
The amino acid sequence around the reactive swine in alkaline phosphatasc 

When Hand 8 was rchydrolyscd it gave hands in the ]xAtions nf Rand 7, un- 
changed peptide, serine phosphate ~IKI plluq&ate (in sgmc espcrimcnts Hand-: h 
and 7 were not r~~lved). On the other hand E&ml 7 on rehydrolysis givc5 un- 
change4 pq~ti&. tirintt phoq,h;lre, phosphate and a trace of Band 8. This suggcstq 
that ~~md.s 7 and 8 r-o&i be due to diprptitfes une (If which might be fxmrd by in- 
version as in the cast oi Scr P-Gly and Gly -ScrP in chvmotrypsin4. On ionophoresis 
in parallel with known diprptides, Rantls 7 anti 8 match perfectly at pfI 3.5 anti 
6.5 with two prnducts obtainc<l from n pxtixl h>.,lrt)lysate .,f rVl*,voalbumin i\nd 
identified as Ala-S;rrP and SerY-Ala. rcqxAx*cly. The que4ion is whether one is 
formed from the ilrvrr&ll pi the other nr if thq- arc di~xptitles detived from a 
sequence Ala-SerP-Ala. IF the latter i% the caw all ~IIC bands of the pattern should 
give on rehydrolysjs Sands 7 .tnd/rrr X, Gncr ;L .wconcl active scrinc is not present, it3 
indicated by the comparative pattcms of thr partial hgdrolysxter of the vptidcs 
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obtained from proteolytic digestion. The fact that I have been able to &late bands 
(as Hand 6 for instance) which on rehydrolysis do not give Hand 7 or 8, suggests that 
a third dipeptide must be present. The yields and partial hydmlysates made under 
different conditions show that Band 7 derives on@ from inversion of Band 8. That 
wrtuld mean that &nine is tuund to the carbosy! voup of seri?e phosphate and an 
amini; acid different from alanine is bcund to its amino group. 

From the time course of the hydrolysis (Fig. I) it can be .wn that after prolonged 
h?*tlrolysis there is no decrease of the intensity of Hands Z, 4 and 5. Rcltydrolysis of 
Hand 5 ga1.c Hand 4 and 2 together with serine phosphate and phosphate. Band 5 
is faster tllxn the dipcptidc GIJ- SerP {used as marker) suggesting that it contains 
;bn acidic amino acid. It might be the dipeptidc AspScrP, which on rchydroIy& 
c;i\.cs il characteristic pattern due to cower&n to the u and jl forms’. A marker 
Ixfptide which was known to contain Asp-SePP was partially hydrolysed and run 
aide by bid? c)n iunophore.sis at pH 3.5 with a partial hydrolysatc of [sP]phosphata*. 
lr WLS obxrved that Bands 2. 4 and 5 matched perfectly with the 3 forms of Asp- 
SrrP, indicating that aspartic acid is the amino acid attached to the amino group 
of GrY. Reh~dro!ysis of Band 6 and thr! unnumbered bands present in the partial 
(for 30 min) acid hydrulysxte (Fig_ t) gave Bands 7 and 8 (SrrP-Ala and its inverted 
f~.~rm! and/or Bands z, 4 and 5 (Asp-SerP pattern) supprting the above con- 
clusions. 

The rcbults obtained so far suggests that the sequence Asp-Ser-Ala is thr site 
r)f the attachment of inorganic phosphate in Alkaline Pllosphatase from E. di. 

This is of interest in b.iew elf the known fact that an active strrine in a squcnce 
Asp-Scr-Gly- has been dcxrihcd in several proteases’ and in a scqucnce Mu-Ser- 
Ala-. in two esteraxs7qR. 
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