
ACCUMAX 

i n n o v a t i v e c e l l t e c h n o l o g i e s 

AcCUITiax is a so lu t i on of p ro teo ly t i c a n d c o l l a g e n o l y t i c e n z y m e s f o r m u l a t e d at a c o n c e n t r a t i o n idea l for t he fo l l ow ing a p p l i c a t i o n s : C r e a t i n g s ing le 
ce l l s u s p e n s i o n s f r o m c l u m p e d cel l cu l t u res for a c c u r a t e cel l c o u n t i n g , d i ssoc ia t i on of s p h e r o i d s in to s ing le cel l s u s p e n s i o n s , e x t e n s i o n o f sor t t i m e s of 
c l u m p y cel l s a m p l e s on a f l u o r e s c e n c e a c t i v a t e d ce l l sor te r , r e m o v a l of ce l ls f r o m p r i m a r y t i s s u e a n d the rou t ine d e t a c h m e n t o f s t i cky ce l l s f r o m 
s t a n d a r d t i s sue cu l t u re p l as t i cwa re a n d a d h e s i o n c o a t e d p l as t i cwa re . . Ce l l l ines t e s t e d fo r A c c u m a x app l i ca t i ons i nc l udes f i b rob las t s , k e r a t i n o c y t e s , 
v a s c u l a r e n d o t h e l i a l ce l ls , h e p a t o c y t e s , v a s c u l a r s m o o t h m u s c l e ce l ls , h e p a t o c y t e p r o g e n i t o r s , p r i m a r y ch i ck e m b r y o n e u r o n a l ce l l s , b o n e m a r r o w 
s t e m ce l l s , a d h e r e n t C H O a n d B H K ce l l s , m a c r o p h a g e s , 2 9 3 ce l ls , L 9 2 9 ce l ls , i m m o r t a l i z e d m o u s e tes t i cu la r g e r m ce l l s , M R C 5 , 3 T 3 , V e r o , C O S , 
H e L a , N T 2 , M G 6 3 , M 2 4 a n d A 3 7 5 m e t a s t a t i c m e l a n o m a , g l i o m a s U 2 5 1 , D 5 4 , H T 1 0 8 0 f i b r o s a r c o m a ce l ls , S f9 insec t ce l l s , h u m a n e m b r y o n i c s t e m 
ce l l s , h u m a n m e s e n c h y m a l s t e m ce l l s a n d h u m a n n e u r a l s t e m ce l ls . A C C U M A X d o e s no t c o n t a i n m a m m a l i a n or bac te r ia l d e r i v e d p r o d u c t s . 

Intended Use 
A c c u m a x is d i rec t r e p l a c e m e n t for a c o l l a g e n a s e so lu t i on or a t r yps in 
ce l l d e t a c h m e n t so lu t i on . 
Fo r r e s e a r c h u s e on ly . C A U T I O N : Not i n t e n d e d fo r h u m a n or a n i m a l 
d i a g n o s t i c or t h e r a p e u t i c u s e s . 

P r e c a u t i o n s 
D o not s to re A c c u m a x at r o o m t e m p e r a t u r e . A c c u m a x is s tab le w h e n 
s t o r e d at 2 to 8 C for 2 m o n t h s . It is r e c o m m e n d e d to t h a w A c c u m a x at 
4 ° C o v e r n i g h t or in a ba th of coo l wa te r . D o n o t t h a w a t 3 7 C . 

S t o r a g e & S h e l f L i f e 
S t o r e a t - 2 0 C f r o z e n , 2 -8C d e f r o s t e d . 2 4 m o n t h she l f l i fe f r o z e n . 

F o r m u l a t i o n : 1X A C C U M A X e n z y m e s in D u l b e c c o ' s P B S (0 .2 g/L 
K C I , 0.2 g /L K H 2 P 0 4 , 8 g /L N a C I , a n d 1.15 g/L N a 2 H P 0 4 ) c o n t a i n i n g 
0.5 m M E D T A » 4 N a . 

