HUMAN INTERLEUKIN-6 ASSAY LAYOUT SHEET
for use with Assay Designs' Catalog No. 900-033

* TABLE FOR MAKING STANDARDS 1-7:

*  First add 500 pL of Standard Diluent (Assay Buffer 13 or Tissue Culture Media) to the vial of Standard, let sit for
5 min., then mix gently.

Diluent Vol. Vol. Added human IL-6

Std. (L) (L) Conc. (pg/mL)
1 950 50, Stock 500
2 500 500, Std. 1 250
3 500 500, Std. 2 125
4 500 500, Std. 3 62.5
5 500 500, Std. 4 31.25
6 500 500, Std. 5 15.63
7 500 500, Std. 6 7.81

* ASSAY PROTOCOL FLOW CHART:

Blank SO Stds. Samples
Well ID: Al, B1 C1,D1 E1-B3 C3-H12
Standard Diluent === 100 uL —— -
Std. or Sample - - 100 uL 100 pL.
Tap plate gently to mix S>=== S == ===
Incub. 1 hour @ RT, shaking & sealed So==s S sss S esy S=See=
Asp. & Wash 4 x 400 pL B e
Antibody - 100 uL 100 uL 100 uL.
Incub. 1 hour @ RT, shaking & sealed SoD==s Sosss S ess Sesee=s
Asp. & Wash 4 x 400 uL. Soms Soems Smems S
Conjugate ——= 100 uL 100 uL 100 pL.
Incub. 30 min. @ RT, shaking & sealed | ==== === @ =S=== ===
Asp. & Wash 4 x 400 pL S Soems S S
TMB Substrate 100 uL 100 uL 100 uL. 100 uL.
Incub. 15 min. @ RT, shaking e S —— N
Stop Solution 2 (1N HCI) 100 uL 100 uL 100 uL. 100 pL.
Read OD at 450 nm SoDo==s . S ess Sehee=> S
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HUMAN IL-6 PLATE LAYOUT:

a1Blank A2 5td 3 A3 Std 7 A4 AS A6 A7 A8 A9 AlO All Al2
B1 Blank B2 Std 3 B3 Std 7 B4 B5 B6 B7 BS B9 B10 Bl BI2
a1 SO c2 Std 4 3 c4 cs c6 7 cs 9 cio ci ci2
b1 SO p2 Std 4 D3 D4 D5 D6 D7 D8 DY D10 DI D12
e Std 1 E2 Std 5 E3 E4 ES E6 E7 ES E9 E10 Ell E12
F1 Std 1 r2 Std 5 F3 F4 F5 F6 F7 F8 F9 F10 Fll F12
61 Std 2 G2 5td 6 G3 G4 Gs G6 a7 Gs Go G10 Gl G12
u1 Std 2 H2 Std6 | ms H4 H5 H6 H7 HS Ho H10 HII HI2
Kit Lot No. Exp. Date Date Tech.
I* Incub.: Start Time Temp. 3“ Incub.: Start Time Temp.
End Time Temp. End Time Temp.
2" Incub.:  Start Time Temp. 4™ Incub.:  Start Time Temp.
End Time Temp. End Time Temp.




