(19) United States

12) Reissued Patent
Beelman et al.

(10) Patent Number:
45) Date of Reissued Patent:

USOORE39147E

US RE39,147 E
Jun. 27, 2006

(54) PRESERVATIVE COMPOSITIONS AND
METHODS FOR MUSHROOMS

(75) Inventors: Robert B. Beelman, State College, PA
(US); Eric M. Duncan, Reading (GB)

(73) Assignee: The Penn State Research Foundation,
Umnmiversity Park, PA (US)

(21)  Appl. No.: 09/899,090

(22) Filed: Jul. 5, 2001
Related U.S. Patent Documents
Reissue of:
(64) Patent No.: 5,919,507
Issued: Jul. 6, 1999
Appl. No.: 09/120,905
Filed: Jul. 22, 1998
U.S. Applications:
(
(60) Provisional application No. 60/060,670, filed on Oct. 2,
1997,
(51) Int. CI.
A23L 2/68 (2006.01)
A23L 3/34 (2006.01)
(52) US.CL ...l 426/268; 426/303; 426/310;
426/335; 426/615; 134/16; 134/251; 510/511
(58) Field of Classification Search ................. 426/335,
426/303, 310, 615, 268; 252/380
See application file for complete search history.
(56) References Cited

U.S. PATENT DOCUMENTS
3,718482 A

2/1973 Hinkley

{-_l- ‘h_:-: a _-IEI;.:: r'._: .'-:.+|.'.:_i.:l'- .-‘::h"'r;‘.i.ll..:: [y .-;'h:-: l‘l'
Fpl e "-E{:- P
¥ :'._ ::"Eﬁ: I %,‘., ‘.'ﬁ‘il .

[ i "'lhll-.l-:'
* . "_:|:I

Rernn .
e

lll'ilb. 4
¥

9300 B

9430}

fevalue

'll‘"
™ | ]
L]
'
-
- ""'
W
.Ii:.
L]
ll‘:::_
- .'i
o ul
A
L ] v -
‘l'i'
1 -
il B W
u! "l.. s
vy
ot
u .
o
e o

K

s
)
L LK
Fargts
"J
R
o
1
s }':‘
l-r ;

;':.

AN AN A ] i_-‘_-l;"lhllllr_ ik rd T ey
-'.E:E:'}-l-l'-r K b -l'_‘_;
3

‘i-l-z oty T .,
- .

SR {40

- ** ' l:‘:;‘.'l:*hl
- :i-: "': _;"‘_;:F"- S
s

oy
e
R

o B
=
(]
- --.-ll"- l!:-ll
.
. "2
e 4. L]
LR N =
- v - - r

e ey
A

Ser ) B

T

.00 B

¥ ' ] - m-a = mom r-n .
L e R L _-'.r:-:q;-:-l:p'l-'h:_l-;-:r:l':-_"-_-izr,r !‘:"1.";':"'."':':"'.'.. LRI :. LT T TamaTw 1T T Bl e T e
e

4,066,795 A * 1/1978 Dave

4,814,192 A * 3/1989 Sapers et al.

49059483 A * 9/1990 Matsumura et al.

5,055,313 A * 10/1991 Warren

5,928,573 A * 7/1999 Spencer et al. .......... 261/122.1
5,945,146 A * 8§/1999 Twmam .........cccvvnvnnn... 426/324
5,997,654 A * 12/1999 Murch et al. ........ceo....n. 134/6
6,033,704 A * 3/2000 Talley ....cocovvininininnin., 426/320
6,045,846 A * 4/2000 Bautista et al. ............. 426/335
6,139,890 A * 10/2000 Simpukas ................... 426/321
6,200,618 B1 * 3/2001 Smith et al. ................ 426/320
6,367,488 Bl * 4/2002 Murch et al. .............. 134/25.3
6,403,134 Bl * 6/2002 Nayyar et al. .............. 426/335

* cited by examiner

Primary Examiner—Nina Bhat
(74) Attorney, Agent, or Firm—McKee, Voorhees & Sease,
P.L.C.

(57) ABSTRACT

Preservative compositions using toxicologically acceptable
ingredients, and employing a pH of 9.0 or above for at least
part of the process, for controlling the growth of spoilage
bacteria and for preventing unwanted color changes in fresh
and processed mushrooms. Aqueous solutions of preserva-
tives are prepared and applied i multiple stages to the
mushrooms, by spraying or immersion. More specifically,
disclosed 1s a method for preserving iresh and processed
mushrooms, comprising the steps of: contacting the mush-
rooms with an antimicrobial bufler solution having a pH of
from about 9.5 to about 11.0; and rinsing the mushrooms one
or more times immediately after the contacting step with
pH-neutralizing bufler solutions of erythorbic acid and
sodium erythorbate, 1n ratios of about 1:4, with a suflicient
pH to return the mushrooms to the mushroom physiological

pH of about 6.5.

38 Claims, 20 Drawing Sheets

Storage fune ({kys)

®1. Sodinm blearbonate @0 piT 110, 1203 8.8%% Ea v 3.2% Malb, 08k
22, Sodium bearhomats @ pH 11O, 120 € 8% Ea + 3 .0% wabs ¢ 1030 ppey BV A, &g

- " 1 L * T . ' " ‘r# ¥ . .:-‘p -I: - i q 14 r;—. - ’ rf}' |“".- il -‘.H':' :"’} :':I'{:
w1 Sodin Bosboaate 48 pk 110, 1205 (855 Fa + 3.2% Nadl + JO00 ppm VIYFA + 1000 ppan Lal 32, B,



US RE39,147 E

Sheet 1 of 20

Jun. 27, 2006

U.S. Patent

e ety b ST I, I W T . ke e o e e e A T g e e N
. rom .I..uu.... . - . at - L....|..|.|.. .t PR - [ T -—... e L.
] . ST e R e e et e e e e e

........
nnnnnnn
.................

.. ...
llllllllllllllllllllllllllllllllllllllll - = LA |
. - . e -

I o U R -...-»..-.. N LN O B .l-.i“..-_l.rlh.. o -

, .\Wm..,. o .ﬂ.”u._..u....u.._........n. A ._"“._...“u...u..n
e A R
T = 4

.
-'\.III

ik - For Bf,md &k

L] u [ ] I‘.l.-‘l.-. - L] P a - m] "
.H ~ B l! - ..-l... ll lr .Il ..-_. L .__r.
...-._.n._u-._mn.m..m. AR K Y e AL

L] L) ¥ [ LR N N
ll.._ ; - "f -.- l-_'.-. A . l.-_.-..____-i.-._.i.....-”-..-.-.; i..-.__.i.lrl-.lli.u-..r
- 'l Fala e .-“I. e e T T
. . - i.rﬂhﬂ.ﬁ%ﬂ.ﬁlﬂ .‘....“ﬂ_ﬂlljv 1Ih.ﬁ“t. l..'_- . .-..f-_r o
T Tl e U e e e i .ﬁ.n_..
L e T e T DT el T L e A T
T T T St e o LS ..ﬂw,.. e
I b . ' L Ny . fam ' . - n ....1. LN LN i . ] Y .-ﬁ \

LI R T T R R S R |
" moa s n b F=-n
- = & n & Fl

.-

e
-
waletat -
T e T e B R Y B TE N, D I O N I L A B e e e A N I e I IR -
-t e
S x I B NN LN E
LT e T L o Tl B e A e N R T NN N R - g = s m ma I mgEEE FL EE Fr - abhFambm
iy P S LN R T B i .
eyt R N N A T B L
P T N A N T N L L R N I Ml e e e el A MR S R N R I L N N N ] nanaEr . A
L L] L -__.......__1-....._.__.1‘_.|.|-_....__.. .
- . e o D
1..-_..-_..I—_rl.-..._-.-___..1_-_“. e N L N e N I G R T I R W e et It e e e DU R R ek e e SR 2t ma
P N -k
B b ek m e AT ke St
e .
'
AT la T T e T e e T e e T

llllllllll

. .
. . r
" w -. e mr O
_.-.__.-.-.Ih P S ...l-..
a R et S
ral N a e .. c .
-'m - Fl - [ - . )
r r '
' .
.
.

-
=
-
-
L
L
F
L]
F

. s s s mow
M + N N " mmw mmwww rmoraomahon
aman o hrd T
VT e T
L )
L )

llllllllll

......
e S R ML ML o B
' .

[ e

PR AN

S e
'

Pty N - - ok
. L r - -
L R .._ll.h..._.-.___....._l.._ . 1_...-.- -....-.-.-..._-. .-.__.II.._.--...__... e . . . . - - o
el a n g Ry nama gk ndpn dpkn . . . .
P R S R T, N N L T '
n Ty a s ame ol A P .—.-_i.-l-___-l__..__l-.-.._.ll
ram ma e L T e L L i
o e e BT R e

riln b L]
ak ...1__._..- ._.--
'-il [ 1'- [

llllll

r .

-t ll 4 J h FE 9 B4 § & R R R R J ‘a a'e ma l.-. -
= B - I-.”..__._-_-.._.-._.&._. . L . _

lllll 3 Ll . - - - - = 4k

. =S n

........

L]
" s maEm
llllll

L) k - -.I.- l.l.l.' = .'l ..'-J -

R

e ] .- -_. -_.-rl ) l.-_-. .._lI.-.l.-.-. -l- g,
pRY ...um.m“wuv...m. e o
' [ |

i

A X X, e e Illl-..“l.l-.“l-_l..-.-.“.l"..-.-.-.ll L
" ] e My hl._-l__..l
[ ] I-_ - J ;_.-I ml“..- .f.- -, ",
. ” S .m.u..-nm.ﬂ._u.m"nﬁu.
: , RS
_ . A
R I - v e T, “u ' .... . tolet

LI

el

P

!

I-Il-'-lll

s e . g “l".ﬂ.._...l.. _._..._ oy
.-.fl-"n..._-.l F] _lui'.hlﬂl L o A” “”...-“l-.

[ ]
L - o -..._I - .r.-. i!“..". X ” .
i m ._...- ".__ .”.“"- .ﬂ”l“"."l”.-.u"un i- __I.-H_-.l - " “._.-_ __.r.-r!.-.L-."I.-__-..-i -.“"..”-..-Fi- r -._..__I___..- e -

i
}

{1
,

et " = - i

Ty ' . -

Sy _ﬁ..“.. g e -
s

N

Y’ ._..n-n.r.

..n..“-.. ....ﬂ-.IM

" .Hru. -4. - ama “ﬁ”
z o o

N
g

2L m.m._.......w.e.. .m

i

o
iy,
et

Lol
L TR
.
23
”' | ]
.i..
I Tt
s
o
o
7~
oy
e
alymim
I‘.l.-.l
g
PP
e
-_. .l.-.-.-_“.
.l-.‘-_ -_l.j.l_
r L Ty
Tl
...l.-l_..l
bt ol IHI
-
T Ty T =
“Aar
ik i
e, H\u\
. e
s o
.l._-.. ””...f
i e
PRI .
- L
. Bl F Bt
- L] + 1
. —_
el
&
S Y
s A
- __.l.f
Ta ___.r.-_.“:.._.
.__."......_ L na T
- ,
ol o3
* -
= ol
Yo T
. F I P =
)
= =y
T —
Y
-l'-_-.ll Lk b b |
L Fa
LA, __.l..._.
e grd et
il Sy
rrwt B
e ..
»u vk
- e e,
T
. e .
ll.-...i‘ Y

Bronale

1634

L]

(i b

%
L

B Sodd

® 2.

ORI oL o

aft

¢

ey
1131 bn

(ped

B3 Sod

A
iy

llllllllll

] 11.0,

.
+

Hasic:

ri

F
r
[

kN

L]
]
L]



US RE39,147 E

Sheet 2 of 20

Jun. 27, 2006

U.S. Patent

£

-

royapraraea R A R T N R E R RN R LR e
; L] L} LI

.-

'
1
1
1
t

PA T RERT R T
- .

, “ 3
F . _ f-.
F ] - LI . -
.
- . .".- .“”..n ........ #l..-_._l.”
' SO PN —
X R NI ot IR Yt e ~
R T L A R [ RERCRE SRR N -
...... .|-”-|..|. . -...|“Hl“.”-”.”-“--.“!“ﬂnllnn.-.“l-|h|u|“|1 [ 1.!!-;-.-.l._. LI L . | N | "."”
....... e - ] o " -mram=-=—7T =4 PFA AL Eagam F L . L L. - B}
LT TR e T i e iy Aﬂwﬁm.wu*e.ufrﬁﬁ.iv e o
e Ll T el F K, A.__. ZEN MR N "~
I = d B = . . 1 . P T e A S [ L] nr ................. I = .‘- 1 r ”nl..'.].
i

-
R DTl T e e T e e e WL,y T,
SR T T e e AT SN .Eaﬁxﬁu.ﬂ.hﬂhwvmﬁ%hﬂd

L T [ nrr
......... " e Crm e m s 2 mn
.......................
.......
..........
...............

0 e ST T T T
) o UL .M b . . ' .—_ hl... Lt . .. 2! . ..... " T ! L. .... * !
; R R st ot ot e e it el R TR TR T i
..... :

v 4 TO8KD

|||||

[

L ]
e
(RS

.....
.............
................
------------------------
........
..................
..........
....................
"= . - om

5,

SOt oo 2% PO S r gt AP, A ot

ore T T i ey A \w&sﬂ\ﬁ#\\ m._... '3 P

T T b e R A " = I

S PR S s .Q.ﬁ. Wm.ﬂﬂ % P Ao ....n_..nw.n.“..m g e
R I o e e PPl : .ﬂ.rﬂw..ﬂ. CaleY AN -

V. BN R S : o) ' . ¥ 5 _ — T aw

T . “.“.......m..mm,.“.m SRR S RS Hﬁ.nvﬁmu..\.}&wv; q.,qu.nw”%nm*yphﬁmnm - S

.._
S
s

=
[ ]
+

LI B LT B B O I B R
. ' . -

..........
........................
.....................................................

..........
-----------
..............................................

L
|||||||||||||||||||||||

- r m - 4 . = aom . . H L L] -

e T e ko " s r rws - -0 0T -1 . = r o .- e - ol -
- e e N I R N = a r 7 m e s mon I rokhwn = oq=os L]

. . . LT e s s m s r'aau manan admsbFFrecrt+t il sannnsr rlos % =ag8 +%8 = ra1 1 - an Jl.l. -

. . TN . . 4 ' = a T - . . T B - [l LI

i A P T T T T T O R iy [ ] ko

el st e m e R e kol B kA& oad komoa m a4 a . . - Lo =rom = L L)

S s e T o e AT T, - I R N L e e R N T I A A A L]

. - Ca ] ¢ R aor k@ Frr Tl r,pr s s e orm o woas pogdd el R

o e N I T R B L L T aC R e o I OO T )

-. ILI-

'
---------------

R S R
AR - -
L]

-

e T T e e

L aTe e A ._". Fo L E L _-__._.q.___..__.-.l.l-.-_-.___.I-IL,....‘__..-.r \ . \ . LECNCRE N B

wmy R
L T e OOR N S P A w

o *

E -

- om ol ¥ A
[ -
-

1
s
-

......

5
I

---------
. -

Storage Thne {Days}

3,

[ |
L

=1

-

A e e e T R R I T TR T T e T T e e e R Rty '_."_.". '._"."'_-"'.' "_.: P
4 r: : P -: -
Iy - ’
O Y el
i1r4 '
LR
A"
19 65

k
. ' .
kL EEEEEE 1 llli_-rlll_i
T

A 14Y

e [N Ar o
N RSTES

l-b‘ .
'
4

] II
-I - -
-- - .l-.-.&. .

ot e .
- - FRE
.
. - L
. .
= e

.........................................
................

...................................................................
.....

||||||||||||||||||
11111111111111111111111111111111111111
||||||||||

2%
wayy £
43!

L]

lllllllllllllllllllllllllllllllllllllllllllllllllllllllll

IO LR N ' “r”” BT e L Ry e, g B n._ —

Bl DD Dl I T T -, .

R I A i R e R T L o

g A e A A i o= e Tnle el LT .-

R s A R I o

£ AL ". ........... L e =
._.__l-.- o LN -.._.....__... PO ] _

o O GRS oy M v 1 - o P = m.m, ;
B T W R R PR A N oy . : 1
.“l”..”}“.-“1”.1H-“|“.r”|“l-_.-....;."l.i.._l”-h.. .1-.1. Ear ey e e . i L] .-l..-..- FEEEE YK " ﬂ-‘ H.n- -.-“-J.-.. ”
...... R ROl O X S :
l--..-..........-....In....l-._-.|1l .||+#l-.-.1 Lt . nﬂ ...!I-. .|. .
”-Thr!JI..1—.!”—..”1“!1.”-“;u-:-1.un ”:”&-. ! n. p J..' -!I. ﬂ .“ 1
||.l_.”.1”..1“._”.....-_I-.._.-_..--_1.__.-._._ll.__.__l“l..-nl..-. ] . F . .I".l.- .-_l- .-”_I.‘.-_.__. 1
B 0¥ " s —_— FASIA g : mu.u.__ L2 i
L e L D T T LT \.. ! i i T o L)
............. P e AT, LV - ! j . v . . ¥ L y L] ' b I.II.-_ vk

e e . ¢ e . e il -

L e : 7 ! s m.. ........ o Ly LY u,.q.
» Av-.v..r-?.h-m‘_l“ ! - —py
|

{2

.
v, ..-‘-

_..m__-_..
U RO RO U .“....-.. Tt .......n o N T o lf.l.\_-. L f - o ) . o lrj._-
--..ﬂn“ el .u;ﬂh%uu.nm"-ﬂmﬁ'}.\”urturﬂ.a? R A P T T RN

lllllllllllllllllllllllllllll

2
fhy, 3%

e el e I & 1 . .
e L L P e e R Gﬁ AT AN AN IS R o FNI AN TN
-“...:",:"“.".H\ .”m%..ﬁ.. ...u.rrf Hrﬂ,....v..f“vp.mm..mwmw\n? .._....r..wu.r Dna s

. gt
. o
: - e
.....1....|IJ -.._“..“._-.. Hvu.--uuunur”.”h”-“...T..“ “u ' - . ] . i
A LI “-.&-u .._-.r......_..”_-.._.” L B 1 — -
oaialata O R S O
-..__;. e L " 1 l._l.- - - . -.lﬂ. 1._-" n
-------------------- . - ]
S2Ta A e W ke A e T L S N N S g e A e -.“_.u.“_ Y
R e L e i el A S T N T T T S T BE P N S NN P AL " . -4
e e e L L e e s -
a e m -.!l.. l___..1|.-..|.-l1._.*-.l.-l-.. ........................ . & - ...- _,l"u b
e e e e ..-I-..... ............................... - . - N
e ...-r.. "-_..h-...n.... T T T B B o T o P ._”-Ihr L ol ol .
M I SR SN L I - r -
........... P S e s ara Rl a e d oA d W'E R mas AN AR . ‘o _rl-.- 1-.-& '
........ R T T S T e L T - S nen
L e .._.||-"-|.n-- .......... B R T i S i.-.-__-.-.1.w_.....“.-.”..1.._.....-.-.__ .i-...-..-ﬂl.“.-.”l..l-- LU AL IO " .x-..l"._. ] ol
PR I ™ o - e N T N N ' - a4 - L . E‘..il‘i'.l:l"lﬂ' . m:l% i d “l..ﬂ._
. " Fo
> ol e T <.
Ly
ot 5 - o
: _ = a2
(T nHu_ e s =,
., b~ it ﬁ.__ hora®
™ [ n.1_-..r_- ———
ot
-
R A
+ ] ) '
o .
.T.l.__ ey .u...l. .
- - _
B O
LT E '
L

I Y L



US RE39,147 E

Sheet 3 of 20

Jun. 27, 2006

U.S. Patent

Fig.

