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QuUUAN...l W AN () 1thn () NIMin
Nasal discharge ( ) watery { ) mucous ()no
Nasal injection/edema () yes ()no
Injected pharynx () yes {)no
Mucous postnasal discharge {)yes ()no
Cervical adenitis () yes {)no
Serous otitis media () yes {()no
( ) cannot be examed
Stridor () yes () no
Hoarsness () yes ()no
Barking cough () yes {)no
Dyspnea ' ( ) flaring of ala nasi
() retraction () no
Crepitation () yes ()no



Wheezing () yes () no
Rhonchi () yes {)no
-5 %/ 2 aiey
wam ARy MRl fliams
5.1 CBC (ym () hivh
fviwa WBC () <5,000 () $,000-10,000
() 10,000-15,000 () >15,000
PMN () >80% ( ) <80%
‘Band () lull () <5% () 5-10%
Lymph () >80% () <80%
5.2 Hemoculture ()M () Tt
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5.3 Endotracheal suction culture ()M ) Tivh
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5.4 HAN13A39 Chest X-ray ()M ) hivh

fima () 1) Perihilar infiltration

() Hyperaeration

B! Patchy infiltration at......

() Una () DU
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1. o et azenaniinld
1. wadimzies 2 vila 1dnnnainemandnsinmd
1.I HEp-2 cell line Wuwaduziiivaoaan (carcinoma of larynx) Hunaeiian
i]’]ﬂﬂu&'lﬂ;‘ut“'l&’uﬂﬂl‘f:ﬂ RSV
1.2 MDCK cell line (Madin Darby Canine Kidney) ;fluwaﬁ%‘:n"lmuaaﬁ1w§'v
wauﬂmé“;ﬁ) Influenza virus
2. Seed virus 1A INNTAAINGENAAS 1 3 Wila A
2.1 Respiratory Syncytial virus (RSV : long strain)
2.2 Influenza A virus (H3N2)
2.3 Influenza B virus (Yamagaters)
3. ﬁywv1ﬁ1§1§631maﬁnw1ztmm‘?;ﬂ'lﬁﬁ
Minimum Essential Media (MEM) (GIBCO, Grand Island Ny, U.S.A.)
Fetal Caft serum (FCS) (Flow, North Ryde, Australia)
HEPES : N-2-hydroxyethlpiperazine-N-2-ethansulfonic (Sigma, Mo, USA)
Trypsin 1:250 (Difco, USA)
L-Glutamine (Gibco, USA)
BSA fraction V (Sigma, USA)
EDTA : Disodium ethylenediamine tetraacetate dihydrate
Powder (Sigma, USA)
D-biotin & VilaminH (Sigma USA)
Trypsin Acetylate : Acetythypsin from Bovine Pancrase type
V-S (Sigma, USA)
TC Vitamin (Sigma, USA)
Fobic acid : Pleroylglutamic acid (WAKQ pure chemical industric Ltd. Japan)
Eagle’s MEM (Nissui Pharmaceutical Co LTD., Japan)
Amphotericin B (Squibb & Son, Inc, USA)
Penicillin (Dumex, Bangkok, Thailand)

Streptomycin (Thai Meiji, Bangkok, Thailand)
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4, ﬁynnﬁm%’u Indirect Immunofluorescence (IFA)
Anti-Respiratory Syncytial Virus, rabbit IgG fraction
(B 344) (Dako, Glostrup, Denmark)
Fluorescein conjugated swine immunoglobulin to rabbit immunoglobulin (F 205)
(Dako, Glostrup, Denmark)
IMAGENTM Influenza virus A and B kit (K 6105) {Dako Denmark)
5. Ml
Acetone, AR grade (BDH, England)
Disodium hydrogen phosphate (Na,HPO,) (E.Merck, Darmstadt,W. Germany)
Sodium bicarbonate (NaHCO,) (BDH, England)
Potassium chloride (KCl) (E.Merck, Darmstadt, W. Germany)
Sodium chloride (NaCl) (E.Merck, Darmstadt, W.Germany
di-Potassium hydrogen phosphate (K,HPO,) (E.Merch, Darmstadt, W.Germany)
Tween 80 (Sigma, Mo, USA)
IL mm‘%‘anﬁ”wwhm
1. thedmiumzdoasad
1.1 Fetal caft serum : FCS
inactivate 7l 56°C U 30 WA uald wbe 8z 10 ml Fuf 20°C
1.2 HEPES buffer 1 M
HEPES 47124 g
Deionized distitled water 20 ml
N30 filter 0.22 um 1L 4°C
1.3 7.5% NaHCO,
NaHCO, 758
Detonized distilled water 100 mi
autoclave Lﬁ“uﬁ 4’c

1.4 0.04% trypsin in EDTA (in PBS (-) )

