
inqqdnsd unzawr~u' 
r ~ h a i i a  

- beaker 

- cyl~nder 

- rnagnetlc bar 

- PH meter 3-1 ) 

- lammar air flow 

- vortex 

L*+a4"7a4~77U69d 

- C T : ~ W ~ T D ~  

- a m ~ ~ f i d ~ t l s s l f l ~ s  

- n~:mqlr14a~6 

- 4ud 

- ri?"Gu 

- refrigerated centr~fuge (qd? 3-2)  

- micro pipette 3-31 

- sterile eppendarf tube Qdd 3-4) 

- rncubator 

~ T S L A ~  

- tnrfln'maywlws 

- RPM 3-5) 

- NaHCO, 2 g/l 

- penicillin-strep:omycin 

- LPS 

- DMSO 

- Dexamethasone inj. 4mg/ml 



M 3-1 PY meter zd; 3-2 refrigerated centrifuge 

R J ~  3-4 sterile eppendorf tube 

3-5 RPM 
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?anls~n?uuolals~8wdba~ (RPMI medium)(23) 

a. LGU RPMl 1 1fl.l~d~l.L beaker Un: rinse n ? ~ ~ t d ~ 0 4  

b r?u NaHCO, 2 g/l LLH: sterile water f i ~ l m 3  50 rnt 

c n ~ u ' l ~ ~ ~ " ~ n ' u 1  w un7r94~m%d wau urj 1vbnld47 

d 1l%b?xrimr69~rlu ster~le water ~ ~ ~ B i E T s u ~ m ~ d ~ ~ u i ~  900 ml 

e d?LI p~ h ' l ~  p~ meter pH 7.4 

f ~i~~:Idim?uuma~tdfi laminar a ~ r  flow 

g L ~ U  penic\!l~n-streptomycin fiulmf 1 ml 

h.  n ~ ~ ~ n ? ~ ~ : ~ ? ~ ~ m e r ~ . a * i n ~ e ; l n s a ~ m ~ ~ u ~ u  Jqta filter .ilu?rn 0.22 pm 

i .  ~ i iuo~~~s~~u; l i~a l td ' t l sm ~ ~ f i 7 d  L~?WJI~  ~ ~ n < t l n d i  an=: sear 6~1n~:m1~Iouw' 

j i nu lu~ ibu 4 .C idnrmku serum riou6lUW 

Whole blood method (24) 

1 im?au ster~le eppendorf tube 

2 ,  r h  RPMl 900 pI a d 8 4 I ~ i ~ k  eppendorf 

3 ,  ~iua?ra6rnCqa~iq iihn:aiim I o yi ZPd~.lh4 eppendorf ~A"I~~a~Ifi~#i'lnu 
4. i $ ~ i ~ o m  (blood 9 dau ifl 3.8% sodium citrate 1 dm) 100 clau~fli$lI%J 

5. Incubate d g ~ u i ? ~  37 oc UTU I i9h.i 

6 ~ ~ . I L P S P I ? ~ U I ~ U ~ U I  ~ 1 0 ~ g l r n l l O p l ~ ~ ~ ~ f i ~ ~ 7 6 ~  

i .  Incubate $ q ~ ~ P i i  37 ' C  CU~U 24 h & d  

8. centr~hge 4 " ~  5000 g U7ta 3 u?i 
Ir Y 

9 g~drn~hfj'lu supernatant w~H:: 400 pl41ra'lu 2 6 4  bkfI4lld eppendorf 

I o 61hludih ~n'u~!ii -20 OC 

n i n l s ? r ~ ~  Positive control 

L ~ I  Dexarnethasone inj. 4mglml GUICU 10 111 rmunis~n'~lmiodi~ 

nisam?au Negative control 

n'l5bm;er u Unstimulated 

i i u  10046 DMSO Gullll 10 p1 imulltfi~%m'~alrjld H K J S ~ ~  incubate dqmlrPii 37 'C  

u w  I & G ~ J L L ~ ~  l~.%~qriiu LPS ~ ~ T U L % U $ U  I 1~ 10' gtmi 



ELlSA 

Experimental procedure of IL-1 B ELlSA (25) 