24
3
i b
Rty

N
§1d

1.
F
&
-il-

SO

J
.
i

G4 &4
)
P

. %y
S
;{_','

L]
[

L
5+
¢
Y
4

L

i
U2

'3
£:3
i3
XL
3
70
(L)

M
4
3
{
¢

23
il
’,
B4
!

o

)

Pl A B

3
).
{
45

;:‘.-
2
4
3

-
L R
8
3
4

n _-.-_rh I .-.‘.l. - o
ra AT * by ey = R "
- 2 . — \ RO A ..um
o I % .,
: i ' i _ ]
I 4 _ F L]
. ' . : . §
- — “ y .
pal o o i 73 i
..nv“ . _“_.J....J .____...-...._-.. #l..".-“ -..J...-_. .r...l*.l
f . - . - -
hrser ’ T o o .t
. u..._r-_. i M..____ o Iy

||||||

Y A )
T P
A aw

4 rw =~ - Eddr
- om o wm om o omomog oo
e r B kb ke
antm g gy e e e
- a
T e e e T
d 4 s d F & I FJdFdBFFE I
LR N I X
nnnnnnn T T
- - .
P N R O

1 F 1 1 FaFrrFs o rFrrw
A g o aaa ......-...-+.-.......l..

...1 . T
e P R R S e
-l - e Browr I &
a A T e R Ry ']
.................. - -
-k RN IR Yy LA
S l....-....-.l_.-.-.-_..l___._.-._...__._....... .-.__'J.i..i.-.l -l..._.-
—_..-_1.....1.__.......--.__.._.-..-_.-.!-_ L
ww o n o m ol ome = aeom dom ke Ew
I A N R N NN L EARE - LK
e gt A e S
n.+ﬂ-..h - _-...'ul..._-n ..__......-_J..i_.. oy -.-.. . . o W ) "
e R PR, L e L, Pl .-.l.-_llh_..."I.l.-. -
Rk e omor b Bk on o menkedd B " e W e
rp d - 4 = « & L = hr k¥ LR EF = LA IERXAENAN] [
TR 1|..__._._-.__-._.I..__-..__ - ..l-..-..-_ - ..__.._.l.-_-_”ml -
I L L - -.1-._-_ il
T o :
LI e e e e e

e s e
i N ity iy
= r k- r- T mmm ol o+ A

a gy n S R N N LN
A g ma wem o mm momononomm kb 0
R R e naa Cnal L
e ] l..l
T E e e
.‘.I. ..............

R Y EE R RN
e T e T e e T
A T I e B r
XN AN RN AL r
-_-.__......-.....-.-I.
LI R

EEN Rt et
-_.-.i...h._.__.___li.-..1. ST T -.i.___ .
-hll‘l.l.".- r-.lllll..l1-.-.ﬂ.-.IiI..'Ih."
llllllll mom d kg om
v b g dd A+ FrFradad R
A I RN T e gy
et WEREEEN AR
lllll.alhl.-.l.rl.li.illl.l.lal%'.l'l.l.li.
- .-il -.-.._li.-. ' l... ll-....l.-.l-.ll.l .-.i.r..-..-.._
LIC it I B Rt e |

-. hh.l
I.l *

.- ‘.ﬁ

2

-

[ ]

L]
.i'
Iﬁ
:1

1]
"y
':n.
‘

d
'.'*
e
iy
.

1

. LS
y I_-\\.

"y
3

A

o

-

L]
il

-;:l

4

A e L |"'-| "
4 - .

P’ h".-"q".::_.:_l " m
'

ez

-"'l.u"-r -

o
'y
o

L]
L |
A

1
L]
[ ]

; :li-::-

LA R IEENL LR
Ty 2 rEoa =

e

4 m oy ooy L
] .l.-._-.-.-.fl.-. -4-}.-..'-_-'l_-1|.

L

INYTA-T]

)

Y
¥

Tume (Da

t

Storag

o T} RO, Water, 1000, 9Ux

:

b
A

L]
T

SO 1ROs
|
:

3
111331 SU

L}
¥
I

T,

LI |
1
ul" -lm

(3

apm soud

AR

L

0

"
&
s

@12 ROW

AT U

L mmmm® L EmE"S LLE NS s

i3

o

[}
1

bl

r
1
.

L]

t
k
-

VA

:

Fnpa

H

L

'\..";"
-

+LF
£s

sriat

[
Vi

Vi

g3

39

¥, 8l

b
{5

d
ity
_ .
ﬂf " .rn.._ ’
-l :
e - .t-.
Pl !
-~ -__I..\t 1
. .ll.-. .
L e
- ]

Fra, i

gy
1
1
E
¥

- R

D
11"‘

"
o
.

m i
it

4

3

whate

It

viborbate b HOO0

41

|
3%

¢

oy
»
b )

3
¥

 dat

{
ol

[ & J
F
Mm e mh W - - Ao m oo maoaa

r}
i =

Iy

Py

1
5.

X 1-¢ pif 1

& ':f.‘

- .

O DR



US RE39,147 E

Sheet 4 of 20

Jun. 27, 2006

U.S. Patent

.........

-------
rrrrr
.......

.............................
............
...................
--------

..................
111111111

................ P Shalrat o e o e T e R o e t......q..i-_ul“.

ot TEUEIELY G e \\.
by DL nEN M __ L s
bt T Coo

; RNt Ve R ¥ - S

nnnnn

.......
...........
.....

.................
||||||

-----

...........
.........
..............
lllllllllllllll
.................
...................

.........
............................

- [} .
e T wrs s .

LR NS

gl & & .,‘:l-_-l--._. Bid hEAFEE FEFE N FERPFTREITEF

-
. L3 L )
LR R I K| A gy map g mdh oy m o e
LI r.l.-.ll.ll-.-..-.._l.._l-._.l -.-_.-.-.l+ll_l.-..-ll.li.-_i.._.l._.l..l.-1l._-.I._.-_.llrliill....._.-il.lll__.. )

LI |

Ll '
lllllllll

=
111111
uuuuuuuuuuu
|||||

et T S R AT : et
e eI R AR LR

L]

* L) L]

......
|||||||
.......

l-.-. )
-

L

e e i ol il N A A O N S

L
L. - - .. . . - I ..._..-._...—.-._-.'-.__
...... " - - a ' N " m ' Ra e v e b P el AN E RN
- = = . B - - - L} L ] r Fm - s~ 2 w1 *Tvh rsTrmwr i W
r
.....

.....................
llllllllll

« . 11 A1 44 k081K
- & . oa a F > am a2 a

- . - - - L]
T Sa R . : ] r . K IR Sl Nt B
e . . h o PN e e e e et . . .
AL - . - . . e T [t T Yl R T g ¥ ' ' -
. e g g
= . . . at. N o uf Fy X AN
aT . . T a " e et - .
N S et e - -
i Dl iy . .
-
N N R F T R o r o e s e e e e e e e,
P A i e N e Y b » 4= =, F§ | F R FET L " FgET S pgEFrfygrFFE IR FE T II-!I-I I.*' -1--
. il . KM = v e e e e . rr s rEE rmEE oLm . L N
L) . . . -
. - A ' . . . .

lllllll

T ll"

LRI e : - e L 1 i, : Y, . R p ..i”.-_.. . LA A
- o A y * , v".-. L] 4 r = T . m LI“
-h..-.".-l._l.__li.-.- l.rI..__...- L “us ﬁ“lli‘ Il""ml-. "-..I ”1”

T “ lfi...-... . ARy ik ”1

‘o L L B M Pl - N e A i) [
] [ ] ek m b 4. A

]

]
]
i b !
- . - '
- . e PO T W . . . - a .
-_-.._ .-_-l.__- e .._lh F -4 i h . r -
LIS R i \ o
" s aprad mad wra - J .
s asm i i -0 rml -
e A m g omoay . .
- s mEermom ok | o . - 5
A wr kA h k- - -
oy rmopa o w ' . = 5
= or o kow s kg b )
drbr FA & Forh o n ] ' ! - L r
= s g my m A - AL m . u
.
] -

.....................

- o - i
e ] L el Cr ¥ o -

qqqqqq
"1 oa -

.. . .
Bkl BN B el b e e e

100
i
£
i
?
-
=
&

AFPHA-T

{
{
O
0
i
)

Y
413,04
&
¥
¥
3
A
0

ol

LN

(Liays)

$14152

-

Storane T

||||||||||||||||||||

b

rhade + 10

Ay -
e

ing

G e

AV

s

[ T
]
Ah

T4 oo 19, 250

Cas

i
LW

Ota 1o
TA, 100

.I.,Il
pa

W3 £ty

'
]

*

aryti

L]
&

L)

(ha

BIS pr 11350, 2L

&
4
¢ -

4%
!-

37-8 prd 11, 1o

s

~
1';..' * "}

ey
1
L

3L

+ 10450 o

%
nty

e, 1430, HOs

r.—..-._.-h.___ L

T

i o
DG pom godiue sul

v
31

[ ]
b |

B3
8 7 -

- - A M - - EEmLE

[



US RE39,147 E

Sheet 5 of 20

Jun. 27, 2006

U.S. Patent

g
3

I
)
{

. " = 3 ¥ =, -
H-ﬁ-—.f I-I-J. .H._I.r E. L ¥ P
R, " iy A r
“as 1 o -t " -
" " imd
) i

N
"
Ca
l;'
LS
¥

- N €0

dk“{ﬁ}ﬂ 1
1 R4
5301
(1.86
HeBix
Qs
i)
&
£ 95

;
318
>
!

)

Pk

N .
: - ) s
¥ -ty 1 M o - F
L] [ .‘l.__ r i » = ‘L
-t - * H
ﬂ i i i "
- i % . ]
_.-

||||||

-
.......

- L]

”-_..-_-1“.._._-___... - " -.-.-..-.-_ll.-l. !
"= - -

-l om~ah e a kB R F R FA -

4 g - . 4 - maka kRN

....... - el i

PN rr or 1 b d

L ] - -

- - CREN [ S P e ]
- -

.
lllllll -a - -
" B kB kon - . B - FEFEEEE N
Caarw i - T it - i . .._.l.-l.r-.-.vh.-.-h_-.-..-..-_
bt | £ pFrEn e
' h
1

L

Loapom Fm - . L
Aom L R R Il"l.lli- .
a ¢ L] - - L
UL T -t e et e T el 0
4k F 4R - - = 4 FFEE WA Jﬂ. l-
N ot L e Rt . oy
l.-.__-_l.._.-..l..__...t. . '] LA N N N L _._l.
d - - T .__.i__.-l._..ll..-..-‘...q_-. __.il.s_l I.- b= "
e T . R Pl R
A ok kR ) - L‘I L} . ok
ML R I L ] .
A m e mwam o nm B onom ok . .
L ] . 27r T wTa -
My N .__”.-...._-.n.-.-..-.-___. ' -
e -_..._... . ..—_-l__. }.._-.._l.l.lllnl-.-_
' a m mm . aomoawk homo
" B% & o gy. §" . gk
N I N R i WL L )
At HE Ry e - T P
- year
e N R

- " .-_-. K oLl

-3 SRR

llllll . i E - .l.-.l. L] -.-_.Il.r LN AN
e . 'l. I.".“"li..l i...."l ....l..ﬂ..“..lll.l.._".i..-_..lll.-i_ -.I
+ B

e (Ul L i By e St

e

A
.
“._.. . ..-.M%.hn“ﬁ.um.. s . hart
.

o __.t_.....:n_._m
e e A T
R R

- o .om .
.
.'I."r LN

L.
i'm o w

= ...“"”"”"."."_"..”"m” e mM. =

>
48 4 0 & & & i 1 KN =R & 4 r

ANy

AYHY

iR |

1

Biorage

- - = -

s

it
forhaw

L ]
-2

b, 108

tiffi
)

;".
N

VYT SOG R

1060

w .3

K

£

{Gol,

x

4

E'

4

i

x
1
&

vy

hate + 13 p

{i

+ |

b ]
r

y 2TY

%

o, 30g.
1. 25u¢
3

% T-6 gl 11,

-
1
A

&h
k

)
2

[ s

4 pH il

[ ]

h.a i M

o T e S i
LN B o
el

-
l!l'_l|;

C,
-:}{::

y, 1004
A, o
AL 23

-~ 4
;
4

i)}
R
pd

N
F |
o
-y
4
F
"
]
-

§

)
o

IR
0

{
-

4}
)

¢ & jE0
\
;

¥
it
rhate + H

h: 1
ho

¥

‘:-Tj.--”-‘.i‘tt’“:—

]

5 .
Yo Py
o C
':fi";: '

-
r

A
3
3

:

S
5
5,

34
39
S0, 30

L
-

1
=-a

o

Lk ]
(L,

LS

;
el 11,

-3 phi

"
1
1
&

&l

"-EE e T TEITEEEETET S FSBTwTTE TET R T T

a2 - amea

a2y amET ~TwE e - — =



US RE39,147 E

Sheet 6 of 20

Jun. 27, 2006

U.S. Patent

i W e :
=~

Fig. 6

- - - ] n § B v gy Fd F =
4 r = b F L : ' “a hJ..__.-.- .-i-..-.... NG L
anEm Ay . Yy " » " Ty r m AT A om ma ar Il.._-....__....__-1.-1._-.-.._.i.v.'.-l.-.nlin
 om il m o ampeas rmr cormn . r = k- .

lllll

S el e e - B . - . - " e s rroam n - - kM 4 R L L N AN A )
.__..-._-_.I_......_..__..-.Hlun CRLE e e e St et . ., \ el a e e T b e e e e
M ' [ " atae

& F F . ko r - 1 - L] L] .'"‘.I-.-..-..I.-l
“y ] a .l..nll.-.-_.-? wuE l...__-.-.-
st e e e e A

-__-_.“-.__.._.. ot I : .__.__-.__..._...._.M

4k o

L LI 0 A | -y rEm

"__-_l"l-.r_-..-_.+.._.__ pha et R R N .
ll_-l.-.l-II-h-.l.._.l... " - . " mmom. 1R oroa
IO R e PR . oy
shadm el e T Tl T W atm s e e e e
l.-l.-l_-.l-. T T T T e ) !

.‘-ﬂh '..r o }.r.“..- -.-.-.h
_..“_..-_-__-."r._tﬂ.._"_.i... aaly ety

Y & L, [ ] .-.ll-..i .-.__ P ll
%ﬂ I““.”"l“.“‘-‘.' !-. ..l. l.'.r M .i.l - -.I.-.-.
1

i A w kI EF
- L ] L

..-.1...- .l_-. .o .Fl-.-“l_l_. kv, __..-_....-. .-.l....”.- 5 ; A . ' . .. . L. ' ' )
NI am”“””..wwmm.“. . % \\. e
"- Ll .-_H i"l_- e A . Pl
3 -"._. i .._"l" T u_-”... . \
R . AL :
‘-“ 'l-‘-‘.'. ‘h ‘l - ll. = A - - 1“- 1 H-r

o R o + k! B .\...I.ll. ..I_..! ....- .. : lﬂ.
S BRI i .ﬁﬁ#ﬁ.ﬁﬂ.ﬂﬁ S NN A
S B S S %wm,w@,,
B N s OIS
.I.r .r..'.‘bll.l".-.l._rlln.. a.-.-. I.”.' -.-l L] L.-. -l - .

o

l.r-.ri..'-."..'.l.l-_-ll.l 1 -.“I rII-__ ¥
R

N u

. .
UL N T | A
A'pm pE g N mE .
L ] | ]
.....
.-.r.-.l\ L]
. ' aa s
r
.

........ e e - )
N N A N e R AN L W L

IIIIIIIIIIIIIIIIIIII h s s mm r &+ b1 4+ &

m - mm T moEETE oW d Bl dd ==, +4 . . - = _ = == LI - .

el ow E g e R 4 4 m a4 4 I WA Em " oa mm A EoEEE I - A m omoma =

AN M I NN N F WY = amJ mr s I p g ok dpgw kP F T )

poee e T e e e ke o B B 1 B R oa kA RATE o E R R AR
A IR AR L e A T L L LT
- P R - r
RN e b el L A E AN
....................... . R b

v e N L N )

llllllll et -..l.l:l...i-l.._.r.._l.r-.l

" “- RO N PPl

oy ==
A = & =
& I.IL.-.II.L l..-.lll.-.l

...............

AR
l_.-.-..i.-..- '._-l..-.i._-.i.l-_._..-l [ .
Fa -_i”-”-_.."l.ll”ll . N ! RO e o :
PR LR i

SRR OO

] e el ol

e e vy e o P o

- e .__.l..___l-...l_..-.-_.”.-...l.._...-. Py T e e

n I NI PO -ll.-li.-_-n-_.-_!.._-hl-ii_-l_..-_-.l._ l.-.l..-_....-...--h - -r.-.-.lil.-l.._-.. -.-.!1- ...l.-.l._. -.!.-. -_'Iin
lllllll Ml A B or brdndhon e b Fa P Eh AR A s l..__l.-...l.-

4 r ok rm LI | - L L
l.l..l._.l...._-Ill_-.._..l.lrl.-..._lr-”-lm._.i”!h r-_“l..-.-_
._--_l_l___ll..a.-_.-_.-.l-.ri.-l' i F & L]
e e e e l._-.ri. -l.lltn.ll-_I-llll.__.-..!.-_l.-.__.-..-_l.l.-.-__-"-_.-.__ *
Ty -.I-..r.-...-l....___.i-n-._..l.-_ll_..lll._.-___.n

.'l'l'lli*l.-..-"...'l"

-romr w o kT

4w ko
.r.. -‘.'—.l. .-.J‘.J.

L ]
B b e
|I.___._.._-.._l.r_-

* ¥ .-.-..—”.-..”HI“.}

.........
---------------------------------------
. H

Pyt

[ |
Ay A

.._“_.l._-rirﬁ-lrl.

