MANUIN
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f1. IR ITTuS1uIns i au

3R N8R NITad (pro-treatment)

1.1 para-dichlorobenzene 5 Y

121 1,000 dnddas

sheslude 1.1 uay 1.2 waufu auldiduidemmiuge magnetic stirrer 71 60 8991

£
1B

= :’ ar o .
MFIASHNEITORITNYAA (fixative)
absolute ethanol 3 @y

glacial acetic acid 1 oY

¥
msaTeaniegosionirag (hydrolysis)

hydrochloric acid 1N

o gy
fadIguTeDl

4.1 @ carbol fuchsin (stock D)

stock A: basic fuchsin 3 N3
70% ethanol 100 Nadans
stock B: stock A 10 §addns
5% phenol 90 AndANT
stock C: stock B 55 Naqanas
glacial acetic acid 6 iafans
37% formaldehyde 6 dananas
. stock D: stock C 5 uadnng
45% acetic acid 95 Wndans

sorbitol 1.8 AU
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4, MswdiEn Ins W da

1. N15lAT 6N extraction buffer

Tris-HCl 0.05 M pH 8.4 100.00 Uadans
NaCl 150 mM 1.7532 N3N
cysteine 10 mM 0.1212 n3u
ascorbic acid 1 mM 0.0352 iU
CaClL 1 mM 0.0294 A3y
Na,-EDTA 1 mM 07444 niu
nicotine 2% 2.00 doddns

2. A15IAT U Tris-HCl buffer 0.05 M pH 8.4
Tris 1.1057 n5Y
nau 100 Uaaaas

U5v pr 114 8.4 20 IN NaOH 139 IN HCI

3. 15505 8W electrode buffer

Tris 6 nsu
glycine 288 AFY
Tris buffer pH 6.7 10 Janans

o *
weauaisazme Tasnisazan Trs 6.0 ASY Nag glycine 28.8 niu  luthndu 200
L T
fiadans U5u pH 114 83 d1e IN NaOH n3e IN HCI @wwihnau i 1ddTuias 1,000
faadns mulluviadnienngl 4 ssmiaaidon dosz1¥lvinn 100 faddas udadn

W ¥
vndu 900 indaas 1214 pH 8.3 Taglisuiludesliy pH

4. N131A3 83 marker dye solution
bromophenol blue 0.05 N3Y

glycerol 1.00 findang
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5. ASIATENIND
. o o o
stock A: polyacrylamide gel 30 iasidua
acrylamide 28.00 N3

N,N-methylene bisacrylamide gel 0.74 N3y

1
o) <y

o ]
PnlFinas 1A 100 fafdes danhinou  asewesifiu13luviadnfigungl

DA U
stock B: Tris-HCl buffer pH 8.9
HC1 IN 48.00 Nanang

Tris 36.60 AT
Juelines 18 100 faddes dambhedy  nseurnsfuBluviadniigungi 4
assuaIyed
stock C: 10% ammonium persulfate

ammonium persulfate 0.1 niu

o ]
1Hnau 1.0 Uandns

sasaulumsmIsuma

stock solution separating gel
8.5% 10%
A (ladaay) 28.305 333
B (Uaddng) 25 25
¢ (luTnsday) 500 500
indu CRGGED) 452 40.2
TEMED (luTnsdas) 50 - 50

6. 3R phosphate buffer 0.1 M pH 6.0
stock A: 0.1 M solution of monobasic sodium phosphate (1.39 g. in 100 ml)
0.1 M solution of dibasic sodium phosphate (5.365 g. of Na,HPO,7H,0 or 7.17

g. of Na,HPO,12H,0 in 100 ml.)
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¥ 1
101 stock A 11 87.7 UaANT WEUAL stock B 12.3 daddas Minbhpauniendudiv pH

114 6.0 A28 IN NaOH 139 IN HCI fill5u1as 200 iadans

7. DITIATOY acetate buffer 0.5 M pH 4.8
stock A: 0.5 M solution of acetic acid (2.887 ml. in 100 ml)

0.5 M solution of sodium acetate (4.1 g. of C,H,ONa or 6.8 g. of C,H,0,Na3H,0
in 100 ml.)

¥ v
171 stock A 11 20.0 adans HANAY stock B 30.0 iladans @mhnauniennuliu pH

W14 4.8 478 IN NaOH w59 1IN HC1 fSuas 100 Gaddas

8. Tris-HC10.1 M pH 7.5

¥ ]
1. Tris 1.2114 n5u azatgluwhnay 100 Hadans
W
2, HCI 0.84 fanaas asiil 100 Undaes
thastude 1 1 udrresuduasTude 2 ou pH 7.5 Mumsazareluviaief
o 9t ol
aung i

9. mssouadaneulyl

0.1 peroxidase

stock A: 3 amino-9 ethylcarbazole 420 Hadnsy
B-napthol 290 {adniy
acetone 200 dnanas

o T
axmeIFiFhudle@eorfundudiu B luvaadan Aenugildibu
stock B; Tris buffer 0.1 M pH 4.0
Tris-hydroxymethyl aminomethane 3.78 N3Y
acetic acid , 4.05 adans
¥ ) [
azatedaninaundiliy o 114 4.0 A28 IN NaOH w5e IN HCI fif5uas5 2.5
a d Py ot o ayvd
das 1013 Tuvadn Hguugiidiiu
-1 o
stock C: H,0, 3 ileflyud

