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Fig.1. Disappearance of SAA2 in the serum of
CBA mice during azocesein injections. Sera
were prepared from CBA mice bled after receiv-
ing none (lane 1), 2 (lane 2), 5 (lane 3), 10 (lane 4),
40 (lane 5), and 90 (lane 6) daily injections of 50
mg azocasein. Two ul of each serum was placed
on 13% SDS-PAGE gels to nitrocellulose
membranes, SAA related proteins from SDS-
PAGE gels to nitrocellulose membranes, SAA
related proteins were detected by immunoblott-
ing method using rat anti-murine SAA/AA
monoclonal antibody.

Fig. 2. SAA2 andAA depositions in the CBA spleen during azocasein injections. Spleens were
prepared from CBA mice sacrificed after receiving up to 90 daily injections of azocasein. These
spleens were homogenized and washed several times with saline. The pellets were dissolved in the

saline supplemented with 1% SDS.

Each of these specimens was analyzed by SDS-PAGE and

immunoblotting method. The homogenate applied in lane 1 was prepared from the spleen of a
normal CBA mouse. Lanes 2 to 8 were the homogenates of the spleens obtained from 1 to 7 times
azocasein daily injected CBA mice. Lanes9, 10, 11 and 12 were the spleen homogenates of 10, 15,

40 and 90 times injected CBA mice, respectively.
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Fig.3. The depositions of SAA2 and AA proteins.
Each spleen was fixed with a 10% formalin
solution. Sectioned spleens were stained by
immunostaining using MSA 4-26. Spleens were
prepared from normal (A), and azocasein 6 times
daily injected (B) CBA mice. The squared area
in B was enlarged (C). The dark spots around
secondary follicles in B show the deposition of
SAA related proteins.
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Fig.4. The absorption of SAA to the sectioned spleens. The spleens from normal and 5 times
azocasein injected CBA mice were fixed with a 10% formalin solution and sectioned. The
sectioned spleens on slide glasses were incubated with the serum prepared from CBA mice 2 days
after the azocasein injections for 16 hours at 4°C. After the incubation, spleen sections were
stained by immunostaining. In normal (B) and azocasein 5 times injected (D) CBA spleen sections,
the deposits of SAA were determined as black spots. (A) and(C) were controls for(B) and (D)
respectively, using normal rabbit serum instead of the acute murine serum.
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Fig.5. Absorption of SAA to AA-Sepharose gel.
One ml of SAA containing solution was
incubated with 0.3 g of AA-Sepharose gel for 16
hours at 4°C. After incubation, AA-Sepharose
gel was packed in a column and washed with
saline thoroughly. Absorbed SAA on the gel
was eluted with 6M urea/0.1M Tris-HCI (pH 7.0).
Twenty-five x1 of the eluate (lane 1 to 4) and 5 ul
of the column passing solution (lanes 5 to 8) were
analyzed by SDS-PAGE and Westen blotting.
High density lipoprotein fraction (lanes1 and 5),
acute phase CBA serum (lanes2 and6) and
delipidated high density lipoprotein fraction
(lanes 3 and 7) were used as the SAA containing
solution. Saline (lanes4 and8) was used as a
control.
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Fig.6. Absorption and degradation of SAAl and 2 in the mlxture of the sonicated CBA spleen cells
and the acute phase CBA serum. Spleen cells were prepared from the CBA mice with daily
injections of azocasein for 5 days (A) and from normal mice (B). These cells were sonicated and
incubated with the serum prepared from CBA mice 2 days after the azocasein injections for 5 hours
at 4°C (lanes 1, 4) to examine the absorption of SAA to cell pellets, and then incubated for 2 (lanes
2,5) or 4 days (lanes 3, 6) at 37°C to examine the degradation of SAA. At the end of the incubation,
these cell mixtures were centrifuged and separated to precipitates and supernatants. SAA related
proteins in precipitates (lanes 1, 2, 3) and supernatants (lanes 4, 5, 6) were detected by SDS-PAGE

and immunoblotting method.
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Abstract

To determine the sizes of the serum amyloid A protein (SAA) degradated proteins contained
in amyloid deposited tissues, secondary amyloidosis was induced in CBA mice with azocasein.
The homogenates of amyloid deposited spleens were analyzed by SDS-PAGE and the immuno-
blotting method using rat anti-murine SAA/amyloid A (AA) monoclonal antibody, MSA 4-26.
In result, amyloid deposited tissues contained SAA2 and SAA intermediates with molecular
weights of 8,000, 9,000 and 10,000. It was found that the precursor of AA protein, SAA2 itself
deposited in tissues. Considering this result, it is thought that some SAA2 are degraded after
tissue deposition. Using fixed sections of spleens and the sera of acute phase CBA mice, it was
proved in vitro that SAA bind to the intercellular space in the marginal zone of secondary follicles.
This result corresponds to that of in vivo amyloidogenesis. SAA binding to the inflamed murine
spleen was more extensive than to the normal murine spleen. The absorption of SAA to AA
binding Sepharose suggested that SAA could bind to amyloid proteins after the amyloid formation
in vivo. Moreover, a delay of the degradation rate of SAA2 was shown using sonicated spleen
cells and acute phase murine sera in vitro. The reason why only SAA2 deposits in the inflamed
murine spleen was partially explained in this experiment.