LA, o e, o e T T
donaane ha e
e S o S R R
A Sa e A Ny Sy .
e SR

“-_.-_...-..- » " ', L L ___..-“_
R R ..“".“.%..
LI E ] 1&. A
A R AR i ____.\._"_- T4
St ._.mm,.
mI-l “lu.lu-."lul? g mw 3

i __.m.. et =

iy
amgper

_...'lir
Tt
Hl.r

" - [ o
2 ’ ot ol oy
-.rl-|1 . ﬂ.ﬂ“_

ATFE AT

{

-

L

X}

Ry

i

{

1 ireesr

X

3

Tlet

S

raTE -

1.4 3%% arythearhals
Y

wt
tr.‘.r- -....I.rl
- oy
LY ] lh.-q.. -
- - ._....H._.
P!
s w Hn
- e
e - ﬂ.ﬂ.._
FRE 1 L
Btk il Pl
ol e .
o 3. Ta
F -
- RN
ety 7w .- s var
N T Ta®
4
PR -
lr." W .4..H.
T r= iy
.y = .
5 T4
ll- Il.r C
cad Hl-._.. b
. - I
T | L .—-
t L
- '
- .
1..-__-.._._J - =
ey} 1..
| W] L
1..
o i m .
- =" -
- I o .
o T
-~
.uh_“ L Vi
T .'_I ] lF
——
- A
o
-, e, =y
- .
U i B
- ' -
. — ——
P By e
—
-

BEE
W i-3
a3}

&

[]
3 (a5
8 =
uih Wk
o, L
o L.
¥
o
- g o
Ca
“.-.l-_ "
[ -
[ Y -

$ - 3
3

o

b I
5 e

5

]
"o

L &> -
- e
Mt ._.,_l-_
-
el wk
el
L 4R
- o
N .l...r. - ”._- ...1.! L
- = ua

[ ol T .
o O :
pi B | .
2 Oz s “
b, o Iar '
i = ]
£ ¢ om
_- L] e
- - s .
& .,H-._.“ e :
il .
e d
iy o'
28 o
e by Y :
T OE L :
— Tt .ﬂ“ :
> B
o ™ e
o L gl
o s
ni e e !
) 1
-

] i}f" X

a-m
i g
g bl
1 i S

L™
.H:_..._ b

%
=P
A
-4
oy

x
H
s
L "
i

|- KO Waster, 9

4 - AN - A A EEA S SLAESEEEES =T FS



U.S. Patent

Jun. 27, 2006

o el
. '5\1'*-:'" = }:-:'H'ﬂ'h_r

: :-c-a-:—::-.-:-cg.uhw '

Sheet 7 of 20

T ol T T Tl S .

at .._4\-5_"-"-.‘ L S na ¥ :.Flf ::J l":"n et ﬁ"- w,

= mn m "

L g LA

. .n."‘;l. ..E‘.'..'.-" “-‘I:w

o A A N
L o il "‘-.

i vaiae

"ﬁ:;%fﬁ:%:::m ','-.'%

Fa b f el - 93 = apmr =
RN F - E LW -~ -

P
m_=

2
[ ]

R
o
I?I.
5
..:.
o

s
by
&
ol
'-Il' L]
l" ~.l
lhl r-
.
b

#1100 Watar, 90%

473 005 M sodiom bicavhouste G pii 318 3% eryiarbate

G5 ¥ spdinm Meatbonate o pE 6.8, 3% ervihada

11

03 W sodiee bicartbonste o pli 245

L

T T FLTIOUMNLG

....................
m R EE EE EEmFaSEEE R EEYTT RS R ==y = 4N

.‘.:..h.'.-. L | I..

@i

OF-a 845 M sodhimn bicarbomiie i@ pr{ 1005, F

@i 0403 8 sodupn bicerbonic @ pi 230 3% enytharnate

T oo {3

US RE39,147 E

'i”‘ (A0X 4 93 34
B 0749
'LE;“ﬂ (AN - 93159

ief = (30177
T8y =-1.5803(Bm -+ 47
}l‘;“ SIEP RN RS
Pty -2 162508x + 95355
27 7823

Ty A0OR ST
3 0564 bt

3 883

)
4
1]
[ ]
1
"t
t.a.""

5ERI{O) + Uu.28S
= 0.9295
237

rawg" ¥

. TIRD + 9
R =€) 507

Foy oy

FOEHE s sngine sudhie, ¥y

Ya Sy yiorhaic

.....................................



US RE39,147 E

Sheet 8 of 20

Jun. 27, 2006

lllllllllllllllllllllllllllllllllll
------------------------------
lllllllllllllllllllllllllllll
.......

------------------------
llllllllllllllllllllllllllllllllllllllllll

"

Wt .._....-.__. ._1-.-._.-1-_ 4

s __..-.l_-.-.-__ A
-

.

St 3 ..I.__.-.__..-.'.__.-H-_.._..._l .

. .

4 EmEmJmE mEEFLErra

r
llllll

- _-.".-_l".....-_..- ...... =
- 0 Ll e A e -
oy oy iy Foup 5y - I.-_.l..l.‘“i.l Py g e ¥ iy L] g - P ey

I 48 k% + 9 &5 F
nnnnnnn -
L] s I B d ¥+ =d
S e

P . .
“ LI 4" . . j
“....\..il e "aTa" o
b el ] e
e e ] )
.I.- Il.l#.ll.-l*l‘1‘.ill 1.- F
rE rme moad o

|r
L

- -.._h.-.-._-...__ ._hn._.._.i 4 ‘.-_.I_ d ¥ .._..-_J. l.I o - I.-_
RS 0ot e e
[ " L

LJ
b |
R L o e .
‘_1 d '.’I u ™ .l .-.I u
N T ."”.ﬂ..ﬂ.“.".,.“”"."..”.muwﬂ.

[ ]
w0 e , e
".u. ” .__“ l lﬂ “.“ “ “ “_ -l g g L il L N i T ."-l.-_-ﬁﬂm.mm”“.mﬁ ”...H““".““H-I-I...l_-l... B I ”__.M
[ d !
s ]

L L LI | '
J.-qllﬁ.-.-.-..-.-.._.-.._l.-. L
I_..I__. i

e
r I.I.l-.l-.nll.rllll.lII..l

_a .h

Ry

o g,

h

o &
e S A e e

- kg i
ok o

¥ |
2y hinte gt o At et
- ¥ "'l’ o ‘.If'l.l‘.ﬁ‘"l
.'._____.-l_._. .-l..-..-. .__.-.-.-_.-..r.__ Yy [ 2 ™y X L l..lr “.“”‘i . . .__.-I_- ri-...-.

T tal .!I.-..-....-....._-

l-.. * L] "-.-_.l"- & . -
o . m oa e
x . el SRl

Lt

l.lilll I.. ] o 3 i”‘“

r
. d g =1

e o D )
L s, G

R
.l.l - .-.‘l.-.ll‘.ﬂ.
.n___....nu_.,r..un{,..}..‘{u..wrv

[ ity
-

Y
!

(Days

t‘!:.

Stovags Tim

L AL mE pEpR &

*d WEN APF

E
<

..U.llu.. .l
b e

. -
s, un..
Ll i
- L o
LS .,
e :

2’
e w Yy

v L .
- - - ‘
&7 e -
- . )
N aw
rﬂ__.l..la. v 1
- -
L oyl
=T L= =1
Tt T !
' ...uu...._.a. ..__........" I
T - ..-.___ur
S
Lo
- el
gy - J- -
T, HL_ )
=T e
B Y 4. BV
i el
v e
gL
| &
o L3 e
5 5 .5
..-.-“ .1.|“.l.- I_.-..l-.“l
e it S
s o W
L B
- £ -
0 Fr oty
Fe
L ....._-.__n et
h.- - “.I...-
.- = -.H-i-.r
Tl " .Mut.-...r_
i L}
ot R el et
iy o el
' . d
- 7 B}
e
RO
A W
A -
T oa A
e t..” T
d e .__......H-___ ...._”
R
..I.H -.-_..._l.___" H...u_r
T - "
£ .0 iy iy
l_-l.- g - 4
LA -
& om w
o e T
il o ¥ ..-..
a -”.l- .lll
i . .,__..l-u !
I[..-..I :.l.l_._.- - _.l-..-.r 1
e ] “.H.____ :
it .
i .
LI S -r-i !
m'a 4 e .,.nw '
ﬁ. .-.-_ ..lj“--....__ - - r_-._ ”
1 L
A, MO .
W = '
— {
= R :
mm s i "
i .u_.H“_ M...l_f '
— — - .
A T _
Le — :

A
o
CAY

r g LN nind '
L | ..1““.-_ } .
o | - ]
~ i . At
—' L] ﬂ.' .nll .‘.-.l. "
e — i e R
e - "
= £ 3 &1
B« BT
- et ._,.u TR
S0 d g
P Y I
et F g o> ...inﬂ .
-t A -
N A N,
......\.l LY o il
.n”.n r ._..I.-_._.-. i
. .
.“:”.1 LAl oy

U.S. Patent

{}
{0 i

"7
!
Y
J."'
313
R
o
-

L]

%
af r
E

5.4
.00
L

>

RO O
St
{3

IV AT



U.S. Patent

8{

! -vaine

EE.D "a- SIEY, '9'3&

& | .,
4 |
3

l. |

$.05 M sodinm hicarbonate @

Jun. 27, 2006

l-.}{ i..'l
?'ﬁ-li
LR Y 'l'll'- LA L

-'l: e a UJ-.-"-'-.-U "'--"h- u"h.l-"'.-"-"h-"'u"'-ﬂ-l'-

o o i -l"i"'h'
i wr -l-"llli -'I:.‘_I‘ e

. :*. ‘-. Mgt
:':":;EE'.‘.{ : .ﬁ ol

vz -.'ﬂ:.'::_:"::

{:::’.::::.::h h._

i::xl,,.‘lﬂ'lid.

ﬁ"_*-l-b.;:ﬁ& h..,." ..*..ﬁ.r_. 2 '*':;,.:.:._ S
-“'I..- L :w.w

e -:-"'-::'" }‘-‘:"l’*..-."..-"'".'-. i

. ; . :HF-
:ll::'-t-h.:'t-? h::‘s.k-lislf.
: e ":‘-:-,:ﬂ::n:F

N

i

LN LN L

."u"-: ...;::'."- a

% -{1 0%
l. k‘q‘l'lil.-llhpl.tl ql.lllllll

AR LR lln.u..uh-..q.-.afll.

.........................

10 5%

F

Tty

--------------

b ervinarhate
.30 M seelium hicarbouate 78 pH 104 3% erythotbste

.34 &1 sodiuns bicarbonate &) pH 0.0 %6 erythorhaie

RS ,;r

'?}--‘“:*i't-:'-':* "-",-;;:-‘i:ﬁ. AR

H—”-""F.'i'l.i.lfl.j. Ry -, .1 - 4 4!-1

-
e

--------------------------

Sheet 9 of 20

i. ‘h‘ﬂ\
x-.- "{':'t'.'

ety :1-.-.:.‘.1-: .

q"';"" wn l'-'n..tw.nb

';.';‘.-:-:-t-r

E:i:::-: S
B
SO
1“3?%'5

" ; ::';i.-.. w'fg;

t\ n'h.

2 E‘.’.:& ‘C.. _:- ;1.:.::::'_ .

-
-I‘

i

i

p

L

.:::
'
'-"i.::g "
I'.‘: L |
s
"- ". ]
RS
M A -
o .

34

|
L
¥
*hrerirnhr
»
g
4 i
=
- -
.l'
-,

t.'!
I._
L

s
.l.-
L L)
h':':r
[ 1 K |
L L A
KA

k
[ -
L L]
'I'
oaae
.: L]
S

»y

X

L ]
-E -

e
‘ .
=
"

]

i
-

.,
L
et
e
oy
T
‘h
-::_t-
L ] .‘. }J

"".:
et
¥

a

L]
'Il'-|
*

X
Sl
'ﬁ | |

o
2
-l'l-:?;E;::
. :‘1_ .
e
¥ B
2

]

o

e
]

d-:-"'
e

'54.
x :':.':'E:'}
i

i
. 'I I:f":. L |
ety

L]
L]
L]
L]

b

3
R

)
> -

i.-l
'q.‘
L L |

¥

[ E K | '-
4 m m ¥
o
SR
ey
ey
o

s
-

B0 LO00 po soding

"-q:-l":,.h.."l: yyt H"q..l"

r ; »
5'0 .n:ri h:‘li- e i}?‘ﬁh

= {3 BR2S{A + 94,0464

US RE39,147 E

W 85246
{_"!LI"‘. + t}qur...
’E?’E.E = (3 H8¢3

Ty =

At »
o

.-E-h:q '? s

- E |
L)

R = 1 Dt

T2 v = -5 84E (YK + 99 085

TR TR ":" g i}“\

T

s opatiern Qs

F ]

G AU M sadinm Bearbomsate 4 pil HO0, 3% erythorbia

024 B eodivin Bicarbonuse Siph

O G orythinrbale

STERGS (AR + 43 EES

Tty = 6,738 7(8)x + 98.257



US RE39,147 E

Sheet 10 of 20

Jun. 27, 2006

U.S. Patent

-
¥,

et e

e e

"-t:-:‘:l:l-:t :-I'.
'l LT
-‘. ':.' I'F.'ll L |

L]
I-l-l

¥,
~ -: +

R
b
s

-'::*E:H-

R
e it

:::I L]
| ] -I‘h.‘:! 4'

i
5

o

Fig. 10

. I*I..Il'l

R ’
RO,

e

-, &
3

&
.". .rI lli
i .-.-

)

..i__-._ A
;EE%
.a. h,....

I-l... III.-.“-_ “t;..--_ I._-_'.ll_.l-_l.l.&.“.a.l.l“...-..-..i....-l.-.i—.i.—.ul.-.lil..-.ll”“'.bl..l.-h ...l-..-_.-..-” .“.-lln

= gy yfsis N e )

2 .__._#.1-_.-____....!‘___..._4.-_1 P .__._."._.._ . .-.._. o .-_ e e ATy

W

v

5
£
:

e

}

L]
t‘l‘ L]

L]

I-il'.‘ ." *‘_‘-‘
o

||u___l.- L
.__.,.....

‘1.....

Lo

. L N} l_.-l_-.l_-..l!.- 4 .-..-I.l.-_ rl.-. .tl.-l.-.-..- .-_ |-_1 ._.-
lﬂ.nuj“"“itm”mﬁm- ...___".”ﬂ ._4Hn“.w._.¢”ﬂ”4|-.“t.“.—."-_“” A J-.-.-U_._._.H.-_m”_—uq..i - - .__.-t

At L e ..____._..a.___..._.,w__. 2 Lo
w..w\fnh.Mhﬂw#ﬁvL. A -...._._._...m...w“.%".ﬁ? n'r .ﬂuh......ou- -ﬂ_. ..,.Mm m".._.
H l.._A"Y 0 llﬁf-'.-f?lvuian' i #.}rtﬁl? Sen .__

L -l.l.-_ gt I..._..__...___

o .... -
.-.uu_-l.-.-..._lnli.t-_.-.”_- H ", _-..___n-...u.__._lw_-r-._. o t._.____. _-_..___... . |._-” ._I..-..____-.“ Hr____.-_ e n l.......-_____ AN LB N

l1 - ..- .il_.- .l- L .l.-_-_ | ] .-.. .- L] ] ll ._-..__ .l.r_-. 1 EIE | RN .--.- L ] ”I..._l_-. -.__..I”-"'“.-. ._-.-....lli _-_-.l il.'l r._. L] e
..W li'}l.-.lﬂl -.-. “I“. .I.”“”.-. .l'." I.r l_l .l-.l".__ iI.'.-. - .ll..'..-l_.- l.l.l_i T, i.-_ o a i l.- I.r Ii..%.l“l_.”l.l.i.l ”I.“ || I"l..‘l.-.l..-.l.rlll.- ll_.l..-.l.- -_.i”.-" L] I_- 'y + .i.a. » -.-

L » LN :
...__..ﬂwr.._____-.ri..-.... f_-.._.._____.._r.__.w__._ _..A-ﬂ._.{i___r....._. _____11.1;1 A I ﬁ

G x. .n.v.._?
% W D wh rm .nru.&xn,.i... E.n... LA x > ....q.._.,..*v
e S e e e !

Il_- -
eIy

O S

B e .n.w_m. ey
lLlllL“- .-lll.lli.ﬂ T al -t”
ll.-_-.l l! Ll ll-ﬂ H-.-. " H\nl - o
L L] . ! _-.!.-l " - ] N -.ln - -II'
l r ..-l . T ....-ll - x w
AR IS

"n _. - -i.__;.f-...r._..k.-f..l_.. u.___.r.....n_..f.._.l._...r_r-__...-!.f\ ..____.-‘_.T
M.__.r.O...J._.rf N ;hnvr .,.,_____.,_ f?.. wo.
u et .__J_. A, -__._.__-._.. ._..-.__f-...rw AN“.” i

Yt .._...___- _......_.r___._.r...__. .....r.-

h_...,...___._- ._. o, -
+__.__.....-..v._. X .uU.._. A ...A..xn Ty ._:._, _____..__r.___.___.._.-w W ._.......h..n....__.

.- 4 _.___.u.l.l--.q-t.!- .lq“_.-.-}_.- url u .- u._ﬂ__.vn A .- - n___-__ b R ] -__..! ..“._._....-nI ._-._..-U..L._p... u.__.u._._.._ A....I-.uﬂtnn

------ t |
H\u._-.._— ..v..-.u.-_..- ___._‘_-_-

e e o A, e Al amn s,

Lo A RN L
S ,...t:__: A ._.,_.._..__..MH M ...T_..\.uf

Rl

oo L L
' n.._.t LT 4"
g o’ |

Hr QO §
{i
{

TR AT

%3

bay

EHER
3

1

i

ST
Lk

WNab

Stevage Time (1

i Bdcarhor
o

- JERI

EVEAL 6Dy

wn

5
¥

b

. iy ]
mur. A%
ah 'l i
» ]
oy e
el -
o o
- L
- g
A&
¥ v
) .
......Iu oy
w s P

"

Y

o
-”I-I.ll.-_
Faa B .
Ll -
= tm
T W
ol il
el (L K
. Iﬂ..“. w i
e '
AR
o
I...-
Ihl.l.__

[

arhonale

i

i

1
H

Npd
R

174,

uuuuuuuuuuuuuu

b

b

AITAL W

b
-L

3

wide, )

LYo

L]
[

¢

FaLtis

g ey Bva

[
-

3

h

111 .
¥

37-3,

.

i



US RE39,147 E

Sheet 11 of 20

Jun. 27, 2006

U.S. Patent

A |
W

ey |

!ty
",
ok .
.y .
- o~
.__.__...-"_ N
’ r .l.\.r.__
- ¥
LI
ety ~r
-_—

f
4

§i5
= 3 BGT AN + BT G
.88

¥ ¢
AR
3

Y

i

'ii

AR

ot on w1 oo
- .-l..._r . _ Yu
ol
cl.-“ e - *
i ", et 1
L JJ.&!I_. 1r
.y I+ St
' A : "
. -~
-l-ﬁ 1 .___-“? -u ! “ ._'l_f: li”
1 E
ll..__ﬂ.l R ﬁ.-n!l“..- -.,..l_- {.A HF
i
I ._
i h I
.rv...n. .”IT.-.. .._I_-.I-.
1 . P i
_-l”r. - ¥
r : - M T
" I.'._.l..l-" -

-‘...JI-{ ''''''''''''' ! 3

Lt et .1l.r- llllll & A ks reguw [ EERE N LEE.K)
.

r
LI | + 0
- L]

¥ .%ﬁ&%ﬁ;

e e e
e
Pl )
i ik

L s

. i

=
e

v
Ill

k]

llllll

Wi’

*
waa a . .-‘..":l %l -l "A.
- - . " "«‘H.ch‘ hjl::h.l-l
e Sty

e

AP gt o eyt gt

Lty
A e ..u.,...“.n.n.mm._ﬁ.un._ﬁ.ﬂ.p..__

A
835.0

SHREA-TY

lllllll
- E

SRR

L ]
=
hr

o

R

e

b
c

o

IRy

*
1
]

1 !b*. L

&

1
r

W

- g
I-"

2""
rh

Sy’

llllllll
------
d 4 &

L
<
¥
I

4 = m o
i’
[

{
Lk

- ok

v’

wr -
Gt

o

R
_.'J u’y

w00

-
1t

L]
wh i B

¢

l- L 1 .J ]
A

N

r Y

i
. ol
e

O]

lllllllllllllllllllllllllllllllllll

¥4}

¢ {1

Sarage T

S
O Nat

AL

4
-

. !
r

[
-
o

1

-
wk

L]

{8 pym

i

opm hydrogen peroxide, |

{3

{y {3

|
i
1

4
K
S .

AT

£03

-
.

i‘

a -+

i
.
- 4

y 8% 4

5 0

i}

i
b
S

"
L |

arhonate &1

W,

e b

.‘"‘ '
¥
-

TN

llllllllllllllllllllllllll

Wi b

Y P
& pii

"y
f:’:

¢

A, O

*
v

FOO0 pparn BB

]
- -
-l
-

R

2.4% N

o]
a-u
- E '
"
[
I- ' —'
e e
A
et S
e ._...‘-.l_l.
.