Use: 
C e l l C o u n t i n g : 
W h e n c o u n t i n g ce l l s w i th e i ther a m a n u a l o r a u t o m a t e d m e t h o d , t he 
a c c u r a c y of t h e c o u n t s wi l l be i n c r e a s e d if t h e ce l l s a re no t c l u m p e d 
t o g e t h e r . By a d d i n g A c c u m a x to a s a m p l e be fo re c o u n t i n g , th is resul t 
w i l l b e a c c o m p l i s h e d . 

1. H a r v e s t a r e p r e s e n t a t i v e s a m p l e of c l u m p e d ce l l s , 0.5 or 1.0 
m l , a n d p l ace in a 12x75 m m t u b e . 

2. A d d an e q u a l v o l u m e o f A C C U M A X to t he s a m p l e of ce l ls , 
a n d i n c u b a t e for 5 to 10 m i n u t e s a t r o o m t e m p e r a t u r e . 

3. C o u n t t he ce l ls by you r n o r m a l p r o c e d u r e . N o t e t ha t t he ce l ls 
h a v e b e e n d i l u ted an ex t ra 2 fo ld . 

F l o w C y t o m e t r i c A n a l y s i s o f C l u m p y C e l l s : 
A c c u m a x wi l l no t d e c l u m p ce l l s if t he ce l l s a re a l r e a d y f i x e d . Ce l l s c a n 
be f i xed a f ter t he add i t i on of A c c u m a x , but c l u m p i n g m a y occu r . 
A c c u m a x c a n be a d d e d to un f i xed ce l ls b e f o r e or a f te r i m m u n o l o g i c a l 
s t a i n i n g . W h e t h e r a cel l s u r f a c e p ro te in is nega t i ve l y a f f ec ted by the 
a d d i t i o n of A c c u m a x , is str ict ly a f unc t i on of t he p ro te in b e i n g 
m e a s u r e d . In g e n e r a l , ce l l s u r f a c e p ro te ins a re no t a f f e c t e d , but e a c h 
s h o u l d be t e s t e d emp i r i ca l l y . O f ten A c c u m a x is a d d e d af ter t r yps in is 
u s e d to d e t a c h t h e ce l ls . Be t te r resu l ts wi l l be a c h i e v e d if Accutase® , 
ou r ce l l d e t a c h m e n t p roduc t , is u s e d f i rst i n s tead of t r yps in a n d then 
A c c u m a x is u s e d pos t d e t a c h m e n t . A c c u m a x m a y be a d d e d to a 
w a s h e d cel l s u s p e n s i o n to r e m o v e ce l lu la r deb r i s . 

A n y s e r u m in t h e ce l l s u s p e n s i o n wi l l i nac t i va te t he A c c u m a x . 

T h e r e c o m m e n d e d p r o c e d u r e for p r e v e n t i n g c l u m p i n g o f ce l l s pr ior to 
f l ow c y t o m e t r y a n a l y s i s is to : 

1. A s c e r t a i n that t he ce l ls a re at a c o n c e n t r a t i o n of 1 x 1 0 6 

to 1 x 1 0 7 p e r ml of P B S . 
2. A d d an e q u a l v o l u m e of co l d A c c u m a x re la t i ve to cel l 

s u s p e n s i o n v o l u m e to t he ce l l s a f ter t h e y h a v e b e e n 
s t a i n e d . Th i s c o n c e n t r a t i o n c a n be a d j u s t e d as n e e d e d . 

I N N O V A T I V E C E L L T E C H N O L O G I E S , I N C 6 7 9 0 T O P G U N S T R E 
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Flow Cytometric Analysis of Clumpy Cells continued 
3. G e n t l y mix . 
4 . S t o r e t u b e s on ice unt i l r u n n i n g o n f l ow c y t o m e t e r 
5. R u n s a m p l e s on f low c y t o m e t e r a s s o o n a s poss ib l e . 

