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Super ECL Kit
(Ultrasensitive Chemiluminescence Detection Kit)

Cat. No./Spec.
D1001/10 m l, D1002 /100 m l, D1003/500 m l

Component
Components D1001 D1002 D1003

A So lu tion 5 m l 50 m l 250 m l

B So lu tion 5 m l 50 m l 250 m l

Storage Condition
S to re at 4°C , sea led, and pro tec ted from light. For sho rt-te rm storage, it can be
kep t a t room tempera tu re .

Product Description
The Super ECL K it is used for de tec ting an tibod ies labe led w ith ho rserad ish
perox idase (HRP) in W estern B lo tting experim en ts . Th is product's
imm unoblo tting substra te is an enhanced chem ilum inescence (ECL) HRP
substra te tha t enab les the detec tion of low -exp ressed or h igh -va lue pro te ins in
immunoblo tting ana lys is . Th is ECL substra te is compa tib le w ith various
membranes, b lock ing so lu tions , and a w ide range of antibody d ilu tions .

Product Features
1. Extreme ly h igh sens itiv ity : P icogram -leve l sens itiv ity ;
2 . S trong compa tib ility : Can de tec t pro te in bands on nitroce llu lose or PVDF
membranes;
3 . Long s igna l du ra tion : Under op tim ized cond itions , the b lo t bands incubated
w ith the substra te can em it a de tec tab le ligh t s igna l fo r 6 to 8 hours ;
4 . H igh stab ility : The work ing so lu tion rema ins stab le for up to 24 hours ;
5 . Econom ica l pric ing : The formu la tion is op tim ized for the de tec tion of

an tibod ies at very low concentra tions
- 0 .2 -1 .0 μg/mL prim ary an tibody (or 1 mg/mL dilu tion range

1:1 ,000-1 :5 ,000 )
- 10 -50 ng /mL secondary an tibody (or 1 mg/mL dilu tion range

1:20 ,000-1 :100,000)

Usage Method
1. Perfo rm rou tine SDS-PAGE elec trophores is , m embrane transfe r, and
W estern b lo tting s teps. Incubate w ith 0.2 -1 .0 μg/mL prim ary an tibody for 1
hour or overn igh t, then wash the membrane and incubate w ith 10 -50 ng /mL
secondary an tibody for 30-60 m inu tes .
2 . P repare the lum inescen t work ing so lu tion during the las t wash of W estern
b lo tting : Take equa l vo lumes of So lu tion A and Solu tion B , m ix in a c lean
con ta iner, and le t it s tand at room temperature for la te r use. Note : It is
recommended to use the work ing so lu tion immed ia te ly ; sens itiv ity may s ligh tly
decrease if le ft a t room tempera tu re for severa l hours .
3 . Take the membrane ou t w ith tweezers , dra in the wash so lu tion on filte r
paper bu t do no t le t the membrane dry comp le te ly. Imm erse the membrane
comp le te ly in the lum inescen t work ing so lu tion (0 .1 mL lum inescen t work ing
so lu tion /cm ² of membrane), ensuring fu ll con tac t w ith the work ing so lu tion .
Incubate at room temperature for 3-5 m inu tes .
4 . Take the membrane ou t, d iscard the lum inescen t work ing so lu tion , and
s ligh tly abso rb the excess liqu id w ith absorbent paper. P lace the membrane
be tween two sheets of p las tic w rap , then proceed w ith film press ing de tec tion
or im ag ing de tec tor de tec tion .
5 . Detec tion

- F ilm press ing de tec tion : F ix the membrane in a film c lip w ith the pro te in
band fac ing up. P ress in the darkroom for 1 m inu te , then deve lop and fix
imm ed ia te ly. Ad jus t the press ing tim e based on the resu lts , or press for 30
seconds, 1 m inu te , 3 m inu tes , and 5 m inu tes separa te ly, then deve lop and fix
toge ther to observe the resu lts .
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- Im ag ing de tec to r detec tion : P lace the membrane in the im ag ing de tec to r
and fo llow the ins trumen t manua l for de tec tion .

Important Notes
1. S teps 1 to 4 can be perfo rmed under fluo rescent ligh ts , but the sens itiv ity o f
the lum inescen t liqu id may s ligh tly decrease if exposed to s trong ligh t for too
long . Mov ing to a darkroom can avo id th is . W earing g loves can preven t
leav ing fingerp rin ts on the membrane .
2 . Long exposure or excess pro te in w ill deepen the background and cause the
band streng th to lose linearity, wh ile insuffic ien t exposure w ill m ake the bands
b lurry.
3 . A fte r abou t 3 m inu tes of incubation w ith the lum inescen t work ing so lu tion ,
the bands on the membrane w ill g low . S trong bands are v is ib le to the naked
eye in the darkroom , while low -abundance pro te in bands may be too weak to
see bu t can expose X -ray film . Do not judge the band glow tim e s im p ly by
naked eye observa tion . Inv is ib le fluorescence can las t for severa l hours and
expose X -ray film , so weak bands can be exposed for 1-10 hours . If the bands
are no t satis fac to ry after exposure , the membrane can be washed w ith wash
bu ffe r, re-incubated w ith the secondary an tibody, and then re-exposed w ith
ECL lum inescence.

Common Problems and Solutions
Prob lem Poss ib le Cause So lu tion

Reverse im age (wh ite
bands on a b lack
background)

Excess ive HRP in the sys tem
Further d ilu te the HRP
conjugate

B rown or ye llow bands
on the membrane

D irt in the darkroom

S ignal du ra tion less
than 8 hours

S ignal is weak or
nonex istent

An excess o f HRP in the sys tem
can deple te the substrate , leading
to a rap id decline in the s igna l.

Fu rthe r d ilu te the HRP
con juga te

Insuffic ien t an tigen or an tibody
Increase the amount o f
an tigen or an tibody

Low transfe r e ffic iency Optim ize transfe r

H igh background

Excessive HRP in the sys tem
Furthe r d ilu te the HRP
con juga te

Inadequate b locking
Optim ize b lock ing
cond itions

Inappropria te b lock ing solu tion
Try a d iffe rent b locking
solu tion

Insuffic ien t wash ing
Increase wash tim e ,
number o f washes, o r wash
solu tion volume

Overexposure Reduce exposure tim e

Antigen or an tibody concentra tion
too h igh

Lower an tigen or an tibody
concen tration

Spo ts w ith in the
pro te in bands

Low transfe r e ffic iency
Optim ize transfe r
p rocedures

Uneven hydra tion o f the membrane
Fo llow the manufactu rer's
recommended hydra tion
process

A ir bubbles be tween membranes
Remove bubbles be fore
exposure

Th is p roduct is fo r research use on ly.
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