_-_._rl-. - * n -

.“_1 ' r.r..-r.-

iy

IR

-,

e 4 ]
- -y
o e

o o

Forte iy

o

., .}

e -

e a2 L bt

1 | ] -

-
[
.
-l

d
p

1}

*
]
.

Carhounls
i

iy

# {8 Nz Zoard

R

1t

5. Nod

A



US RE39,147 E

Sheet 12 of 20

Jun. 27, 2006

U.S. Patent

:
i
%

.

L]
- -_.“a-.._t.\t#”...-_._-lv
Qi
[N )

|
i-:.:l.l

"I:h‘..l.

L
N |.-...-...._-r.;_-. L]

-..
A -=J AN | ] £ LI L 3 ) »
[ A m 1 = ._.........1__.-_ L NNl B R a-.ﬂhn

L

Fia ikl
Y

I‘.I'.‘IJI-.J.-EI-J.JI

e N S L e s
" _-_.._u-H Aw“_-.- lﬂ"l-. _-n.__”..un...-..._-._-..-l..__-...r.__
.- - o, 'y
o ..%
.I.I L]
y

.,.“_._w A ¥

) iy

N

op00e

e

LN

+

[y R L

e

A

A pEESLFIER

l-hl'l-
o

L

o i .l.
rlet
an
t:in::.:'

- m
]

i [ ]
L ] L] L e

-. .r.-...-_
1 ..IT .l } ll-_
) !.-.l.-.!”."li !.-..r._...-..-lﬂ..._. o’ ! .__I._..__-.-.-.l

arisy

-

oA £

1:‘ o~

'
L

:-5'

L
a L |

.-..i" 1 & & r
- L) - .
._u.ﬁ.n.h.h.n..h...r.}r....._k.ﬁ

L] '}-I

.:3'.
el
o e e

'llll l.. ‘h

e

7
[y l-..__.li ] - L l..-l... i
I..‘.rr .I...l o h A mm .--I.ului. e nls ¥ l..j!.-_“lhl .I..._ “l.!._“.l-.l F

P v

< s

& = =
F L

“..lrj. _..-.h' F“I_ 1

W3 47y 307

ale

sy
T A

I,
Lot T &
oy wilak
Ay
% g
._...u._"- n-.-:
&
™y
c &
-
~ o
WA amwe
L] .
— -
by

ae

IRen pennxi
ATA

]
s

r, Hyd
w

ie

PYVEISe OSINOss v
U3

B

Sodium swifite, 1004

Treafnaent



US RE39,147 E

Sheet 13 of 20

Jun. 27, 2006

U.S. Patent

Fig. 13

l-. ._‘l:::_

e

I
A
]

ol
-';" "y

a a1 & &4

.__..rl.- l‘l.__. L Il_.._.lll._. .__._-. !I‘.-.l- J..i.._-

P

L

a0
)
{ 3%

*
=y - - -
lIl.l.l'l -+ [‘r Ill.l.l l‘ l.l.. ".- a
[ K] .ﬁ.-_. -
LI e

..,.u.mm.

L e

l.a

-..‘ -.l.'..l-.'.l. Il “..“

e

)
L L] L 3
L] |-__l-.-.-.1 ey

N

Fdrd FLErd ¥

I.II. "1l W1l EATEN J.Jr lllllllllllll

.‘
A T i et

e

e
- .l{ |

-, I..‘.' " -,.-
e

X

R
...

e

‘ﬁ'
-u::'

oy
}:'.

et

||||||||

- -y - r mA g A w -
BNt raLa s marns

b ot
T ;“.I.-__l...l—.

= L
- i

w.__q_.f m...w.nﬁ .q....w MAT.M

o l.ll. ...'.-.-.l.l.]h al .-ll [ ] l.r WI.HA-“I .f ll -.J‘ .-.-.I.I.l ll. I‘!.- lJ.r I..'l a..ll.'.l l.“ I.r.l.ﬂ.l‘.‘..-ld.n.l.l”l

LI L ML I..l-.i'.-

“*.I L] ". ] ..'l.'-_...‘

L
1

o, 6y

h
,

pil £1.0, i

53

{

ﬂlt'.'a. b3t Y

------

LY
»

’

g

B P IR S .

.11
B T o
.I1

p N e e Py

e

g Lo
o

o

",

4

R nate,

i
L]
n

Wy oryil

e,

¥ ervthor

.

-
1
[ ]

10

3

Sy
e,

L

WA,

e

VG

i
!

{1n

>

.

i-i.

1301

.n. 1
-.._ll..

b 6

--'.ﬁ

Fregturont

[



Pig. 14

4+ W pm FE LE SR A ESAE EEESNaAR . a2

. 2%
08 spm

US RE39,147 E

s &
2y - 122
j ¥ S
] - o

U o
b4 ; a
L] .j r
- ur-" i
- > &
~ 5 G
.I.u-

£ & =
. nJ o

_.HH.! Pk .h.--v -
=it .u lll.._ e
ruerﬁH”- -.-_l-_.h_ n q..!ﬁ.- -~
- b |
A L -."'lh =ry ..L
= G R =
iy o N L & ....l...-..
52 25 Z
S S ’-
v g =
b -.l..._“ .ﬂ“.- .ﬁ-ru -a
S Al vl
I T ;- o,
" & <o .umn... =
—_ T e ma -

iy R

Ly hl.. " -f.r-.-_. !
‘ot I ey i -
| £ £

g b B m ¥+ a1 & ]
l...l.-l - “'“ n.i“‘..-.l“.-_” “ll. l.___l.”“.. . o ...-l'.l-...lll.-.-.. ...t.l-.

R R T A . : et
mtT ey o : i s rpfytvviatd
R eas | N

]
.

l.ﬁ-. N ! . -1!!11.-._._..-_I-HI
e

l..-.l..ﬂ-.. -_ll. il.-__-. n ¥ n ¥ . om L

.“...”_”...”.w.mww.‘ X . . . o LR M LT ot

gl ﬂﬁw‘h A ! . e R s e
[ ] s ]

.-...n.-ﬂﬂ.n....-._.u
RSO
--..._.“__-” R .__.-”_-Wﬁ—r”-‘.l.-‘l iy
ey ¥ ¥ -i“nal”

QoL e
S A L, v,

I.I.l

H,.Il

Sheet 14 of 20

a.-r___.__.-._.q.-...-m_. ¥ i e L L) o T
N n.vn“ﬂ;.wﬁmﬂﬂu-.%%ﬁ“ ¥ --"..u-
] lf JI".-.- | ‘lufllll.’iﬁ”l”"“‘i.. - _-..l_ l”“ . . L
| ¥ L

. ! i i ’ L ) " _-" = .__r._-__“."”h.._ﬂ- iy
R e i . 3 SRR

S R ) .

_-.-_-_.__._.-..l_.ﬂu.r\._.-_“r.in.w l-_li.._l.__._.._n.-ut“t S N R A e v I

- B WA

e
b Il

LY .q-

X

. e -
. ) h | IH' -

oty oar

avs)

e b2

l?”“.ll .

e il
e

A

3111

LR

forage '}

Jun. 27, 2006

.
| B¢ B B B B

U.S. Patent



US RE39,147 E

Sheet 15 of 20

Jun. 27, 2006

U.S. Patent

Fig. 15

High-pk Wash vs. Soifite sad Peroxide Contrals

4R 43D
1 H 34
g A

3
X
57

A

3t
5%x +

!

3
N
7.336

R

)

TR RER
£ 2 0mn
¥ 2
& }
?'.':_
z 4}

g’*-.
-3

A

L e ]
. .
.
[ ]
4

- P R R e B e A L

"4 FE 4 L]
L B e St
L ' R _TaTLt
B et

- e I o e
-....1. L] i Rk ....-_..-.-....l.-r. --l-.1..-.. LA T _..i \ -
B R I I SR NN Pl
' .o ] ...”_. am by I_-l.l.-...... N IO WA LN b ot STl M LN
- lI..-.Ill.-i.-l rhd AN
. Pt e a e e - - 4

W'e T e L F .
v UL S T I N

- . o P e A PoEL IR
- . P L T L A T
o r

.

e

b

i B e
oy m 'y am s Mg g

- B

.w..w”nn.p.."m.“".,“.-.uu..u“”ur:“......u.; i

r e B ‘l- I-— I.hl--l'.‘l -I.'.I.-.i -l‘r‘i“”.
Wt u+w:..uﬂﬂ.“..”".._..."__....ur

-
-
*
-
L
L
[

-----

IR~

)

Storage Time (Hays

r FfE 58

ror-

-.d &

R S N

ve, 100 pprm, 200, 308

2 N bicarbooate % pH 119,234

. - . . -
Bl ol F ¥ m = e me ww rw rm rmml il NSy b L LAF+T T e TR e

L]

u

[ |

Scdrutn Self

i

&

I IEEETE N s ol o o

——— sl ol

'
- e w o w  m_m sk =y

- ==

[— e = h el B

"k R—L-E——a R

L3

eryistwdate, 1D L, G

Huy; 3%

-
4
-

ede o fol o W M m s rmE mw e e rwmdwh b A A mm sk A EERT

3. HO0 ppm Hvrogen peroxide » 1GI0 pure BRI, 23 C, EREs

A mme PR FEPES B P g pr IR E TR

 EFEIENTER AN



U.S. Patent Jun. 27, 2006 Sheet 16 of 20 US RE39,147 E

anned Mushiraoom uabiy

- r J - 'FEA R IR FERE LR N T 3§ J mwrmorpmimdr S wr - = =4 — £ P - v,
T T o W Ty R o e e e e sl a e e o Bp e i a ke meth . PR .

ity Ay T R B R A A R Cral AT L Pl e i il - . ST . r
I.. [ . * 'l‘b‘.lq:. .- ﬂ."r - ‘r 1." : T ’ N i . :-
A B ! . .
*r l‘lr = Ii- r*l*l"ﬁ-.r'.'! ' -\I- "_- 3
Sal e N e ' . '
R L N L -.-_:. L L V. T : . . L4 . P P . . 1
. pCURAEEE UERVRUE R X R :.. .l"u'.."'s"."]':‘. n -"l- ML, .. -, PR v, T et R 1; a2 L a . . . i . o .'..; ‘ . R -. . I
- o - - L u e FREE T L i . " el e m T e - N W - 1 L] - S T R ] am 1
B T T P A ‘1&" "t ..:.'.""-'r.-,:f'-j-:;f BT R I o R R P L S . S :'.;. LR '
. S * g r"{“'.'a‘- ':I..JI'I-.- ST I R e . T .‘ ‘-’1:.'-'_.‘. s D . _'a_'-:.' S TR T L LT T St e :
! - I R SN B =t - b e R b ' . L - n . . . - B  nm . - . - e PA s PIE AN m e el

[ e T » . . . - 1 . —— v b — B o e B g ST gt e L -y iy e - e o mw womdrw P
':"‘L{.-:-.*l'l_.‘_‘:*.‘_‘t‘—d_h.‘?'”L-ILL?FFWFH-F—‘#-LHH—rur--l FRT.FIWWPF 1;, FETTFFEFET ST : X e e —xx* M. :

P T L ok B TEr o S
. a

--------

" .o ' . . Tl . ’
.-, T T L e ot 2 . L a1 -a . - e b AR E WP s RmamaEy .
- Hoat Tt e ! . - o
k - n “W‘-_“ﬁ'_-lw.'.&.ﬂ_b.ﬂ‘ﬂ.ﬁf.:rf.f.?:#*IT‘T'I._'-TT. - e -li'\-'-__ll ll'-|l'\ll-"'|-_1 Bk : Wy '-Fﬂ-‘-"-il . 'q-iw_ _FI'!: “1-_ Ay, . -— " !
- . - . AN . - .. . - ..
e e T e v - A I D T e DR R . r '
' a g . Te '-'-.._ ‘|:|‘-I-| |.;-||+-_-|'|- "'t‘:':':':"ll"" ' . . .. . ‘ _n._:. .|l‘|.: X 1:'-
..... L e e . At . Ch
- .-illrll- LIRS e Ty il .~ '.;-1-": K e ..: :11.. a o . . e i - " :.-'.r - I : .
L T R A T T - a T ra - - B T e L e e e T
- o :;+'|:.'. .:!I' n . T '-. o . . P --_pll-..l:|. " l:- ru-.‘ - -..‘ " 1:-: ) '.':'.- LR W . L .:- - "
- . - - Lot Tl . - T . -
"a et T T s : "17 . R D ’ ’ ’
. . o - oe, s a . N
[ - . - . . R .
-;:." v w o ' . . .. . - . -
T . i -
- A N 1 .

+

e T Ry ERENENFINRY FR AR E B L B R L LJF I L 2 L}

. L] Il LI | . .
F r [ e -t .o
M R T '
L | . . - .
. L . - - :-. - -~ a . . '
" Ll T e Y. .o " : .
b ! .- L ] ‘I Ll -'- = - - .I. o L} T L} "
; -;--;-n--nill-_l-i-'.‘-l-l-‘dlb-l.'ﬂ A4 FARLAYFTEE R EFET l"'ll;r‘ll"l"i‘-"-"-‘ll'r‘i'-'in'i-"ﬂ:i:t- Wy egma falg bt et e o m b mk o R R oh e B RS kR EE T
r - l--: '.'.."-,'_ v l-'.-. . ) . f
- - N ' . . . -
: T T R L T L,
W e ma am ' . ' .
v == _%r . Lot
il ) AL R
L

! 1
# ---------------- ‘ a4
:ﬂ ' 1 :.JL'
wemy R R R T TR T R A T N N R Yyt T B T T B e, T .. e e e i A
i
4 g
. -
v S I
r'!l S, o - .
L ﬂ‘“m’i"l'\i'rl:rl'\l‘l'i.i'i'r""."'i"" L, d P I N I FE P e P P N e S E T e e E T s e e E s s E - -----.i-.-.i-.
M - . ;h.._ r;l .- - ' ) . "
..... - , L]
. 1
N 'l
Pl | 5
l. .l J
. et 1 E I
* . ' |
S i ST L 15:. 1
] L] | l—‘.“;‘F""iil:'"-'r"l:'_'l'l'l"r'l-"i"-lP'ﬂ'*--'ﬂ‘--':'-.f-."-'.‘-'ﬁ‘.v"f ) b ,‘-.. Edam e & A F &R llllll_hil
- pllaih i R L ML L N L N L - h
- LI .o
- Ty Lo
; .I*. N !
| » - ) i ) |:
. - ¢‘11' Tawt Tt e T - T TR _:‘l'i.. .
; - o vt a . AT - .
NG L T L e R e i
] -wsrr . hm . - . N - 4 . . -"-- -'."- e e e e 1"
7 1|". by H.‘..;H;.Mh‘. s R TARE R T YT I
o S ,-
. PR OE Y . [ - " L. ra .'- ! .
h ) - : . . _r- 1-_\.'..- . i ) '|1|_- L .'- ' '
r | T -l;- e I-.l cnt LR R . : . .
' - ;q b - - ..".'. . ' ! ko N LV R T P L N T . _ .
e T e T Sutenaa L !
[ L . .'1

E I

b - LR

B “-I.l-"'-.-! '

. S I N K] * " A RN 'I:I'- .-

l-'-"*- - ry 'rl'l.l.'.i-ll-l--l- ‘I-"-"l.-l--l'-r - r s - 4 - . -
- gL -4 W i, - —d @& rad g Lok F = u

rd rp
= L] n - -
L] rd oA w F. 1
N -'--'-':":'-':'-"-'.'-'." o i o wi g e AR, .
ur

- - : - o ' ! : B
o LS IY BN AN a ) : etk e R S M MR
- . . " " u . i 1 4 .. L] 1 - . | -V - talle ! N .
- § ety e . : o e e e \"l.\u RN N R L X -'-.':?: L OMIGC
- by ) o : N A R A R e L0 Y G ' o A e i Ll R
._':T'. T s ET::_ . . A - % \ L '.__ " b e :f_ e ] ‘A{ - 'I':'j ?::‘_:I- \:“E L - \ ’ "?:" :T:.:!'_'k:'."-:i:z‘q'-.':'t % (! R bohl 'E

.I
]
o
- N
L a
---------- ] -
-----

-------
.......

pH 117 3% eryihorbwe 4 BIVEA & $000 ppon Sodunn Sulfie £, Waisr
el il

Trestiment



U.S. Patent Jun. 27, 2006 Sheet 17 of 20 US RE39,147 E

Canned Musheoasy Yield

o —"Hq-‘ﬁ'-‘.ﬁi‘f‘-*b‘ﬁ'r:-‘\-*i‘-*-"u'lr*‘i'u‘ww-"'—‘*i".-‘-."ﬂ l.‘aﬁll.l_lilll-.lll"-l-l-'t_'-l e T R R R T e e L, SR b LT R R '

&5 GO
A AL R

N
AT &
'rq"hp'\- oty F

Pl Nl ats w e e b b it
' ﬁ’ﬁﬁ
A

Ye Yield

L1

| -,
GRS N TR

LAY pom Bodium Sulfile pid 117 3% eryihorhnis + BUTA 4 R.{3 Water
iz

Tregtment



US RE39,147 E

Sheet 18 of 20

Jun. 27, 2006

U.S. Patent

Frozen Mushrosm Coloy

Fig. 18

=
"

R Y

w
L

g '
i 1 L] 1
+ = :
o il L
. = .
h.._.._._._.. A
% o :
e o :
"u '
L1 - A
- o r
- L | .
3 3

G Vv
Ty
"'E-I'. tn

3
if
i1

*
"
»
L

‘1.&;:
X pfim e

h |
m
L]

4
(3

»
a bk
r
-

=
i

I
'
L
[ == ]
b :
L T ix ~—

ek v b A E AT TR T T T = P TATETETS T T Al e e e

g
L
L

-
'
' m F_ . . \
PRCIEET e B ot r EEo- '
" . r.l-..-. iilll [ LT P
R - e e g -
Ynat ettt ¥ LT ._.-.__q.__ﬂ“ ‘-
e T - Bl ]
i e e e SRS )
- N N R Y . R
ﬁ. . .......-.-...i- P ..._"...__. . h-t-”- .
L L L E* o"a"s may
n " . e . 2 LA TR l-. -_il-i.l ...l.._.1-1-
IRl R T St
ak " om Vaaa Pl IR R I i .
e ...1-.......-.|".|||.-1 2% C mn koa
- st .._........-._. ST L . -u.—.-_k_.l..i et
. T I NN . .1..........._....- .........
¥ a 'y AT L e . . Al
'S L = m A1 = B 4 - md " LI Y
. ' md W PP - -
. = . Th e g opm » .-h.-.l...
“- o .‘“ l--_t-n ._”-...iln.l... w a . .-_..I-.l...-“.._..m P
- e -
- P L T ' . ke e
k- Tl ] L] - - " - - = A m
. N e w A AT .
F] N . r a . ' .
- - A e P oL .. L [
E'] LR B -..l.._. a LI | " L __. prar
- - - - - .
“. - .-l...ll-.- - L] LR VRN B B e ' A e i
- L - oaatat, r e . - ] - maa N g s B R Rm
a e e e m B P . oy i Bk omoat o m o
- r - aa . ann - .l = y=. ' E s AP - F " = a0 [ r e
et L T ' ' H . -
1 s P THD e e L el
Lk LR ] .. DR s i RN
b - f - ' - - “ar
-k "k =, . R = e+ -
. . . S . - - LU C e
- I D \ . . - LI T LR N
..... - ' ' - . -
t ) -1-I1I‘ - > II F '- 'I Il- FFFFFFFFF e ra s ow
- e T rrln.—.l a . . -
- .M. IR I e T e T - I e B e I B T A T L - I
= e d s s g el e ., mdkHd ek m e e em

A g s, e
. " »r g R
Lll..l". 1II.- I.l. ..—..—.l-....-.l.' -.-

- ..-..'-
1‘..

