 ¢ in 5% C0266 hrs.
) 3HTdR (20 nCi/ml) 25 (il cells culture (final 3HTdR

concentration = 0.5 nCi/well)
6. mix, incubate 37 °c in 5% C026 hrs. ( harvest freeze -20 C)

7. harvest cells ~ automatic cells harvester, 2 cycles DNA
Trichloracetic acid DNA  glass fibre filter
8. filter vial  Scintillation fluid

9. count p-ray
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—
.. culture
l medium
[ antigen _J [rg S ¥
isuspension 5 w —|sthymidin
/» ~ BNy
) kY
lymphocytes
( \/ r QoYtHho
whole f——- [ oog 9dlass fibre
blood |.:: 2090 filter
and [%:7% | centrifugation 0020 [ A
li et —0 ] 2SS P89S ]l \/
saline -— L v~ | a8 v 9r
£ 000X 0) \/ 7 \
EE ol ¥ : I
1 Fi € o, TOON,
re o o
Isonaque TR > OQQQ)’
L 20 N
separated cultivation measure

blood radioactivity

lymphocyte stimulation test [36]

31
harvest cells transformation) 2
1 blast transformation % blast cells culture 3
Wright's stain ( incubate 72 4)
2. 3HTAR count p-ray
assay 3HTAR lyse cell DNA

Autoradiograph
Interpréte
1. Count per minute (cpm) =
average cpm of stimulated culture - average cpm of unstimulated culture
positive 2,000

2. Stimulation Index ( .1)=
average cpm of stimulated culture

average cpm of unstimulated culture

positive 1. 2
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cpm background

cpm 1

T cells vitro non-specific
In vivo test (skin test)
T cells CMIR
Autoimmune disease, Malignancy, Immunodeficiency T cells, Immunosuppressive
drug Therapy, AIDS etc.
delayed hypersensitivity skin test ~ multi CMI skin test

7 (delayed
hypersensitivity skin test) 1
Pasteur Merieux Serum et vaccins Lyon-France

1 1
Tetanus-antigen 550.000 Meérieux Units/ml.
Diphtheria-antigen 1.100.000 Mérieux Units/ml.
Streptococcus-antigen (group C) 2.000 Mérieux Units/ml.
Tuberculin (old)-antigen 300.000 I. ./ 1.
Glycerin control, glycerin solution at 0.70 g./ml.
Candida (albicans)-antigen 2.000 Mérieux Units/ml.
Trichophyton (mentagrophytes)-antigen 150 Mérieux Units/ml.
Proteus (mirabilis)-antigen 150 Mérieux Units/ml.

(Cell mediated immunity)
Multipuncture

Multipuncture
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T-bar

48

(palpable induration) (Erythema)

a b a+h

10

(Data Collection)

X 4 »*22£ 2>c9



2.
CBC, UA, BS, Bun/Cr, electrolyte, Ca/P04, LFT, cholesterol, PTHi, ferritin
Creatinine clearance
weekly KV, weekly creatinine clearance, peritoneal equilibration test
protein catabolic rate

3. total lymphocyte count, T cell CD4  CD8

4, T lymphocyte response  mitogen phytohemagglutinin

) skin test

6. (Data Analysis)
(Quantitative data)
(mean) * (median)
(Qualitative  data)
(proportion)

Wilcoxon Signed-rank test
nonparametric statistics

(highly screwed)
( <30) power
Z = T-E(T)
(M
E(M = (+7) ()
4
m = Jn(n+)2n+)24
T = Wilcoxon T
2 T lymphocyte
stimulation Mann-Whitney test

skin test Mc Nemartest

36

PHA
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T cell total lymphocyte count,
T lymphocyte  vitro study (PHA stimulation Test)
50 delayed hypersensitivity skin test
negative  positive
adequacy of dialysis
7.
[Al 16
CAPD hemodialysis
2
6
1.2 dialysis adequacy
1.3 peritonitis
1
CMIR

14
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