1 .  Coat well plate m'78 capture antibody % I d  coating buffer f i ~ 7 t U  100 vll well of 

capture antibody 
-4 0 

afim7uaCld l l n  1 plate capture antibody 48 pl Rql[ta coating buffer 12 cc 

q7 i l  120 cc 24 1 OX coating buffer 12 cc 

12 cc1%lOXcoating buffer(12*12)1120 = 1.2cc 

m~sIf~fi8dihJ~7rik~R~1dh 12 -1.2 = 10.8 cc 
33 1 

qfini 

1 .  r ~ ~ ? n i u ~ u l m d r : u 7 r u  20 cc n4lu beaker luclm ?OO cc 
Y .I 

2 H ppette ~ r n ~ l n ~ u ~ Z b l l 4 ~ ~  sterile tube 10 cc VRLI~ micropipette qd7~k~EiURU~u 

sterile tube $n 0.8 cc  

3 14 m~cropipetteqm coating buffer fiulm4 1.2 cc 0mllln91'lnf@~m04 

4 d i ~ 9  coating buffer ndlu sterile tube 

5. <? ster~le tube ~d ied~m~~qb~& i j  vortex d9:u'lnd 2-3 167; 

6 m~crop~pette $FI capture antibody xllfiu?mr 48 v l  
Jl A 

7 6 7  stsrlle lube 1 d ~ ~ & 9 i 7 t l ~ a U ~ H 7 ~ ~ ~ 2 1 0 9 L n $ ~ 4  vortex 1~119li:fil~~hfi~~ 

8 63  96 -well plate ula?duunr:mlwd mark ~ ~ L L U ~ ~ ~ T ~ ~ W - I T ~ ? Y  
9 L ~ W I $ R : R ? U ~ ~  sterile tube 84 reagent reservoir 

U 

10. 13 multichannel micropipette gmdlfnzRiE17?n reagent reservoir no'.1@: l oo  pI ($m 

rruv wo step r rdnw+wxr ioa )  

1 I ~ ~ B U ~ ~ I T R : ~ ~ ? ~ ~ ~ & I U ~ I ~ ~ ~ ~ J M ? X I  ~um~~qnuqxl  

I 2 61 96 w e 1  piate ~-1ldq.1~~~1Rnrmrilmq.1MOn3pl i f i~14d~ruu~i i  4 'C 1 ih 



n rglsrenCd well 

led a g o  rnrvrna sunsirera 

2 nnn,flu plate ~snuan&i,.lhu wash buffer fiu1t-u 300 pliwell ~ Z U I N  3 11$4 q 7 n t ~  

14n$u plate ~ra:$uWjtln~mwr$~ L Q ~  buffer dau~jiuaan 
-4 

?fin77 bm?~la. ELlSA wash buffer 

1 1 PBS 

2. Tween 20 NF grade 

3. beaker 1OOOrnI1 'Ifi 

4. beaker50 ml f 2~ 
5. m n  iir4;141~sYYld~i~ I 9178 

K"I:=I?EIU Tween 20 f iu7rn7 100 ml ~ : t % d 2 4  0.05 rnf 

fi71:~m?isuu Tween 20 fiu~rns 500 ml 9:fl~dl% 0.25 ml 



7 n'l4 I 'PBS f iulm500ml'tda4' l~beaker 2rU7ml000ml 

2, lfi m~crop~pette q w  Tween 20 ! d ~ 9 h  beaker uu7n 1000 rnl 

f LII ELlSA wash buffer fia.11mds:ulna 100 ml a4lu reagent reservoir 

2 fij196 h e i  plate &a& antibody aon 

3 .  ~~mut1zhannelmicropipet te~wwashbuf fer~?nreagentreservoi ru l290p1 

3 I~UQ:~~,A 7 l ' d ~ @ ? ~ ' 1 6 ~ ~ l J ~ n ~ f ? .  

i. 67 06 we1 plate w m d ~ d d ~ d ~ ' 1 ~ ~ ~ ~ ~ : n ~ ~ l t ) ~ n l d ~ i n ~ ~ ~  