- = T
- -.....-..H-.In ..-__.-....-.i__.l“._.-.."h ._. .r. .-.ﬂ..

= F 4 h‘- S, Fd - 1 A F

. . i
e .

e N e e b I ) . . . . - W ERE IR
LECHE U "o L] LI " LA

- a
L )

L]

- ' . 1 4
...... . . "t . " .._-_-l“.-..l-u_i..._.
A B R L LA s
N R R S . -
et ap wiet e

== . [ " mr Em
1

|||||

Pyl
N o
e

- mt,"

I ]
-—
B

"'
S

a "

.-_. e o

R R

LI

g

e § AR o B IRAARN
RGBT T
l.- .+ "

<
'Il ﬂﬂ P

4

Weeks)

{

Starage Time



US RE39,147 E

AN

Fig. 19

ailfite

-

w
orbie

i1
vl
Ry

{
L

¢
T
s

o S
Jae
34

-

SO0 p

KW
'
A

-
-
LI ]

81
E
RE

T T T L T L T L T T,
- [ | -|1..._.-r._-__.-_-.vn-__.-..-vu.‘r-.--.-.-.. L e

. -.u“...-.”l”hu-_._llui.._- e i e W e e ek K e e
- - . - - s =

. .-..._.-_I|"I.n-l-l.rl-l.-_l._.-...._...-...._......__ w e e e

&+

.

Sheet 19 of 20

Jun. 27, 2006

U.S. Patent

Mushronms

agunf on ¥rozea

jute €

¢

Aerabic

"-l
" r
l".
T

¥ L}
Rt

" h'-t:n-"

L]
L)
-

s
-I'

r_ i
L] !li'li
- L]

rka L&
.p'i_l-_q.'l- -

_.‘L"..'.-."..'-."-".'t

Jae 330 Hoy

i
1
L |
1
1
L |
1
]

Storage Time {Weeks}



U.S. Patent Jun. 27, 2006 Sheet 20 of 20 US RE39,147 E

o
e

2.00 4 ‘EE

------

r=w=r'rw s m amm 1 mEm_ s M rwTE =

S

AL E

- EER SR 3 2 T2y o 0041 + 21455
000 Pl it e (11775

-

b Py, el N \
J II’:EE?.::-:.‘:a:t::::".H j 2 ; :"‘ _:l-.. L u u v v R ) e
e

-I’tu}-. L}

: ® |, Sodiam Buivie, 10066 ppm, 20O Y0:

el :"”' O e e e .
86.00 EECRGa e e o e
B e A S AR ISERNaesy W7 Wa bwarbonate 50 o8t V1.0, 25 C, 30g 3
SR : aryvihochare, 15 C, 6

: e ey e e '::_‘ E
wOE N o
: SRR - 5...:"'" 0 L _ _

L-valug

' R T e T e A e R A D s I o o
R R s R e R RS ot 1.1y = 0L 1I657% + B8R

S0 O SR N S S e .
O S R = € 3445
‘. . . " L ; ’

bty

7X.00

"

A

" m
e

.I illrl- -|."- a

A Ld = l.;..l.‘rrr ALy .l:r.i LR
R

...... :_:';" " :'._," ' '1:::':'; E

i e NI
76,00 SENERERA IRy R

. ?:"?
%

S SR BEFE A TS A e T RORE ST S, T L
¥ = . e

tMushrooms Washeud per Liter of Solttion {8}



US RE39,147 E

1

PRESERVATIVE COMPOSITIONS AND
METHODS FOR MUSHROOMS

Matter enclosed in heavy brackets [ ] appears in the
original patent but forms no part of this reissue specifi-
cation; matter printed in italics indicates the additions
made by reissue.

This application claims the benefits of co-pending U.S.
Provisional Patent Application Ser. No. 60/060,670 filed
Oct. 2, 1997.

FIELD OF THE INVENTION

The present invention relates generally to methods for
retarding bacterial spoilage and other unwanted quality
changes 1n fresh and processed mushrooms that are intended
for ingestion by humans and lower animals, and more
specifically to preservative compositions, especially those
employing a pH 01 9.0 or above as part of the process, which
are especially suitable for practicing said methods.

BACKGROUND OF THE INVENTION

Consumers 1dentify whiteness and cleanliness of fresh
white button mushrooms (Agaricus bisporus) as the princi-
pal factors determining the quality thereof (McConnell,
1991; Beelman, 1987; Schisler, 1983; Barendse, 1984:
Wuest, 1981). Consumers prefer to purchase mushrooms
which are bright white and free of casing material, compost,

or other unwanted particulate contaminants clinging to the
surfaces thereof (McConnell, 1991).

Commercial mushroom cultivation practices, typically
growing mushrooms in straw-bedded horse manure compost
covered with a fine layer of peat or other “casing material,”
yields mushrooms with unwanted particulate contaminants
clinging to the mushroom cap and other surfaces, giving an
undesirable appearance (McConnell, 1991). Moreover,
mushrooms are typically harvested by hand, mtroducing a
source of contamination with fluorescent pseudomonads and

other spoilage organisms, leading to accelerated tissue decay
and discoloration (McConnell, 1991).

Mushroom discoloration (browning and purple blotch)
occurs when a polyphenol oxidase enzyme (tyrosinase),
which naturally occurs at high levels 1 mushroom cap
cuticle (surface) tissue, interacts with phenolic substrates,
also naturally occurring 1n mushroom tissue, to produce the
brown pigment melanin. In healthy, intact mushroom tissue,
the enzyme and 1ts substrates are located 1n separate sub-
cellular compartments, and are therefore prevented from
reacting to form colored pigments. Unfortunately, mush-
room tissue 1s highly susceptible to damage by bacterial
action or by physical handling, and this damage allows the
browning enzyme and its substrates to interact, resulting in
unwanted color changes in the mushroom tissue.

It would be highly desirable, therefore, to provide a
commercial, toxicologically acceptable preservative treat-
ment to prevent bacterial damage to mushroom tissue,
indirectly preventing discoloration, and to inhibit directly
the polyphenol oxidase-mediated browning reaction.
Moreover, 1t would be especially desirable to introduce these
preservatives to mushrooms 1n the form of a spray or wash
which would remove compost, casing material, and other
unwanted particulate material cling to mushroom surfaces.

Prior to 1986, aqueous solutions of sulfite, particularly
sodium metabisulfite, were used to wash mushrooms for the
purpose ol removing unwanted particulate matter, and to
enhance mushroom whiteness. In 1986, however, the U.S.
FDA banned the application of sulfite compounds to fresh
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2

mushrooms, due to severe allergic reactions to sulfite among,
certain asthmatics.

Following the ban on sulfite compounds for processing of
fresh mushrooms, there have been several eflorts to develop
wash solutions for use as a suitable replacement for sulfites.
While sulfite treatment yields mushrooms of excellent mitial
whiteness and overall quality, 1t does not inhibit the growth
of spoilage bacteria. Therefore, the quality improvement
brought about by sulfite use 1s transitory. After 3 days of
refrigerated storage, bacterial decay of sulfited mushrooms
becomes evident. Traditionally, this was not a concern to
mushroom growers, because sulfite washes were
iexpensive, eflective at removing unwanted particulates,
and gave excellent initial quality.

—

T'he banning of sulfite washes, however, gave researchers
incentive not only to find a suitable sulfite replacement, but
also to 1mprove upon sulfite washes by developing a pre-
servative treatment which would extend washed mushroom
shell life beyond that attainable by sulfiting, and which
would 1improve storage quality over that of sulfited mush-
rooms. McConnell (1991) developed an aqueous preserva-
tive wash solution containing 10,000 parts per million (ppm)
hydrogen peroxide and 1000 ppm calcium disodium EDTA.
The hydrogen peroxide serves as an antimicrobial agent,
while EDTA enhances antimicrobial activity and directly
interferes with the enzymatic browning reactions. Copper 1s
a functional cofactor of the mushroom browning enzyme,
tyrosinase, and tyrosinase activity 1s dependent upon copper
availability. EDTA binds copper more readily than does
tyrosinase, thereby sequestering copper and reducing tyro-

sinase activity and associated discoloration of mushroom
tissue.

Hydrogen peroxide acts as a bactericide by causing oxi-
dative damage to DNA and other cellular constituents.
Sapers (1994) adapted McConnell’s (1991) hydrogen per-
oxide treatment, mcorporating hydrogen peroxide into a
two-stage mushroom wash, employing 10,000 ppm hydro-
gen peroxide 1n the first stage and 2.25% or 4.5% sodium
erythorbate, 0.2% cysteine-HCL, and 500 ppm or 1000 ppm
EDTA 1n aqueous solution 1n the second stage. Hydrogen
peroxide treatments typically yielded mushrooms nearly as
white as sulfited mushrooms 1nitially, and whiteness sur-
passed that of sulfited mushrooms after 1-2 days of storage
at 12° C., and shelf life was dramatically improved
(McConnell, 1991). Hydrogen peroxide, however, 1s not
currently approved for treatment of fresh produce. More
cllicacy and safety data are required. Moreover, as the
browning reaction itself 1s oxidative, 1t would be advanta-
geous to employ a non-oxidative agent, rather than a strong
oxidizer such as hydrogen peroxide, for controlling bacterial
growth.

SUMMARY OF THE INVENTION

The present invention provides a sulfite alternative
employing high pH (preferably 10.5-11.0) to control bac-
tertal growth on mushrooms, and browning inhibitors to
minimize enzymatic browning of mushroom tissue.

High pH (9.0 or above) has been shown to be eflective for
controlling the growth of bacteria in egg washwater
(Catalano and Knabel, 1994). The present invention adapts
high-pH solutions as an antimicrobial wash treatment for
fresh mushrooms, to prevent bacterial decay of mushroom
tissue and resultant tissue browning. With their high sus-
ceptibility to tissue damage, mushrooms represent a unique
application of high-pH preservative treatments. Solution
exposure time must be carefully controlled, to optimize
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bacterial destruction while avoiding counterproductive over-
exposure ol mushrooms to extremes of pH, resulting in
chemical damage to tissue. Thus, the present invention
comprises a multiple (two- or three-) stage wash procedure,
with an initial high-pH antimicrobial step, followed by one
or more pH neutralization/browning inhibitor washes, with
an erythorbic acid/sodium erythorbate bufler with EDTA
added, for example.

The present invention provides a high-pH treatment for
the control of bacterial spoilage of mushrooms. A first-stage,
high-pH wash destroys bacteria, but might also directly
damage mushroom tissue. This 1s avoided, however, 1f
mushroom exposure time to the high-pH solution is brief
and 1s followed immediately by a second-stage neutraliza-
tion builer, consisting primarily of the enzymatic browning,
inhibitors erythorbic acid and sodium erythorbate.

Solutions of varying concentrations of trisodium phos-
phate (TSP) or sodium bicarbonate were adjusted to pH 11.0
and reacted with equal volumes of erythorbic acid/sodium
erythorbate browning inhibitor solutions, to screen for com-
binations yielding a final pH in the mushroom physiological
range. Solutions with the desired buflering capacities were
screened for eflectiveness in vivo in mushroom washing
trials. Reflectance colorimetry and visual inspection for
bacterial blotch and other defects were used to determine
mushroom quality. A 0.05M sodium bicarbonate builer wash
at pH 10.5-11.0, followed by a 0.6% erythorbic acid/2.4%
sodium erythorbate wash yielded imitial quality nearly as
high as that obtained by sulfite treatment, and far exceeded
the performance of sulfite treatment on days 3, 6, and 9 of
storage.

With the pH 11.0/3% erythorbate treatment as a starting
point, further experiments were designed to optimize the
process, examining the eflects of varying mushroom expo-
sure time to wash solutions, varying solution temperatures,
and the addition of EDTA and calctum chloride to the
second-stage wash solution. Optimum mushroom quality
and shelfl life were obtained when mushrooms were washed
in the high-pH solution for 30s at 25° C., and in the
erythorbic acid/sodium erythorbate solution for 60s at 10° C.
Addition of 1000 ppm calcium-disodium EDTA and 1000
ppm calcium chlonide to the second-stage wash further
improved mushroom quality. The high-pH/erythorbate treat-
ment with EDTA and calcium chloride equaled or exceeded
the nitial quality yielded by sulfite treatment, and {far
exceeded the performance of sulfite treatment on days 3, 6,
and 9 of storage. Thus optimized high-pH treatment also
equaled or exceeded the performance of a hydrogen
peroxide/EDTA treatment on each day of evaluation, and
was as ellective as an antimicrobial.

In addition to improving the quality and shelf life of fresh
mushrooms, the high pH/erythorbate wash treatment has
applications 1n canning and 1n freezing. High-pH treatment
prior to canning resulted in better (lighter) color than did
sulfite or water washing before canning. Mushrooms treated
with high pH prior to freezing were much whiter throughout
frozen storage than mushrooms washed 1n water or a sodium
sulfite solution.

A principal objective of the present invention 1s to provide
a practical wash treatment that will yield mushrooms as
white as sulfite-treated mushrooms 1mtially, while also sup-
pressing bacterial growth, extending shelf life, and improv-
ing storage quality.

It 1s a principal object of the present mvention to apply
high pH bactericidal solutions to mushrooms followed by
neutralization of mushroom pH and introduction of brown-
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4

ing inhibitors, to prevent bacterial decay and mushroom
tissue discoloration.

BRIEF DESCRIPTION OF THE DRAWING
FIGURES

FIG. 1 1s a chart illustrating the effect of adding EDTA and
calcium chloride to the second-stage wash solution of the
high-pH treatment. Within each day treatments with the
same letter are not different at p<0.03.

FIG. 2 1s a chart illustrating the eflect of retention time 1n
wash solution on color of hybrid off-white mushrooms.
Within each day, treatments with the same letter are not
significantly different at the 5% level.

FIG. 3 1s a chart illustrating the eflect of retention times
in wash solutions on the color of hybrnid off-white mush-
rooms. Slopes with the same letter are not significantly
different at the 5% level.

FIG. 4 1s a chart illustrating the effect of wash solution
temperature on the quality of hybrid off-white mushrooms.
Within each day, treatments with the same letter are not
significantly different at the 5% level.

FIG. 5 1s a chart illustrating the effect of wash solution
temperatures on the quality of hybrid off-white mushrooms.
Slopes with the same letter are not significantly different at

the 5% level.

FIG. 6 1s a chart illustrating the etfect of first-stage wash
solution pH on the color of hybrid off-white mushrooms.
Within each day, treatments with the same letter are not
significantly different at the 5% level.

FIG. 7 1s a chart i1llustrating the effect of first-stage wash
solution pH on the color of hybrid off-white mushrooms.
Slopes with the same letters (within parentheses) are not

different at p<0.05.

FIG. 8 1s a chart i1llustrating the effect of first-stage wash
solution pH on the color of hybrid off-white mushrooms.
Within each day, treatments with the same letter are not
significantly different at the 5% level.

FIG. 9 1s a chart illustrating the effect of first-stage wash
solution buflering capacity on hybrid off-white mushroom
color. Slopes with the same letter are not significantly

different at p<0.03.

FIG. 10 1s a chart illustrating the effect of erythorbic
acid/sodium erythorbate concentration on color of hybnd
ofl-white mushrooms. Within each day, treatments with the
same letter are not significantly different at the 5% level.

FIG. 11 1s a chart illustrating the eflect of erythorbic
acid/sodium erythorbate concentration of hybrid off-white
mushrooms. Slopes with the same letter are not diflerent at

the 5% level.

FIG. 12 1s a chart 1illustrating the comparison of aerobic
plate count on mushrooms from four different treatments.
Within each day of evaluation, treatments with the same
letter were not different at the 5% level.

FIG. 13 1s a chart illustrating the effect of mushroom
holding times 1n wash solutions and solution temperatures
on aerobic plate counts. Within each day, treatments with the
same letter were not diflerent at the 3% level.

FIG. 14 1s a chart 1llustrating the eflectiveness of high-pH,
sulfite, and water wash treatments at maintaining whiteness.

Within each day, treatments with the same letter were not
different at the 5% level.

FIG. 15 1s a chart 1llustrating the effectiveness of high-pH,
sulfite, and water wash treatments at maintaining whiteness
over time. The slope with the asterisk 1s different from the

others at the 5% level.
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FIG. 16 1s a chart illustrating the eflectiveness of three
treatments at maximizing whiteness of canned mushrooms,
alter one week of storage. Treatments with the same letter
are not diflerent at the 5% level.

FIG. 17 1s a chart illustrating the canning yield of three
treatments, expressed on a fresh weight basis. Treatments
with the same letter are not different at the 5% level.

FIG. 18 1s a chart illustrating the eflectiveness of three
wash treatments at maintaining whiteness of mushrooms
stored at =10 C. Within each week, treatments with the same
letter were not different at the 5% level.

FIG. 19 1s a chart illustrating the effectiveness of three
wash treatments at maintaining whiteness of mushrooms
stored at =10 C. Within each week, treatments with the same
letter were not different at the 5% level.

FIG. 20 1s a chart illustrating the change 1n mushroom
color with re-use of wash solutions. The sulfite treatment
showed a decline 1n color, while the high-pH treatment did
not, at the 5% level.

DETAILED DESCRIPTION OF TH.
PREFERRED EMBODIMENTS

L1

Harvesting of the Mushrooms

Hybrid off-white (Ul) mushrooms were grown at the
Mushroom Test Demonstration Facility (MTDF) of the
Pennsylvania State University, on traditional horse manure-
based compost, using standard MTDF practice. Mushrooms
were harvested early i the morning on the day of each
experiment. Twice as many mushrooms as were needed for
washing were obtained from those picked. Mushrooms were
selected for washing based on size, freedom from major
blemishes (bruising, gouges), disease (blotch or
verticillium), and for maturity (unstretched veils). Only first
and second flush mushrooms were used; and, within a given
experiment, mushrooms were obtained from a single flush
and growing room. Mushrooms were stored at 4° C., ran-
domly assigned to treatment lots, and washed within 8 hours
of picking. Almost all of the wash treatments tested con-
sisted of two stages: a first-stage, high-pH antimicrobial
wash (typically, a pH 10.0-11.0 sodium bicarbonate butler),
followed by a second-stage neutralization and preservative
wash (typically, a mixture of erythorbic acid, sodium
erythorbate, calcium chloride, and EDTA). Since high pH
was employed as the principal antimicrobial factor, 1t was
necessary to neutralize pH 1n the second wash stage, to
mimmize mushroom tissue damage and resultant accelera-
tion of enzymatic browning.

Initially, two solutions were prepared at pH 11.0, the
mimmum suggested pH for useful antimicrobial action: a
0.05M sodium bicarbonate solution (pH 8.235) adjusted to
pH 11.0 with 1.0N sodium hydroxide, and a 1% tribasic
sodium phosphate solution (pH 11.74) adjusted to pH 11.0
with 42.5% phosphoric acid.

Second stage, neutralization solutions were prepared from
stock solutions of 1%, 2% 3%, and 4%, each, of erythorbic
acid and sodium erythorbate. The pH of these stock solu-
tions was measured singly and 1n varying erythorbic acid-
:sodium erythorbate ratios, to give several diflerent formu-
lations at each total solute concentration (1%, 2%, 3%, and
4%).