E x t e n d i n g t h e S o r t T i m e o f C l u m p y C e l l s o n a F l u o r e s c e n c e 
A c t i v a t e d C e l l S o r t e r 

A c c u m a x h a s t h e abi l i ty to p r e v e n t / p o s t p o n e a d h e r e n t ce l l s in 
s u s p e n s i o n in a tes t t u b e f r o m c l u m p i n g t oge the r . T h e A c c u m a x 
s h o u l d be a d d e d at a 1:1 rat io to the s a m p l e i m m e d i a t e l y a f ter 
c o m p l e t i o n of i m m u n o l o g i c a l s ta in ing a n d t he s a m p l e p l a c e d o n ice. 
P l a c e t he s a m p l e o n the sor te r as s o o n as p o s s i b l e a f te r s ta in ing h a s 
b e e n c o m p l e t e d . 

No te : W h e t h e r a f l uo rescen t l y l abe led ce l l s u r f a c e p ro te in is nega t i ve l y 
a f f ec ted by t h e a d d i t i o n of A c c u m a x , is s t r ic t ly a f u n c t i o n of t h e p ro te in 
b e i n g m e a s u r e d . In g e n e r a l , ce l l s u r f a c e p ro te ins a re no t a f f ec ted , but 
e a c h s h o u l d b e t e s t e d emp i r i ca l l y . 

D i s s o c i a t i o n o f S p h e r o i d s 

S p h e r o i d s a re c h a r a c t e r i z e d by h igh ce l l -dens i t y a n d a c l ose l y p a c k e d , 
3-D t u m o r l ike s t ruc tu re . Typ i ca l l y a 1 w e e k o ld s p h e r o i d c o n t a i n s 
a b o u t 1 0 0 0 ce l l s . S p h e r o i d s c a n be loose ly a t t a c h e d or f ree f l oa t i ng . 
T h e m e d i a m u s t be r e m o v e d f r o m the s p h e r o i d s b e f o r e A c c u m a x c a n 
be u s e d to d i s s o c i a t e t h e m . 

1. If t h e s p h e r o i d s a re a t t a c h e d to t h e t i s s u e cu l t u re f lask , t he 
m e d i a s h o u l d be p o u r e d off a n d a quan t i t y o f co ld A c c u m a x 
a d d e d to t he f lask to jus t c o v e r t he a t t a c h m e n t layer . W a i t a 
f e w m i n u t e s for t he s p h e r o i d s to d e t a c h . T h e n p r o c e e d to 
s tep 3. 

2. F r e e f l oa t i ng s p h e r o i d s s h o u l d be p o u r e d off in to a 50 cc 
c e n t r i f u g e t ube . T h e m e d i a s h o u l d be ca re fu l l y a s p i r a t e d 
f r o m t h e t u b e . 

3. A d d 1 5 - 2 0 m is .o f co ld A c c u m a x into t he 5 0 c c t u b e . It is ha rd 
to spec i f y t he requ i red v o l u m e of A c c u m a x w i t h o u t k n o w i n g 
t he s i ze a n d quan t i t i es of s p h e r o i d s in t h e t u b e . T h i s m u s t 
be d e t e r m i n e d emp i r i ca l l y . T h e r e s h o u l d be e n o u g h 
A c c u m a x tha t t he s p h e r o i d s c a n f ree ly f loa t a r o u n d a n d a re 
not all p a c k e d in the b o t t o m of t he t u b e . 

4 . G e n t l y rock the t u b e back a n d fo r th on a t u b e rocke r a n d 
o b s e r v e the s t ruc tu re of t he f l oa t ing s p h e r o i d s o v e r t i m e , 
c h e c k i n g eve ry 5 m i n u t e s . T h i s d o e s no t n e e d to be d o n e at 
3 7 C bu t at r o o m t e m p . 

5. T h e s t ruc tu re of t he s p h e r o i d s s h o u l d s tar t to b reak d o w n 
w i th t h e m look ing l ike f l aps of t i ssue . A t th is po in t , try gen t l y 
p ipe t t i ng t he f laps up a n d d o w n s e v e r a l t i m e s to s e e if th is 
c a u s e s t h e m to fal l apar t . R e p e a t th is p r o c e s s e v e r y f e w 
m i n u t e s unt i l the s p h e r o i d s h a v e d i s s o l v e d . 

D i s s o c i a t i o n o f T i s s u e 
Pro toco l a v a i l a b l e on r e q u e s t - m f o @ i n n o v a t i v e c e l l t e c h . c o m 
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