6 plaLe df l i l i ih  ldmuub tissue d~rn?t~u~b ~~8~~~nl$~fi1?~:~7~]1~~~n'illd'ilr]~ 

7 i i~ i~ iu~ iuqn 'uu"~  2 $4 5 Zn 2 n k  

4 
3. ;@l plate &!!I 1 r i l  assay diluent f i ~ l l  200 pliwell U O Z ~ ~ W ~ ? ~ ~ N H ~ ~ < ~ ~ I ~ U L ~ * ~ ~  

t +dx14 

-4 ?snis~rn?~sux Assay diluent 

1 uqL an 200 PI 

96 uqu 14 200 * 96 = 1800 pi =1.8 mi irn+u~~i~iqu 22 rnl 

77n protocol 50 mf 14 assay dlluent f i ~ l m f  10 rnl 

6113 22 ml 2; assay diluent ~ ~ U I W T  = (10*22)/50 = 4 . 4  ml 

1. L n ~ ? n ~ u ~ u ~ m s 1 5 . 6 m t n ~ ~ u b e a k e r ~ U 7 m l 0 0 m l  

2 .  L ~ . I  assay diluent f i ~ 7 m f  4.4 ml WIU beaker ~dJJ1$1%1Y?nid 

1. in assay diluent nalu reagent reservoir 
C 

2. mutichannel pipelte q w  assay dlluent u ? w ~ : :  200 pIMqU ~ ~ Q U ~ Q L L ~ R ~ L L L ~ ~ ~ ~ ~ ~  

96 -well plate 

3 96 -well piate iligrurrrJiida4 dur:utn@~ 1 $71~4 
" 

4 m j 7  96 -well plate ~;oi.l assay dlluent Bofl 
b 

5. wash 96 -well plate 8?!3 washing buffer Zfi 3 flF4 
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asnis~m?uu standard %Qd IL-1 P 
1. L ~ U  standard solut~on 2 p1 n ; l h  assay diluent f i ~ l m ~  4 ml 

2. Dilute 5 F ~ I U L $ U ~ I U  I w u n - I ~ l  eppendrof tube r r lL?~d6Id  1ilJ assay diluent a41d 

vn~aw: 250 p1 

3 P~pette standard solution na?n~$uVYtd 500 pglml ~ k l l m ~  250 p1 R J ~ U M @ ~ ~ W ;  2 

4 Gild Vortex w-17 

5. i h n q r  dilute w idau7wln'nqwdu$u sea, 250, I 25.625. 31 2 5 . 0  pgiml M I U ~ I ~ U  

t: 
%ummun~f M m f l B ~  Test compounds &!a ELISA 

1. ibr, standard LLR: i e s t  comoounds ~ u t ? ~ u d  design 14 I ~ U L A U M Q U ~ :  100 vl 

2 Seal piare .m: incubate plate d q m ~ l ? ~ ~ ~ . l l i l ~ ~ ~ ~ l  2 h1u.l 
t. 

3 Wash plate h7~1 wash buffer 5 r n ? ~  

4 LRU delechon antibody d dilute IU 1 x assay diluent UQURr 100 p1 

5 Seal pate i~r?: ncubate plate d q ~ ~ B ~ i l ~ . l l ~ ~ l ' l a l  1 k91~11.1 
i. 

6 Wash pate ki?u wash buffer 5 R% 

7 1Wu Avidin - HRP d dilute IU 1 x assay d~luent MqURL 100 p1 

8 Sea plate LLa: incubate plate $ g ~ ~ l ? ~ $ r g . l ~ ~ ~ ~ ~ ~ ~  30 

9 Wash plate 7 F I ~  ~numkd 7 'Ihid wash buffer I ~ U I ' I R ~ U I U  1 ~1?i 

I 0. 41. substrate solution MWURC 100 y iln~?u incubate dqru~pirda~~aui~nl 5 u?; 

I I .  1iu stop solution 2 N suliur~c acid MqUn:: 50 P I  

12. 47 plate ~~7um?urm%4 microplate reader 450 nm 

I 3 .  ?~fim:M'~r,ni~~lma'il~ 