Neutralization solutions were then combined with equal
volumes of pH 11.0 solutions, and the final pH of each
mixture was recorded. Results were screened for combina-
tions yielding final pH 1n the range of 6.50-8.00, 1.e., close
to mushroom physiological pH, approximately 6.5. Neutral-
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ization solutions tested are given in Table 1, with pH
measurements alone and 1n mixture with equal volumes of
pH 11.0 solutions. All pH measurements were made using a
Beckman ¢ 40 pH meter (Beckman Instruments, Inc.,
Fullerton, Calif.) standardized with Fisher Certified ACS pH
4,°7, and 10 buflers (Fisher Scientific, Inc., Fair Lawn, N.JI.).
Solutions yielding final pH within the target range were then
used 1n mushroom washing trials, to determine eflectiveness
at maximizing shelf life and optimizing mushroom color
(whiteness).

Washing Procedure

Treatment solutions were prepared with deionized
(reverse-osmosis) water and allowed to equilibrate to the
desired temperature immediately before washing. Typically,
the first, high-pH stage of a two-stage wash treatment was
adjusted to 25° C., while the second, neutralization stage
was chilled to 10° C. Chemical compounds used 1n wash
solutions are listed in Table 2. Except 1n experiments where
wash duration was an experimental vanable, total washing
time was 90 seconds: 30 seconds for stage one, and 60
seconds for stage two of two-stage, high-pH treatments, and
90 seconds for single-stage sulfite and deionized (reverse-
osmosis) water control lots.

Mushrooms were washed 1 3.3-liter polyethylene
buckets, at the ratio of 300 g mushrooms per liter of wash
solution, agitated gently by hand, using a stainless steel
slotted mixing spoon, at the rate of 30 times per minute, and
drained in polyethylene colanders. Control mushrooms,
treated with a single-stage wash, were transierred to colan-
ders after 30 seconds and immediately re-immersed 1n the
wash solution, to simulate the handling of mushrooms 1s
two-stage treatments.

Washed mushrooms were drained for 5 minutes at room
temperature, and colanders were placed in Ys-size brown
paper grocery bags, to prevent excessive moisture loss
during overnight holding, making sure that bags did not
come 1nto contact with mushrooms. Bags were folded over
10-12 c¢cm from the top, to close, and bagged mushrooms
were placed 1 a 4° C. cooler and held overnight before
overwrap packaging and initial color determination.

Packaging

After overnight storage at 4° C., mushrooms were
removed from bags, and each treatment lot was randomly
divided into four sublots of six caps each, labeled “Day 0,”
“Day 3,*Day 6,” and “Day 9.” Mushrooms were then
packaged by sublot, caps up, 1n linear-polystyrene tills. “Day
0” mushrooms were evaluated immediately, and the remain-
ing tills were overwrapped with 60-gauge, PWMF Vitafilm
polyvinylchlornide film (The Goodyear Tire and Rubber Co.,
Akron, Ohio), for sheli-life evaluation aiter 3, 6, and 9 days
of storage. A mild heat-sealing treatment was applied to the
overwrap. Two 3-mm holes were made through the
overwrap, at opposite corners of each package, using seli-
adhesive labels applied to the overwrap to keep the holes
open, to ensure that an aerobic environment was maintained
during storage.

Day 3, 6, and 9 sublots were stored 1n a 12° C., environ-
mental chamber (Lunaire Environmental, Inc.,
Willhamsport, Pa.), with four packages per treatment for
sampling on each day of sheli-life evaluation.

Color Measurements

Wash treatment eflectiveness at maintaining whiteness
and retarding post-harvest browning was determined by
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measuring mushroom cap color on days 0, 3, 6, and 9 of
storage. Color was measured at three locations on the
surface of each mushroom cap, using a tristimulus calorim-
cter (Chromameter Model CR-200, Minolta Corp., Ramsey,
N.I.). The Chromameter was calibrated using the standard
white calibration plate supplied with the instrument, and
L*a*b color coordinates were used for all measurements. A
target color of L=97.00, a=-2.00, and b=0.00 was used as a
reference standard for internal calculation of overall color
deviation (Delta E) from that of the “ideal white mushroom”™

(Solomon, 1991).

Experiments were structured in a randomized complete
block design. Mean whiteness (LL-value) and overall color
change (Delta E) values were internally calculated for each
of the four replicates of each treatment on each day of
evaluation, to give a total of four data points per treatment
per day. L and Delta E values were analyzed using one-way
ANOVA, and means were separated via Fisher’s Protected
Least-Significant-Difference, with StatView 512+ software
(BrammPower, Inc., Calabasas, Calif.).

Bacterial Analysis

Wash treatments yielding the best color (highest L-value,
lowest Delta E), mitially and over a 9-day shelf life, were
screened to determine effectiveness at controlling bacterial
growth on the mushroom cap surface. Mushrooms were
prepared and washed as 1n the sheli-life color experiments,
and an additional 400 g of mushrooms were randomly
sampled from each replicate of each treatment, for each day
of analysis (0,3,6,9).

Each 400 g sample was randomly divided into two lots of
approximately 200 g, one for total aerobic plate count (APC)
on Fugon agar (Difco Laboratories, Detroit, Mich.), and the
other for coliform count on violet red bile agar (VRBA)
(Difco Laboratories, Detroit, Mich.). Fach lot
(approximately 200 g) was homogenized with 200 ml of
0.1% peptone 1 a sterile Waring blender for 1 minute,
moditying the procedure of Simons (1994). Mushroom
homogenate was serially diluted using 11 ml transiers,
followed by 0.1 ml transfers onto duplicate spread plates
contaiming Fugon agar or VRBA. The plates were incubated

at 32° C. for 48 hours.

Texture (Firmness) Measurements

Texture was measured the day after washing, using a TA
XT12 Texture Analyzer (Stable Micro Systems, Surrey,
England) fitted with a conical probe. Penetration depth was
set at 0.4 mm. Three readings were taken per mushroom cap,

and results were displayed using Stable Micro Systems’
XTRA software package.

Canning and Freezing

Washed mushrooms were prepared as canned and frozen
products, to evaluate wash treatment eflects on canned
mushroom color and yield, and on frozen mushroom color.
A 60 Ib. (27.25 kg) sample of hybrid off-white (U-1)
mushrooms was obtained from normal crops grown at the
Mushroom Test Demonstration Facility (MTDF), the same
morning on the day of washing. Mushrooms were selected
from the 27.25 kg sample on the basis of size, maturity
(unstretched veils) and freedom from disease, bruising and
other major blemishes, and randomly assigned to three
treatment lots of 4.5 kg each.

One treatment lot served as a water-washed control, 1n
which mushrooms were washed in 20° C. deionized
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(reverse-osmosis) water for 90 seconds, at the ratio of 300
g mushrooms per liter of wash solution. Mushrooms were
gently agitated by hand, with a stainless steel slotted spoon,
30 times per minute. The second treatment lot was washed
in a 20° C. solution of 1000 ppm sodium meta-bisulfite for
90 seconds, at the ratio of 300 g mushrooms per liter of
solution, and agitated as in the water control. Water and
sulfite control mushrooms were transierred to a polyethylene
colander after 30 seconds and then immediately placed back
into the wash solution, to simulate the handling of mush-
rooms 1n the two-stage wash experimental treatment lots.

Experimental treatment mushrooms were washed for 30
seconds 1n a 0.05M sodium bicarbonate solution, pread-
justed to pH 11.0 with 1.0N sodium hydroxide, at 25° C.
After 30 seconds, mushrooms were immediately transierred
to a 10° C. neutralization wash solution of 6 g/l erythorbic
acid, 24 g/1 sodium erythorbate, and 1000 ppm calcium-
disodium EDTA, at 10° C., and immersed for an additional
60 seconds, for a total wash time of 90 seconds. In both wash
stages, mushrooms were washed at the ratio o1 300 g per liter
of solution, and agitated by hand with a slotted stainless steel
spoon, 30 times per minute, as in water and sulfite control
treatments.

All mushrooms were drained 1n polyethylene colanders
for 5 minutes at room temperature, with five colanders of
900 g each, on a fresh weight basis, for each of the three
treatments. One colander from each treatment was randomly
selected for immediate freezing. Mushrooms to be frozen
were randomly separated nto six lots of 150 g each, sealed
in quart-size polyethylene freezer bags, and immediately
placed 1n the walk-1n freezer at ~18° C. Color readings and
bacterial counts were determined at 2, 4, 6, 8, 10, and 12
weeks of frozen storage, using the procedures for iresh
mushroom evaluation, except that color readings were col-
lected both while the mushrooms were frozen and after
thawing.

The remaining four replicate colanders of 900 g mush-
rooms from each treatment, were placed in Ys-size grocery
bags, as for fresh mushrooms, and stored for 24 h at 12° C.,
in preparation for canning, simulating commercial practice.
Each mushroom lot was blanched for 5 minutes in boiling
water, using steam-jacketed stainless steel kettles, and pre-
blanching and post-blanching weights were recorded.

After blanching, the mushrooms were drained for 2 min-
utes 1n a stainless steel colander, and drained weights were
recorded. For each lot, drained mushrooms were placed into
#211x212 cans. A 40-grain sodium chloride tablet was
added to each can; cans were filled to the top with boiling tap
water, and cans were closed using a Model 424-IES-00
Closing Machine (American Can Co., Greenwich, Conn.).
Canned mushrooms were stored for 7 days at room
temperature, cans were opened, and color (L-value and
Delta E) and canning yield were determined. Canning yield
was calculated by draining each series of six cans for two
minutes 1 a stainless steel colander, recording the final
drained weight, and calculating percent vield on a fresh
weight basis. A single color reading was taken for each
mushroom, for 50 randomly-selected mushrooms per series
of six cans. Color (L-value and Delta E) was internally
averaged for each series of cans, for a total of four data
points and 200 color readings per treatment.

Tribasic Sodium Phosphate Trials

In preliminary experiments, solutions of tribasic sodium
phosphate (trisodium phosphate, TSP), were used to gener-
ate a washwater pH of 11.0 or higher, as a one-stage wash
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or 1n combination with water or the enzymatic browning
inhibitors erythorbic acid or sodium erythorbate, n a
second-stage wash solution.

Use of 10% TSP by itself, 1n a wash lasting 120 seconds,
was destructive to mushroom pileal tissue, yielding a Day O
whiteness (L) value o1 60 42, vs. 93.36 for a reverse-0smosis
water wash and 95.10 for a 1000 ppm sodium metabisulfite
wash (Appendix Table 1). TSP-washed mushrooms were
dark brown 1n color and slimy 1n texture, compared to the
bright white, dry, firm sulfite control mushrooms. Reduction
of mushroom exposure time to TSP from 120 seconds to 60
seconds, followed by a reverse-osmosis-water wash of 60
seconds dramatically improved color, giving a day-0,

[.-value of 80.22.

Replacing water with a 2.25% sodium erythorbate solu-
tion 1n the second-stage wash vielded a further improvement
in color, to an mnitial (Day 0) L-value of 89.23. When 2.25%
sodium erythorbate was replaced with an equal concentra-
tion of erythorbic acid, initial whiteness was higher still,
with a day-0, L-value of 90.71. Increasing erythorbic acid
concentration from 2.25% to 4.50% gave very little
improvement 1 color through day 3, but on day 6, the
increased erythorbic acid treatment was noticeably better,
with an L-value of 89.50, versus 84.12 for the 2.25%
erythorbic acid treatment. Reduction of TSP concentration
from 10% to 5% in the treatments with water as the
second-stage wash 1improved color on days 0, 3, and 6.

None of the experimental treatments matched the white-
ness of the sulfite and water controls through Day 3, but the
two-stage treatment with 4.50% erythorbic acid as the
second-stage wash was significantly better than the water-
washed control and not significantly different from the
sulfite-washed control on Day 6.

Development of a Two-Stage, High-pH/
Neutralization Wash Treatment

Results of the trisodium phosphate wash trials indicated
that the quality of mushrooms washed 1n basic-pH antibac-
terial solutions could be improved by subsequent transier to
a neutralization solution of erythorbic acid and sodium
erythorbate. FErythorbate solutions acted as both an
antioxidant, slowing the enzymatic browning reaction, and
an acidulant, returning final mushroom pH to physiological
range (approximately 6.5), thus mimimizing tissue damage
due to exposure to high pH.

Solutions of 1%, 2%, 3%, and 4% total erythorbate were
prepared, each at 4:1, 3:1, 1:1, and 1:3 erythorbic acid;
sodium erythorbate ratios. Single 1%, 2%, 3%, and 4%
erythorbic acid and sodium erythorbate solutions were also
prepared, for a total 24 test solutions. Solution pH was
measured nitially and after mixing with an equal volume of
1% trisodium phosphate at pH 11.0, or with 0.05M sodium
bicarbonate at pH 11.0. Results are given in Table 1. The
buflering capacity of the TSP solution was greater than that
of the sodium bicarbonate solution. Several 2%, 3%, and 4%
erythorbic acid/sodium erythorbate combinations effectively
acidified the sodium bicarbonate builer to physiological pH.
Only the most acidic (3:1 erythorbic acid: sodium
erythorbate) 4% solution, and single 3% and 4% erythorbic
acid solutions acidified the TSP solution to near physiologi-
cal pH.

Wash solution combinations yielding a final pH within or
near the mushroom physiological range were screened in
wash trials, to determine eflectiveness at maintaining white-
ness throughout a 9-day shelf life. Wash solutions were
maintained at room temperature (20° C.). Mushrooms were
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immersed i the pH 11.0; bufler for 120s, followed by
immersion in the erythorbic acid/sodium erythorbate bufler
for 60s. The TSP-washed mushrooms were not as white
initially and did not maintain whiteness during storage as

well as those washed in sodium bicarbonate (Appendix
Table 3).

Mushrooms washed 1n the pH 11.0, 0.05M sodium bicar-
bonate bufler, followed by the 0.8% erythorbic acid/3.2%
sodium erythorbate buller, were nearly as white mitially
(L=90.08) as those washed 1n the 10,000 ppm hydrogen
peroxide/1000 ppm calcium-disodium EDTA treatment
developed by McConnell (1991), (LL=90.48). They were not
as white 1mmtially as mushrooms washed 1n a 1000 ppm
sodium metabisulfite solution (L.=91.36). On day 3,
however, the pH 11.0/erythorbate-washed mushrooms were
whiter (L=91.78) than either the sulfite-treated mushrooms
(L=91.00) or the peroxide-dipped mushrooms (I.=90.89).
The pH 11.0/erythorbate mushrooms continued to be the
whitest on day 6 and day 9, with the L-value difference
between treatments increasing with time. The two-stage, pH
11.0, 0.05M sodium bicarbonate/0.8% erythorbate+3.2%
sodium erythorbate treatment was used as the reference
standard for formula- and process-optimization
experiments, with the goals of enhancing 1nitial whiteness to
equal or exceed that obtained by sulfite treatment, improving
whiteness throughout shelf life, and mimmizing ingredient
usage.

Addition of EDTA and CaCl, to the Second-Stage
Wash

McConnell (1991) found that the addition of 1000 ppm
calcium-disodium EDTA enhanced the performance of an
antimicrobial. 10,000 ppm hydrogen peroxide wash
solution, supporting the findings of Eagon (1984) and Shiba-
saki (1978), that EDTA enhances the eflectiveness of anti-
microbial agents. In addition, EDTA may inhibit enzymatic

browning in mushrooms by sequestering copper, a tyrosi-
nase cofactor (McCord and Kilara, 1983).

The shelf life and quality benefits of adding calcium
chloride to mushroom 1rrigation water have been extensively
documented (Kukura, 1997, Miklus and Beelman, 1996,
Simons, 1994, Solomon et al., 1991, Barden et al., 1990).
Guthrie (1984) found that the addition of calcium chlornide
(10 mM) to Oxine antibacterial solutions enhanced the
antibacterial eflect and yielded firmer mushrooms.

When 1000 ppm calcium-disodium EDTA and then 1000
ppm calctum chloride were added to the erythorbic acid/
sodium erythorbate stage of the pH 11.0/erythorbate wash
treatment, there were significant 1improvements in mush-
room whiteness, at p<0.05. The improvement 1n whiteness
was also noticeable upon visual inspection. Results are
given 1n FIG. 1 and i Table 3. In the experiment summa-
rized mm FIG. 1, mushrooms were held in the pH-11.0
solution for 60 seconds, followed by 120 seconds 1n a 4%
erythorbate solution. Table 3 represents a separate
experiment, 1 which the pH-11.0 wash was 30 seconds,
tollowed by a 60-second wash 1n a 3% erythorbate solution.
The color improvement due to calcium chloride was greater
for the longer wash time, 120 seconds (FIG. 1), in the 4%
erythorbate solution, vs. 60 seconds (Table 3) 1n the 3%
erythorbate solution. It was subsequently shown, however,
that the best overall performance was vielded by the
30-second pH-11.0 wash, followed by the 60-second, 3%
erythorbate+1000 ppm EDTA+1000 ppm calcium chloride
wash

Kukura (1997) showed that mushrooms 1rrigated with tap
water plus calcium chloride were more resistant to discol-
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oration in general, and especially discoloration due to
bruising, than were mushrooms 1rrigated with tap water
alone. For mushrooms subjected to bruising treatments,
calcium-chloride 1rrigation was shown to strengthen cell and
vacuole membranes, preventing the leakage of polyphe-

noloxidase (PPO) substrates from the vacuole to the cyto-
plasm and surrounding medium. Containment of PPO sub-
strates 1n the vacuole prevents them from interacting with
the enzyme, thus preventing enzymatic browning. Electron
microscopy did not reveal the same structural difference
between calctum-added and no-calcium treatments when
calcium chloride was incorporated into the wash treatment.
Mushrooms 1n this study, however, were not subjected to
bruising, and this may explain why the protective efiect of
calctum was not evident in the micrographs of washed-
mushroom tissue. There was, however, an improvement in
mushrooms whiteness as a result of the addition of 1000

ppm calcium chloride to the second-stage wash solution
(FIG. 1, Table 3).

Calcium chloride addition to the second-stage wash also
aflected bacterial populations. On day 0, plate counts were
higher for calcium-treated mushrooms, vs. high-pH,
no-calcium mushrooms, at p<0.05 (Table 4). By day 9,
however, plate counts for high-pH, no-calctum mushrooms
were significantly higher than counts for high-pH plus-
calcium mushrooms. There was no significant difference 1n

plate count between the two high-pH treatments on day 3
and day 6.

Barden et al. (1990) found that bacterial counts were
consistently lower for mushrooms with 0.5% calcium chlo-
ride added to the irnigation water than for mushrooms with
no calcium chloride added to the irmgation water. The day 9
plate count results suggest that a similar relationship
between calcium and bacterial growth exists at the end of the
shelf life for mushrooms washed in high-pH solutions
contaiming 0.1% calcium chloride.

Solomon (1989) proposed that improvements 1n mush-
room quality due to CaCl, 1rrigation treatments were the
result of surface accumulation of calcium, which reduced
water activity and bacterial growth, and concomitantly
increased surface light reflectance. This 1s supported by the
data 1n Table 3, showing an increase 1n whiteness between
day 0 and day 3 possibly the result of post-washing mois-
ture loss. In the water-washed control mushrooms, the effect

1s likely negated by the greater increase 1s bactenal numbers
between day O and day 3 (Table 4).