MTeu1A 1,0, 30 wlefidud 10.0 fladnns

—
3

b4 .
@duihndulf1d 100 Taddas (aveulminnaia)
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ar L] ¥ s
1983 1d7% stock A: stock B: stock C = 20:80:1 waTfiduiamoaiu

esterase

1. phosphate buffer 0.1 M pH 6.0  100.0 dapans
2. fast blue -B salt 100.0 dadniu
3. 1% QL - napthyl acetate in absolute alcohol 3.0 Nadans

ihasude 1 uay 2 azawididhiud udinseludiia doudendiude 3 asly

malate dehydrogenase

1. Tris-HC10.1 M pH 7.5 100.0 andas

2. L-malic acid 200.0 Naaniu
3.NAD10%  004g nvawlnindu 400 TuTashns

4 NBT10% 002g azmelweansged 200 lulasdas
b [
5. PMS 10%  0.004 g. azatwluiingu 40 luTnsdas

s lude 1 uazde 2 azaelddnud udnhaslude 3, 4 uag 5 wawaslil

acid phosphatase

1. acetate buffer 0.5 M pH 4.8 100.0 Wadans
2. fast blue-B salt 1000 ilaan3y
3. QL - napthyl acid phosphate 100.0 Aaaniy
4. MgCl, 10% 10 noa

s lude 1, 21z 3 azmeldidhiiundinsesludifia udaduasazaielude 4
:l o o ot =

henfvsnymatazdddiunu

glacial acetic acid 7 iadons

glyceral 10 diadans

3 i o 1= = aoy
WasnIaesriasInou Llﬁ’?lﬂNﬁTﬂﬁuiﬂﬁﬂﬁNTﬂﬁ 100 uaaaas
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P o 4 1
msnanuInd 1 madmseianundsdsuaundevedulszooy @i 3)

Source D.F. S8 MS F ' P
Between Groups 19 1345.5247 70.8171 11.0614 0.0000
Within Groups 80 512.1726 6.4022
Totel 99 1857.6974

CV = 103418 %

LSD, = 3.1685

d' - d =
A1 HMANY2A 2 MTamseianuldsuaenveslulsznoy (13190 3)

Source D.F. S8 MS F P
Between Groups 19 2656.5239 139.8170 18.1497 0.0000
Within Groups 80 616.2850 7.7036
Totel 99 3272.8089

CV = 6.0031 %

LSD, 5= 34756

ATFRMANYEINT 3 MRS eiainlsdsiuanuniivesludes (s1ed 3)

Source DF. SS MS- F P
Between Groups 19 48.9899 2.5784 7.2696 0.0000
Within Groups 80 28.3748 0.3547
Totel 99 77.3647

CV = 13.1095 %

LSD, , = 0.7457

ci - '8 ! v P
AMTUMARLINT 4 meanTziauudsdsunugnvediudes (3199 3)

Source D.F. S8 MS F P
Between Groups 19 547.896 28.8310 18.9557 0.0000
Within Groups 80 121.6776 1.5210
Totel 99 669.4672

CV = 8.3050%

LSD,, = 1.5443
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, - . .
AFUNARUINT 5 AT aaTERAMILTTuauasvena (13198 4)

Source D.F. S8 MS F P
Between Groups 19 1.9764 0.1040 0.0297 0.0000
Within Groups 80 0.9226 0.0115
Totel 99 2.8980

CV = 3.6684 % LSD, = 0.1232

anumanuInil 6 MsamTeianualslruaugwewa 15w 4)

Source D.F. SS MS F P
Between Groups 19 1.8818 0.09%0 10.3594 0.0000
Within Groups 80 0.7649 0.0096
Totel 99 2.6467

CV = 3.6922% LSD, = 0.1155

P - d :’ as el
AT HIANUINT 7 ﬂ"li'}tﬂ'i13Hﬂ’]']lluﬂiﬂi?uu'muﬂ‘liﬂﬂﬂﬂ @15 1N 4

Source D.F. S8 MS F P
Between Groups 19 217.6499 11.4553 13.1194 0.0000
Within Groups 80 69.8524 0.8732
Totel 99 287.5024

CV =74791% LSD, = 1.1701

» d H
ATHMANUINT 8 AFAATIHRMNLs s uRRuLile (M15190 4)

Source D.F. 33 MS F P
Between Groups 19 0.7236 0.0381 8.3585 0.0600
Within Groups 80 0.3645 0.0046
Totel 99 1.0881

CV = 13.3232% LSD,,, = 8.4738
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4 - d = o o :’ o
AT EMARUINT 9 sdnsevaunlsdsnfFuavewdsiiazaaila sk 4

Source D.F. S8 MS F P
Between Groups 19 235.5674 12.3983 19.3300 0.0000
Within Groups 80 51.3015 0.6413
Totel 99 286.8689

CV = 3.9420 % LSD,, = 1.0028

=,

& = v P =1 -
aumanun 10 deyagaiisuinenluszuufeuiiuiay dudougmau 2546 luan

A ar ar

o UNBKIBY semimdrgaina

weu g giion e ( © )
RG( @%‘ﬁﬂ 1wy
Huny 34.9 189 25.8
WYI8U 37.3 22.5 28.8
HOUNIAY 35.6 23.5 28.7
iquieu 32.9 23.2 27.4
NINNIAY 33.5 23.9 28.0
damau 324 23.5 273
fuesu 33.2 23.2 27.5

d' - Y% oy =1 ar o 4
flun : amiiatensineas waradszniu madrdginazeyindmand

AnzinEasAaa; unIngasdeelny
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