1% trypsin 4 mi
1 : 5,000 EDTA in PBS (-) 96 ml
g o o

nun4cC
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1.5 1% trypsin
trypsin 1 gm
PBS(-) 100 ml
mix M4 15036 Y filter 0.22 pm
v od A o
HBAOUW 20 C
1.6 1: 5,000 EDTA in PBS(-)
EDTA 0.2 gm
PBS(-) 1,000 ml
. ¥ ¥ o d A o
mix WA autoclave NV 4 C

1.7 PBS(-) 10x free form Ca’ uag Mg

NaCl 80 gm
Na,HP,. 2H,0 {4.4 gm
KH,PO, 20 gm
KCl 20 gm

Deionized distilled water 1000 ml
autoclave 121°C 20 min fufiguugiives
ﬁﬂui‘ﬁﬁ@m&&‘ﬁu 10 1911 A28 deionized distilled water
wazi$y pH 1T 7.4 autoclave A1 121°C 20 Wil
wazfiud 4°c

1.8 Penicillin G 20,000 [L/mi (stock solution)
Sodium penicillin G (powder) 1,000,000 U
Deionized distilled water (sterile) 50 ml
wiisldnaoadng Mt -20°C

1.9 Streptomycin, 20,000 L/ml (stock solution)
Streptomycin (powder) 1 gm
Deionized distilled water(sterile) 50 ml
ualdwasading Buft -20°C

1.10 Fungizone, 200 jlg/mi
Amphotericin B 50 mg/vial
Deionized distilled water (sterile) 250 mi

] | o 4 o o
wialdnaaaiang 10U 20 C
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1.11 Folic acid

Folic acid 0.03 gm

Deionized distilled water 50 ml

ATBIHN filter 0.22 um utauvasading Wud -20°c
1.12 d-Biotin

d-biotin crystalline 0.05 gm

YOI filter 0.22 um uiiufunaeading iWud -20°c

1.13 17.5% Bovine albumin

Heat-inactivated FCS 20ml
Penicillin, 20,000 1/m! 5.0 ml
Streptomycin 20,000 Lig/ml 50 ml
Amphotericin B 200 pg/mi 1.0 ml
PBS pH 7.4 U5y 100 ml

] U a 4 [
nualavasaduunauvanaas 2.5 ml AU 4°C

1.17 Transport media for influenza virus (throat swab)

Penicillin, 20,000 p/ml 5.0 ml
Streptomycin 20,000 pg/ml 50 ml
Amphotericin B 260 pg/mti 1.0 ml
3% Beef extract YUATL 80 ml

wmivlavaaduuvauvanaas 2.5 ml 1AUH 4°C

1.18 Growth media for HEP-2 cell

MEM (Nissui) 10x 10 ml
Heat-inactivated FCS 10 ml
3% L-glutamine 1.5 ml
Penicillin , 20,000 {/mi 1.0 ml
Streptomycin 20,000 pg/mlt 1.0 ml
Amphotericin B 200 pg/ml 1.0 ml
1 M HEPES 0.5 ml
7.5% NaHCO, 1.0 ml

Deionized distilled water; sterile to 100 ml

pH 7.2-7.4 1fiuf 4°C
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1.19 Growth media for RSV

MEM (Nissui) 10x 10 ml
Heat-inactivated-FCS 2 ml
3% L.-glutamine 1.5 ml
Peniciliin 20,000 p/mi 1.0 ml
Streptomycin 20,000 pg/ml 1.0 ml
Amphotericin B 200 pg/ml 1.0 ml
1 M NEPES 0.5 ml
7.5% NaHCO3 1.0 ml

Detonized distilled water; sterile to 100 ml
pH 7.2-7.4 1Auf 4°C

1.20 Growth media for MDCK

MEM 10x {Gibco) 10 m!

Heat-inactivated FCS 10 mi

Penicillin 20,000 p/ml 1.0 ml
Streptomycin 20,000 pg/ml 1.0 ml
Amphotericin B 200 p1g/ml 1.0 ml
1 M HEPES 0.5 ml
7.5% NaHCO, 1.0 ml

g & o
pH 7.2-74 AuR 4°C

1.21 Growth media for Influenza Virus

MEM (0x (Gibco) 10 ml
TC Vitamine 0.l ml
Fobic a 0.1 ml
D-biotin 0.1 ml
AC-Trypsin 0.5 ml
17.5% Bovine albumin 1.2 m]
HEPES 0.5 m}
7.5% NaHCO, 0.5 ml

Deionized distilled water sterile to 100 ml

g = o
nun 4 C
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[—

.22 Mounting buffer

gluceral
PBS pH 74
U5y pH Uszanm 80

d = 0
mniun 4 C

.23 2% tween 80 (conjugate buffer)

tween 80 02 ml
PBS pH 74 10 ml

4 A o
NV 4 C
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