The higher day 0 bacterial populations for the calcium
chloride high-pH wash, vs. the no-added-calcium high-pH
wash suggest that, at least imitially, for high-pH-treated
mushrooms, there are effects of calctum on bacterial growth
unrelated to the reduction 1n water activity at the cap surface.
Mendonca et al., 1994, concluded that the destruction of
food-borne pathogens by high pH involves disruption of the
cytoplasmic membrane. As Ferguson (1984) and Miklus and
Beelman (1996) have suggested that calctum stabilizes
biological membranes, it 1s possible that the 0.1% Ca(l,
added to the high-pH wash protected both bacterial cell
membranes and mushroom tissue membranes from damage
due to high pH. In terms of bacterial survival and growth,
however, this appears to be only an 1nitial effect. After day
0, bacterial counts for calcium-washed mushrooms were
found to be lower than or not significantly different from
counts for mushrooms washed without calcium. It 1s pos-
sible that, later 1n storage, the effect of calcium in lowering
surface water activity predominates.

Time and Temperature Effects
Color

Mushroom retention time in the wash solutions and
temperatures of the wash solutions were examined, 1n order
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to maximize mushroom quality. Changing the holding time
in the pH 11.0 butler from 120s to 60s and 1n the erythorbate
solution from 60s to 120s, reversing the holding times for
the two wash solutions, resulted 1n increased whiteness on
days 6 and 9 of shelf life. In addition, the rate of discolora-
tion was decreased for the mushrooms held for the shorter
interval in the high-pH bufler and for the longer interval 1n
the erythorbate solution. Halving the retention times to 30s
in the high-pH bufler and 60s in the erythorbate buller
resulted 1n a further increase 1in whiteness (FIG. 2), but the
rate of discoloration over time (slope of the L-value vs.
storage time plot) was not changed from that of the 60s/120s
treatment (FIG. 3) The rate of discoloration increased,
however, when mushrooms were exposed to the high-pH

solution for 120 seconds and only immersed 1n the neutral-
1zation wash for 60 seconds (1-10, FIG. 3).

Temperature data are given in FIGS. 4 and 5. Optimum
wash solution temperatures were 25° C. for the pH 11.0
bufler and 10° C. for the erythorbate builer. Increasing the
temperature of the high-pH buil

er to 35° C. decreased
whiteness after day 3 of storage, and increased the rate of
discoloration. Decreasing the temperature of the high-pH
buffer to 10° C. had a similar effect on mushroom color.
Increasing the temperature of both solutions, with the high-
pH bufler at 35° C. and the erythorbate bufler at 25° C.,
resulted 1n a still greater deterioration 1n color. All high-pH/
erythorbate treatments, however, gave better quality than
washing in either reverse-osmosis water at 10° C. or 1000
ppm sodium metabisuliite at 10° C. All mushrooms were

equilibrated to 4° C. 1n a walk-1n cooler prior to washing.

Water Uptake

Time and temperature parameters aiflected mushroom
water uptake during washing (Table 5). Minimizing water
uptake during washing 1s important to prevent mushrooms
from having a waterlogged appearance. As expected, shorter
wash times generally resulted in less water uptake, vs.
longer wash times at the same solution temperatures. The
relationship between temperature of the wash solutions and
water uptake was less predictable. Increasing the tempera-
ture of the high-pH wash solution from 10° C. to 25° C.
decreased water uptake (Table 5, Treatment 3 vs. Treatment
7). Further increasing the temperature to 35° C., however,
resulted 1n an increase, rather than a further decrease, 1n
water uptake (Table 5, Treatment 7 vs. Treatment 3).

Increasing the temperature of the neutralization wash
from 10° C. to 25° C. also increased water uptake (Table 5
Treatment 5 vs. Treatment 2). Overall, the time-temperature
combination yielding the lowest water uptake was a 25° C.,
30 second high-pH wash followed by a 10° C., 60 second

neutralization wash.

Texture

Mushroom texture was evaluated, to determine the eflects
of water uptake and high pH upon the firmness of mush-
rooms. There was no significant difference 1n firmness
between unwashed mushrooms, mushrooms washed 1n
water or in sodium sulfite, and mushrooms treated with

hydrogen peroxide/EDTA or with high-pH/neutralization
washes (Table 6).

First-Stage Wash Solution pH vs. Mushroom
Quality

The first-stage wash solution was designed to prevent the
growth of bacteria, particularly pseudomonads, on the mush-
room cap surface. First-stage wash solution buflers were
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prepared at pH values of 11.0, 10.5, 10.0, 9.5, and 9.0, to
determine the optimum pH, with overall mushroom quality
the deciding criterion. All treatments used the 30s retention
time 1n the high-pH bufier at 25° C., and the 60s retention
time 1n the erythorbate bufler at 10° C., shows to yield the
highest quality and the least water uptake. A 0.6% erythorbic
acid+2.4% sodium erythorbate+1000 ppm EDTA+1000
ppm calcium chloride formula was used for all treatments.
Results are given in FIGS. 6 and 7.

Mushroom quality generally decreased with decreasing
first-stage solution pH. The pH 10.5 and 11.0 formulations
performed best. The pH 10.5 and 11.0 formulations were the
best performers overall, yielding mushrooms as white as or
whiter than those from other treatments on each day of
evaluation, and having a slower rate of discoloration over
time.

The pH 9.5 and 10.0 performed as well as the pH 10.5 and
11.0 formulations initially (on day 0). On day 3 and day 6,
however, they yielded mushrooms that were less white than
those from the higher-pH treatments. The pH 9.0-treated
mushrooms were not as white mitially as the other high-pH
treated mushrooms, and they discolored at a more rapid rate
than all but the reverse-osmosis water and sulfite control
mushrooms.

Sulfite-treated mushrooms were as white initially as those
from the pH 11.0, 10.0, and 9.5 treatments. They discolored
at a much higher rate, however, and by day 3, they were not
as white as the pH 11.0, 10.0, and 9.5-treated mushrooms.
By day 6, the pH 9.0-treated mushrooms were whiter than
sulfite-treated mushrooms. Sulfite-treated and water-washed
mushrooms discolored at the same rate, but the sulfite-
treated mushrooms were whiter 1nitially, and thus on each
day of evaluation.

Wash Solution Buflering Capacities vs. Mushroom
Quality

The poorer performance of TSP-based treatments, vs.
sodium bicarbonate-based treatments, was attributed to
insuilicient neutralization (reacidification) of the mush-
rooms by the erythorbate solution, due to the greater buil-
ering capacity of the TSP solutions. Conversely, 1t was
possible that the pH 10.0, 9.5, and 9.0-treated mushrooms
were overacidified 1n the 3.0% erythorbate builer. To exam-
ine the eflects of wash solution buflering capacity on mush-
room quality, mushrooms were washed in first-stage high-
pH bullers of varying sodium bicarbonate concentration,
and 1n second-stage buflers of varying erythorbic acid/
sodium erythorbate concentration.

Sodium Bicarbonate Concentration

In the first experiment, the second-stage buller remained
constant, 0.6% erythorbic acid+2.4% sodium erythorbate+
1000 ppm EDTA, while first-stage buflers of varying sodium
bicarbonate concentration (0.05, 0.10, 0.25, and 0.50M)
were prepared. In all treatments, the first-stage bufler was
adjusted to pH 10.0. A pH of 10.0 was chosen, to determine
whether a pH 10.0 bufler of increased bullering capacity
would maintain whiteness as effectively as a pH 11.0 bufler
of lower bullering capacity (included as a reference
treatment). Results are given in FIGS. 8 and 9.

Initial whiteness was the same for all treatments except
the water control, which was less white than the rest. On day
3, the pH 10.0 treatments with higher sodium bicarbonate
concentrations (0.01, 0.25, and 0.50M) were as white as the
pH 11.0, 0.05M treatment. The 0.05M, pH 10.0 treatment
was not as white as the 0.05M, pH 11.0 treatment. On day
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6, there were no diflerences in whiteness between any of the
pH 10.0 treatments and the pH 11.0 treatment. All of the
high-pH treatments were whiter than the sulfite and water
controls.

Increasing the buflering capacity of a lower-pH, first-
stage wash solution was shown to improve mushroom
quality, but the eflect was only seen 1n the middle of the
storage period. On the first day of storage after washing and
s1x days after washing, there were no diflerences 1n white-
ness between the pH 11.0 treatment and any of the pH 10.0
treatments of varying sodium bicarbonate concentration.

Erythorbic Acid/Na Erythorbate Concentration

In this experiment, the first-stage bufler, 0.05M sodium
bicarbonate at pH 11.0, was tested 1n combinations with
three different second-stage builers:

1. 0.8% erythorbic acid+3.2% sodium erythorbate+1000
ppm EDTA (4% total erythorbate).

2. 0.6% erythorbic acid+2.4% sodium erythorbate+1000
ppm EDTA (3% total erythorbate).

3. 0.4% erythorbic acid+1.6% sodium erythorbate+1000

ppm EDTA (2% total erythorbate).

Results are given i FIGS. 10 and 11.

There was no diflerence in whiteness between mushrooms
washed 1n the three erythorbate solutions, on any of the days
(0,3,6,9) of evaluation. Sulfite control mushrooms were as
white as the experimentally treated mushrooms mitially (day
0), but were less white on days 3 and 6. On day 9, the 3%
and 4% erythorbate-treated mushrooms were still whiter
than the sulfite-treated mushrooms. Mushrooms treated with
2% erythorbate were not whiter, at p<0.05, than sulfite-
treated mushrooms, on day 9.

Hydrogen peroxide/EDTA-washed mushrooms not as
white mitially as mushrooms washed in sulfite or 1n the pH
11.0/3% erythorbate treatment. They were, however, as
white as those washed 1n water, pH 11.0/2% erythorbate, or
pH 11.0/4% erythorbate. On days 3, 6, and 9, the hydrogen
peroxide/EDTA treatment performed as well as the 2%, 3%,
and 4% erythorbate treatments. The rate of discoloration
(slope of the L-value vs. storage-time plot) was not difierent,
at p<0.05, from that of the high-pH/erythorbate-treated
mushrooms. Sulfite-treated mushrooms discolored at a faster
rate than all of the other treatments.

In summary, the high-pH treatment with the 3% erythor-
bate second-stage wash performed best, yielding mush-
rooms as white as or whiter than those from all other
treatments on all four days of evaluation.

Effect of High-pH Treatment on Bacterial Growth

It has been shown 1n testing to date that, 1n general, the
performance of a two-stage, high-pH buller/erythorbate
bufler preservative wash treatment increased as the pH of the
first-stage buller increased, as measured by mushroom
whiteness. In addition to the mhibition of enzymatic brown-
ing by erythorbic acid, sodium erythorbate, and EDTA 1n the
second-stage buller, there 1s an improvement 1n mushroom
shelf life and quality as a result of exposure to high pH in the
first stage of washing. It was hypothesized that this positive
cllect of high pH on mushroom quality may be due to
destruction of spoilage bacteria on the mushroom cap sur-
face.

To assess the antimicrobial eflect of the high-pH treat-
ment of fresh mushrooms, aerobic plate counts were deter-
mined for four treatments:
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1. Reverse-osmosis water, 20° C., 90s

2. 1000 ppm sodium metabisulfite, 20° C., 90s
EDTA, 20°

3. 10 000 ppm hydrogen peroxide+1000 ppm
C., 90s

4. 0.05M sodium bicarbonate at pH 11.0, 25° C., 30s/
0.6% erythorbic acid +2.4% sodium erythorbate+1000
ppm EDTA, 10° C., 60s. Results are given i FIG. 12.
Note that the statistical groupings differentiate between
treatments within a single day of evaluation, and do not
indicate diflerences 1n bacterial populations over time
for a single treatment.

Initially and on all three subsequent days of evaluation,
the high-pH and the hydrogen peroxide treatments yielded
lower bacterial populations than did the sulfite and the water
control treatments. For all four treatments, bacterial popu-
lations increased steadily over time. On day 0O, populations
were 2.20x10° CFU/g for the high-pH treatment, 2.34x10°
CFU/g for the hydrogen peroxide treatment, 5.00x10°
CFU/g for the water control, and 5.33x10° CFU/g for the
sulfite treatment. On day 6, bacterial numbers for the water
and sulfite controls reached 7.20x10® and 9.78x10° CFU/g,

respectively, while the high-pH and hydrogen peroxide
treatments had populations of 1.57x10® and 2.34x10° CFU/

g,

The high-pH treatment was as eflective as hydrogen-
peroxide washing at controlling bacterial growth on washed
mushrooms. Both yielded lower bacterial populations than
did sulfite treatment or water washing.

Time and Temperature Effects

Wash solution temperatures and mushroom retention
times 1n wash solutions were shown to affect mushroom
quality throughout shelf life. These parameters were also
investigated microbiologically, to determine their eflects on
mushroom bacterial populations. The same high-pH treat-
ments were evaluated as for the overall quality experiment:

1. Reverse-osmosis water, 20° C., 90s

2. pH 11.0, 25° C., 30s/3% erythorbate, 10° C., 60s
3. pH 11.0, 10° C., 30s/3% erythorbate, 10° C., 60s
4. pH 11.0, 25° C., 60s/3% erythorbate, 10° C., 120s

5. pH 11.0, 10° C 60s/3% erythorbate, 10° C., 120s.
Aerobic plate Counts were recorded on days 0, 3, and 6.
Results are given in FIG. 13.

On all three days, bacterial populations were lower for the
high-pH treatments, vs. the water control. On day 0, the 25°
C./10° C. treatment with the 90s total retention time yielded
lower bacterial populations than did the high-pH treatments
with the other time/temperature combinations. This treat-
ment also yielded the best sheli-life quality.

On day 3, the 25° C./10° C. treatments at both retention
times yielded lower bacterial populations than did the other
treatments. On Day 6, the 25° C./10° C., 90s treatment still
resulted 1n lower bacterial populations than did all of the
other treatments. The longer-retention time treatments, at
both temperature combinations, vielded the next-lowest
bacterial populations, while the 10° C./10° C., 90s treatment
gave the highest bacterial population of he high-pH treat-
ments.

These results, with a greater bacteria kill occurring at 25°
C. than at 10° C., confirm the findings of Raynor (1997). Teo
et al. (1995), and Catalano and Knabel (1994), that the
antibacterial eflectiveness of a high-pH solution 1s
temperature-dependent. Exposure time was also an 1nflu-
encing factor, and there was a time-temperature interaction.
On day 0 and day 6, the 25° C. treatment at 90s total wash
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time vielded lower bacterial numbers than did the same
treatment at 180s total wash time. This may have been due
to a decrease 1n water uptake and a resultant increased rate
of drying, leaving less surface water available to support
bacterial growth. At the lower temperature, where bacterial
destruction occurred more slowly, the longer wash time (60s
in the pH 11.0 wash) resulted 1n lower bacterial numbers, on

day 6, than did the shorter wash time (30s 1n the pH 11.0
wash). (FIG. 13).

Performance of Optimal High-pH Treatment vs.
Sulfite and Hydrogen Peroxide Treatments

Sulfite treatment, though banned commercially from use
on fresh mushrooms, was still the benchmark, in testing to
date, for imtial mushroom whiteness. Sulfite treatment pro-
duced bright, extremely white mushrooms initially. As
sulfite treatment does not prevent bacterial growth
(McConnell, 1991), the whiteness yielded by sulfite treat-
ment 1s short-lived. Sulfite-treated mushroom quality dete-
riorated markedly by day 3 (FIG. 14), and dark, sunken

lesions appeared by day 6.

The hydrogen peroxide/EDTA treatment developed by
McConnell (1991), improved shelf-life quality of fresh
mushrooms drastically, compared to sulfite treatment. On
days 3, 6, and 9, the peroxide-treated mushrooms were
whiter than sulfite-treated mushrooms, and, until day 9, were
free of sunken bacterial lesions. On day 9, the lesions were
smaller and, by visual inspection, covered less of the mush-
room cap surface than those on the sulfite-treated mush-
rooms. In addition, peroxide-treated mushrooms had a dryer
cap surface, vs. sulfite-treated mushrooms. In the later stages
(after day 3) of shelf-life. Imtially, however, sulfite-treated
mushrooms are still noticeably whiter than those treated
with hydrogen peroxide and EDTA, both by visual inspec-
tion and by reflectance colorimetry.

In terms of performance, the 1deal mushroom preservative
treatment (barring a theoretical one of infinite whiteness and
shelf life) would yield an 1nitial whiteness equal to or greater
than that achieved by sulfite treatment, and would maintain
whiteness throughout shelf life at least as eflectively as
treatment with hydrogen peroxide and EDTA. The optimal
high-pH treatment (0.05M sodium bicarbonate at pH 11.0,
25° C., 30s/0.6% erythorbic acid+2.4% sodium erythorbate+
1000 ppm EDTA+1000 ppm calcium chloride, 10° C., 60s)
was evaluated for overall performance vs. sulfite treatment
and hydrogen peroxide/EDTA treatment. L-value
(whiteness) measurements and visual observations were
recorded on days O, 3, 6, and 9, and results are shown i1n

FIGS. 14 and 15.

On day O, the high-pH treatment yielded the highest
numerical whiteness value, with a 6-replicate average of
[.=92.32, though this was not different (p<0.05) from the
sulfite treatment mean of [L.=91.96. The peroxide-treated
mushrooms were less white, at L=89.97. On day 3, the
high-ph-treated mushrooms were whiter than the peroxide-
treated mushrooms, which were whiter than the sulfite-
treated mushrooms. On days 6 and 9, the high-pH and
peroxide treatments were equally eflective, and both out-
performed sulfite treatment by more than 10L-value units.
The sulfite-treated mushrooms were visibly slimy and had
sunken lesions by day 6. By day 9, the lesions were dark
brown to black and covered most or all of the mushroom cap
surfaces. The peroxide- and high-pH-treated mushrooms
were Iree of blotch discoloration and sunken lesions through
day 6, and showed only mild purple to light tan blotches over

part of the cap surface on day 9. On day 6, there was some
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browning visible on the underside of the cap and on the cut
end of the stripe, becoming slightly darker by day 9. The rate
of discoloration was not different, at p<0.05, for the high-pH
and hydrogen peroxide treatments, whereas sulfite-treated
mushrooms discolored much more rapidly over the 9-day

shelf life.

In summary, the high-pH treatment yielded mushrooms of
equal or higher quality, vs. the sulfite and hydrogen peroxide
treatments, on each day of evaluation. Initial performance
matched that of sulfites, and performance at the end of shelf
life, on days 6 and 9, matched that of the hydrogen peroxide/
EDTA wash. Between day 0 and day 6, when fresh mush-
rooms are typically displayed for retail sale, the high-pH
treated mushrooms were of higher quality than both sulfite-
treated and peroxide-washed mushrooms, based on day-3
data.

Applications 1n Canning and Freezing

Though consumption of canned mushrooms 1s declining,
canning remains economically important to the mushroom
industry. With the beneficial eflect of high-pH treatment on
the quality and shelf life of fresh mushrooms, 1t was 1mnves-
tigated whether there was a similar benefit to high-pH
treatment of mushrooms prior to canning or ireezing.

Canning

Mushrooms are commonly washed and stored for 1-2
days before canning, to improve yield (Beelman, 1997). The
longer mushrooms are stored, the greater the yield improve-
ment (Beelman, 1997); however, color declines. Therefore,
canners sometimes wash mushrooms 1n sulfites to prevent
browning. Thus, 1t was determined whether washing mush-
rooms 1n the high pH/neutralization wash would yield color
as good as or better than that of a sulfite treatment, while still
providing the yield benefit of washing and holding.

Canned mushrooms were washed 1n reverse-osmosis
water, a sulfite solution, or the high-pH/erythorbate solu-
tions prior to blanching, canning, and thermal processing.
Mushrooms were stored at room temperature and cans were
opened after 7 days, to evaluate color and yield. Color
results are given 1n Table 7. High-pH mushrooms were
significantly whiter than sulfite-treated mushrooms (by a
difference of approximately 3 L-value points), which were
significantly whiter than the water-washed mushrooms.

Yield was calculated as a percentage of fresh weight.
Results are given in Table 8. Sulfite treatment and high-pH
treatment resulted 1n similar yields (65.70% and 65.53%,
respectively), while water washing resulted 1n a slightly, but
significantly, lower yield of 64.85%.

Since the high-pH wash protected the mushrooms from
browning during storage better than sulfites, these mush-
rooms could perhaps have been stored longer prior to
canning to result 1 even greater canned product yield
without sacrificing color.

Freezing

Frozen mushroom color was evaluated at 2, 4, 6, and 8
weeks after freezing, and coliform and total aerobic plate
counts were determined. Frozen mushrooms pre-treated
with the high-pH/erythorbate wash were much whiter than
mushrooms pre-washed 1n water or in 1000 ppm sodium
metabisuliite, 2, 4, 6, and 8 weeks after washing and

freezing. Frozen mushroom color results are given i FIG.
16.

Bacterial growth on frozen mushrooms was reduced by
high-pH pre-treatment (FIG. 17). After six weeks of frozen
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storage, aerobic plate counts on sulfite-washed mushrooms
were higher than those on water-washed mushrooms, but on
all four weeks of evaluation, plate counts were lowest for the
high pH-washed mushrooms. Coliform counts were<10
CFU/g through 8 weeks of frozen storage for the high-pH
treatment. They were similar for water-washed mushrooms,
but were as high as 375 CFU/g for sulfite-washed mush-
rooms (Table 9).

CONCLUSIONS

A two-stage wash treatment consisting of a 0.05M sodium
bicarbonate bufler at pH 10.5-11.0 1n the first stage, fol-
lowed by a neutralization solution contaiming 0.6% erythor-
bic acid, 2.4% solution erythorbate, 1000 ppm EDTA, and
1000 ppm calcium chloride 1n the second stage 1s very
cellective at improving shelf life and quality of fresh and
processed white mushrooms (Agaricus bisporus). This treat-
ment equals the inmitial whiteness achieved by sulfite
treatment, while controlling bactenial growth, preventing
blotch and lesion formation, and improving shelf life and
storage quality as eflectively at or better than wash treat-
ments incorporating hydrogen peroxide and EDTA.

Wash solution temperatures and mushroom holding times
in wash solutions aflect the performance of the high-pH/
erythorbate treatment. A retention time of 30 seconds 1n a pH
10.5-11.0 first-stage builer at 25° C., followed by 60 sec-
onds 1n a 3% erythorbate solution at 10° C. were determined
to be optimal processing conditions. The treatment was
found to be robust, however, and was eflective over a range
of temperatures, holding times, and even wash solution
ingredient concentrations. The pH of the first-stage wash
solution could be reduced to 9.5-10.0 without serious det-
riment to performance, particularly 1t the buflering capacity
(sodium bicarbonate concentration) 1s increased. Similarly,
the erythorbic acid concentration could be reduced to as low
as 0.4% and sodium erythorbate concentration as low as
1.6% (retaining the 1:4 erythorbic acid: sodium erythorbate
ratio) 1n the second-stage wash.

The addition of 1000 ppm EDTA and 1000 ppm calcium

chloride to the second-stage wash solution enhanced the
performance of the treatment, with each ingredient resulting
in an improvement i mushroom color. EDTA functions to
chelate copper, a cofactor of polyphenol oxidase, the brown-
ing enzyme 1n mushrooms. It has also been shown to
enhance the performance of antimicrobials. Calcium chlo-
ride may function by increasing solute concentration at the
mushroom cap surface, making less water available to
bacteria and increasing surface light reflectance (whiteness).
In addition, 1t may improve vacuolar membrane integrity,
making the mushroom tissue more resistant to bruising and
senescence.

The high pH of the first-stage wash 1s designed to destroy
bacteria on the mushroom cap surface, particularly the
phytopathogenic fluorescent pseudomonads, which cause
blotches and lesions. Erythorbic acid and sodium
erythorbate, 1n addition to returning mushroom pH to physi-
ological range, act as antioxidants, inhibiting enzymatic
browning.

In addition to effectively improving the quality and shelf
life of fresh mushrooms, high-pH/erythorbate treatment is
usetul as a pretreatment to improve the color of canned and
frozen mushrooms.
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TABLE 1

Neutralization Solution Formulations and pH Readin&

pH with pH with
% Equal Vol. Equal Vol.
Total Initial NaHCO, pH TSP @
Solution Solute pH @ pH 11.0 pH 11.0
1% Sodium Erythorbate 1 8.35 10.775 11.13
2% Sodium Erythorbate 2 8.31 10.56 11.06
3% Sodium Erythorbate 3 8.31 10.52 10.99
4% Sodium Erythorbate 4 8.29 10.45 10.96
1:4 E.A.:Na Ervythorbate ’ 5.18 10.42 11.09
1:3 E.A.:Na Ervythorbate 1 5.01 10.13 10.85
1:1 E.A.:Na Ervthorbate 1 3.87 9.60 10.70
3:1 E.A.:Na Erythorbate 1 3.39 8.82 10.58
1:4 E.A.:Na Ervthorbate 2 5.02 10.34 11.02
1:3 E.A.:Na Erythorbate 2 4.85 10.06 10.88
1:1 E.A.:Na Erythorbate 2 4.17 7.02 10.68
3:1 E.A.:Na Erythorbate 2 3.43 5.72 9.69
1:4 E.A.:Na Erythorbate 3 4.53 6.91 10.71
1:3 E.A.:Na Ervythorbate 3 4.46 6.83 10.49
1:1 E.A.:Na Ervythorbate 3 4.20 5.99 9.85
3:1 E.A.:Na Erythorbate 3 3.98 5.00 8.30
1:4 E.A.:Na Erythorbate 4 4.98 7.28 10.66
1:3 E.A.:Na Ervthorbate 4 4.82 0.9% 10.53
1:1 E.A.:Na Erythorbate 4 4.29 5.25 8.30
3:1 E.A.:Na Erythorbate 4 3.69 4.60 7.60
1% Erythorbic Acid 1 2.72 6.73 10.49
2% Erythorbic Acid 2 2.64 5.99 9.34
3% Erythorbic Acid 3 2.55 3.82 7.48
4% Erythorbic Acid 4 2.53 3.68 7.12

E.A. = Erythorbic acid. Na Erythorbate = Sodium Erythorbate. TSP =
Tribasic Sodium Phosphate.

TABLE 2

Chemicals Used in the Mushroom Wash Treatments and Their Sources.

Calcium-disodium EDTA (Vernene ® CA) The Dow Chemical Co.,

food grade Midland, MI

Calcium chloride, dihydrate (Dow Flake ®) The Dow Chemical Co.,
Midland, MI

Erythorbic acid, FCC fine granular Pfizer, Inc.,
New York, NY

Fisher Scientific, Inc.,
Fair Lawn, NJ

Fisher Scientific, Inc.,
Fair Lawn, NJ

Fisher Scientific, Inc.,
Fair Lawn, NJ

Pfizer, Inc.,

New York, NY
Fisher Scientific, Inc.,
Fair Lawn, NJ

Fisher Scientific, Inc.,
Fair Lawn, NJ

Hydrogen peroxide, 35%

Sodium bicarbonate, anhydrous, Certified ACS
Sodium carbonate, anhydrous, Certified ACS
Sodium erythorbate, FCC granular

Sodium hydroxide, Certified ACS

Sodium sulfate, anhydrous, Certified ACS

TABLE 3

Influence of calcium chloride added to the second-stage wash
solution on the color of hvbrid off-white mushrooms.

L-value
Treatment Day 0 Day 3 Day 6 Day 9
Water Control 92.61b 91.68c 86.43b 82.83cC
pH 11.0 no Ca 93.95a 94.58b 92.57a 89.06b
ph 11.0 + Ca 94.22a 95.09a 92.88a 90.69a

Data are means of four replicates: within each day of evaluation, means
followed by the same letter are not significantly different (P < 0.05).
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TABLE 4

Influence of calcium chloride added to the second-stage wash

solution on the bacterial population of fresh mushrooms.

CPU/ml
Treatment Day 0 Day 3 Day 6 Day 9
Water Control 34 x 10°a  1.66 x 10°a  7.86 x 10%a  3.38 x 10°a
pH 11.0 no Ca  2.07 x 10% 2.09 x 10*b 1.54 x 10%b 2.04 x 10
pH 11.0 + Ca 231 x 10" 2.20 x 10’b  1.53 x 10%b 1.45 x 10%

Within each day of evaluation, means followed by the same letter are not
significantly different (P < 0.05).

TABLE 5

Effects of temperatures on wash solutions
and holding times on water uptake of mushrooms.

Water-
Weight
Treatment Gain (%)
1. pH 11.0, 10° C., 60 seconds/neutralization, 10° C. 11.30 (A)
120 seconds
2. pH 11.0, 15° C., 30 seconds/neutralization, 25° C. 10.22 (B)
60 seconds
3. pH 11.0, 10° C., 30 seconds/neutralization, 10° C. 9.96 (B)
60 seconds
4, R.O. Water, 10° C., 180 seconds 9.50(BC)
5. pH 11.0, 35° C., 30 seconds/neutralization, 10° C. 8.75 (C)
60 seconds
6. R.O. Water, 10° C., 90 seconds 8.25(CD)
7. pH 11.0, 25° C., 30 seconds/neutralization, 10° C. 7.65 (D)

60 seconds

TABLE 6

Influence of Wash Treatment Upon the Texture of Fresh Mushrooms.

Resistance
Treatment (Kg)
1. Unwashed Control 0.572 (A)
2.  R.O. Water, 90 s 0.570 (A)
3. 1000 ppm Sodium Metabisulfite, 90 a 0.567 (A)
4. pH 11.0, 30 a/Neutralization®, 60 a 0.556 (A)
5. 1000 ppm Hydrogen Peroxide + 1000 ppm EDTA, 90 a  0.546 (A)

*Neutralization wash = 0.6% erythorbic acid + 2.4% sodium erythorbate +

1000 ppm EDTA + 1000 ppm calcium chloride.
Values are means of three replicates. Means followed by the same letter

are not different at p < 0.003.

TABLE 7

Quality of Canned Mushrooms: High-pH treatment vs. Sulfite
and R.O. Water Treatments.

Treatment Whiteness (L-value)
High-pH 64.01 (A)
Sulfite 61.23 (B)
R.O. Water 59.13 (C)

Values are the means of four replications. Means followed by the same
letter are not significantly different at p < 0.05.
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TABLE 8

Canning Yield for Washed Mushrooms: High-pH Treatment
vs. Sulfite and R.O. Water Treatments.

Treatment Canning Yield (%)*
Sulfite 65.70 (A)
High-pH 65.53 (A)
R.O. Water 64.85 (B)

*Canning yield was computed on a fresh-weight basis. Values are means

of four replicates. Means followed by the same letter are not significantly

different at p < 0.03.

TABLE 9

Coliform Counts on Mushrooms Washed Before Freezing.

High-pH Treatment vs. Sulfite and R.O. Water Treatments.

Coliform Count (CFU/g)

Treatment 2 weeks 4 weeks
Sulfite 120 375
R.O. Water <10 <10
High pH <10 <10

6 weeks

30
10
<10

% weeks

Values are means of three replicate places each of 107, 10™, and 107

dilutions.

APPENDIX TABL.
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T

Effect of a Trisodium Phosphate (TSP) Wash on the Storage Quality

of Fresh Mushrooms.

Whiteness (L-value)
Treatment Day 0 Day 3 Day6
1. Unwashed Control 90.39 87.32 81.33
2. R.O. Water, 120 a 93.36 91.60 86.61
3. 1000 ppm Sodium Metabisulfite, 120 a 95.10 92.63 89.53
4. 10% Trsodium Phosphate, 120 a 60.42 58.84 58.91
APPENDIX TABLE 2

Influence of Reduced TSP Concentration and a Neutralization Wash
on the Performance of a TSP Mushroom Preservative Treatment.

Whiteness (L.-value)

Treatment

R.O. Water, 120 a

1000 ppm Sodium Metabisulfite, 120 a
10% Trisodium Phosphate (TSP), 120 a
10% TSP, 60 s, R.O. Water, 60 a

10% TSP, 60 s, 4.50% E.A., 60 a

10% TSP, 60 s, 2.25% NakE, 60 a

10% TSP, 60 s, 2.25% E.A., 60 a

5% TSP, 60 s, 225% E.A., 60 a

2.5% TSP, 60 s, 2.25% E.A., 60 a
2.5% TSP, 60 s, 1.00% E.A., 60 a

e A o A

(-

E.A. = erythorbic acid
NaE = sodium erythorbate

Day 0

87.89
93.16
72.45
80.22
90.82
89.23
90.71
87.92
89.59
88.35

Day 3

85.89
90.75
70.50
85.32
91.00
87.67
90.91
86.92
87.38
85.06

Day 6

78.92
82.75
07.51
76.67
89.50
84.32
84.12
78.60
77.90
70.47
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Treatment Day 0 Day 3 Day 6
1. R.O. Water, 120 a 86.63 82.23 78.08
2. 1000 ppm Sodium Metabisulfite, 120 a 94.52 91.23 83.78
3. 10% TSP, 60 s; 4.50% E.A., 60 a R7.97 85.64 81.75
4.  10% TSP, 60 s; 2.25% E.A., 60 a 87.45 83.93 79.65
5. 5% NaHCO,, 60 s; 2.25% E A., 60a 88.62 85.87 83.05
6. 0.05M NaHCO,, 60 s, 0.2% E. A 60 a 92.66 92.90 89.10
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APPENDIX TABL.

Evaluation of TSP-vs. Sodium Bicarbonate-Based High-pH

.
-, 3
-

Preservative Treatments.

Whiteness (L.-value)

We claim:
1. A method for preserving fresh and processed
mushrooms, comprising the steps of:

contacting the mushrooms with an antimicrobial butler

solution having a pH of from about 9.5 to about 11.0;
and

rinsing the mushrooms one or more times 1immediately
after said contacting step with pH-neutralizing butler
solutions of erythorbic acid and sodium erythorbate, in
ratios ol about 1:4, having a suil

icient pH to return the

mushrooms to the mushroom physiological pH of
about 6.5.

2. The method of claim 1 wherein said antimicrobial
solution 1s 0.05-0.5M sodium bicarbonate bufler solution,

and the pH-neutralizing bufler solutions are about
0.04-0.6% erythorbic acid and about 1.6-2.4% sodium

erythorbate.

3. The method of claim 2 wherein said contacting step 1s
carried out for about 30-60 seconds at about 10-35° C., and
said rinsing step 1s carried out for about 60-120 seconds at
about 10-25° C.

4. The method of claim 3 wherein said pH-neutralizing
bufler solutions further include 1000 ppm calcium-disodium
EDTA.

5. The method of claim 3 wherein said pH-neutralizing
builer solutions further include 1000 ppm calcium chloride.

6. The method of claim 3 wherein said pH-neutralizing
bufler solutions further include 1000 ppm calcium-disodium
EDTA and 1000 ppm calcium chloride.

7. The method of claims 2—6 wherein said antimicrobial
solution 1s a 0.05M sodium bicarbonate bufler solution
having a pH of about 10.5-11.0, and the pH-neutralizing
bufler solutions include about 0.6% erythorbic acid and
about 2.4% sodium erythorbate, and said contacting step 1s
carried out for about 30 seconds at about 25° C. and said
rinsing step 1s carried out for about 60 seconds at about 10°
C.

8. The method of claim 1 wheremn said antimicrobial
solution 1s a 5-10% tribasic sodium phosphate solution.

9. A method for preserving fresh and processed
mushrooms, comprising the steps of: contacting the mush-
rooms with an antimicrobial buffer solution having a pH of
at least about 9 but not so high as to cause chemical damage
to mushroom tissue; rinsing the mushrvooms one ov more
times after said comtacting step with a pH-neutralizing/
browning inhibitor solution comprising erythorbic acid,
sodium erythorbate, or combinations therveof, wherein the
mushrooms are returned to mushroom physiological pH.

10. The method of claim 9 wherein the antimicrobial
buffer solution has a pH in the range of about 10.5 to about
11.0.

11. The method of claim 9 wherein the pH-neutralizing
solution comprises a browning inhibitor.
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12. The method of claim 9 wherein the pH-neutralizing
solution comprises erythorbic acid.

13. The method of claim 9 wherein the pH-neutvalizing
solution comprises sodium erythorbate.

14. The method of claim 9 wherein the pH-neutvalizing
solution is a buffer solution comprising erythorbic acid and
sodium erythorbate.

13. The method of claim 14 wherein the pH-neutvalizing
solution is a buffer solution comprising about 0.04—0.6%
ervthorbic acid and about 1.6—2.4% sodium erythorbate.

16. The method of claim 9 wherein the pH-neutvalizing
solution comprises EDTA.

17. The method of claim 14 wherein the pH-neutralizing
solution comprises EDTA.

18. The method of claim 9 wherein the pH-neutralizing
solution comprises calcium chloride.

19. The method of claim 14 wherein the pH-neutvalizing
solution comprises calcium chloride.

20. The method of claim 9 wherein the pH-neutralizing
solution comprises EDITA and calcium chloride.

21. The method of claim 14 wherein the pH-neutrvalizing
solution comprises EDITA and calcium chloride.

22. The method of claim 9 wherein the pH-neutrvalizing
solution is water.

23. The method of claim 9 wherein the antimicrobial
buffer solution comprises sodium bicarbonate.

24. The method of claim 10 wherein the antimicrobial
buffer solution comprises sodium bicarbonate.

25. The method of claim 11 wherein the antimicrobial
buffer solution comprises sodium bicarbonate.

10

15

20

25

24

26. The method of claim 14 wherein the antimicrobial
buffer solution comprises sodium bicarbonate.

27. The method of claim 17 whervein the antimicrobial
buffer solution comprises sodium bicarbonate.

28. The method of claim 19 whervein the antimicrobial
buffer solution comprises sodium bicarbonate.

29. The method of claim 21 wherein the antimicrobial
buffer solution comprises sodium bicarbonate.

30. The method of claim 9 wherein the antimicrobial
buffer solution comprises tribasic sodium phosphate.

31. The method of claim 10 wherein the antimicrobial
buffer solution comprises tribasic sodium phosphate.

32. The method of claim 11 wherein the antimicrobial
buffer solution comprises tribasic sodium phosphate.

33. The method of claim 14 wherein the antimicrobial
buffer solution comprises tribasic sodium phosphate.

34. The method of claim 17 wherein the antimicrobial
buffer solution comprises tribasic sodium phosphate.

35. The method of claim 19 wherein the antimicrobial
buffer solution comprises tribasic sodium phosphate.

36. The method of claim 21 wherein the antimicrobial
buffer solution comprises tribasic sodium phosphate.

37. The method of claim 22 wherein the antimicrobial
buffer solution comprises tribasic sodium phosphate.

38. The method of claim 9, wherein the pH of the

antimicrobial buffer solution is about 9 to about 11.
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DATED June 27, 2006

INVENTORC(S) . Robert Beelman et al.

It is certified that error appears in the above-identified patent and that said Letters Patent is hereby corrected as shown below:

In the Specification

Column 1, Line 12:
ADD the following paragraph:

--GRANT REFERENCE CLAUSE

This invention was made with government support under Hatch Project No. PEN03494,
awarded by the United States Department of Agriculture/NIFA. The Government has certain
rights 1n the mvention.--

Signed and Sealed this
Seventh Day of March, 2017

Michelle K. Lee
Director of the United States Patent and Trademark Office
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