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APPENDIX

Buffer and Reagent for Immunohistochemistry

1. Buffer solution preparation

0.2 M Na-KPB pH 7.

Dissolv%‘ris 6.1 gm in -&OO ml
Add 5 N HCluntil pH 7.6 o

ABdiaihi | YNTNEUNRT
q ﬁ‘fﬁ W’ﬁﬁW’WW

Paraformaldehyde 4 gm

Add H,0 50 mlin (hood)
Heat at 60°C and stir

Add 1 N NaOH until clear in color

Add 0.2 M Na-KPB = 50 ml

Il
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PBS-A (0.3% Triton X-100, 1% BSA)

PBS = 100 ml
BSA = I gm

Triton X-100 = 03 ml

PBS N\ /, 100 ml
BSA e - . 0.25

Dissolve
Filter 5 A
Pipette 1 ml into polyptony]

—d.-“-k

| |
i
freeze in ref; {--"@;
F b AT

(about 10 tubes then

3. Working DAB (0:0

Stock DABRB I tube + Tris 9 ml

Addﬁ’w%%msw NS
awnmnmumwmé’a
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Sample and Reagent Preparation for Nitrate and Nitrite Assay

Sample Preparation

All samples require at least a 2-fold dilution into Reaction Buffer
(1x). After dilution, samples must be ultrafiltered through a 10,000

i

Molecular Weight cutoff filter to

Reagent Preparation

1. Reaction bujfér

2. NADH reagent

Reconstitute, - KA distilled water. Allow the

= “‘5""’ - | . " .
NADH to s1hfor 3 m th ge: agitation prior to use.

(Keep tightly u'-v.ewmgf”" i ] ‘_ the assay).

i
Dilution, meedlately before use diluté 900 ul of NADH

STy g

assay).

3 @ﬂ%@é&ﬂ‘im UAIAINYI1A Y

Reconstltute the nitrate reductase with 1 ml nitrate reductase
storage buffer. Vertex vigorously and allow to sit for 15 minutes
at room temperature. Vertex again and allow to sit for an
additional 15 minutes at room temperature. Vertex again. (Keep

on ice for the duration of the assay).



88

Dilution, immediately before use, dilute the nitrate reductase
using the following equation. Determine the number of wells to

be used (all samples and standards should be assayed in

duplicate).

a. Nitrate reductase (ul) = (#wells + 2) x 10 ul

b. Reaction buffer (ul) = v e from step a x 1.5
¢. Add volumes f st &o a tube, vertex.

d. Place oniee-andu tes of dilution.

Pipette 9
tube. Pipette
tubes. Use the

into the remaining
(0 produce a dilution

series (below). M be thoroughly and change pipette tips

Nitrite Standard (umol/L)
2000 pmol/L
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5. Nitrate Standard

Pipette 900 pL of Reaction Buffer (1x) into the 100 pmol/L
tube. Pipette 500 pL of Reaction Buffer (1x) into the remaining
tubes. Use the 1000 pmol/L standard stock to produce a dilution
series (below). Mix each tube thoroughly and change pipette tips

Nitrite Standard
1000 pmol/L
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Describing Data (The mode)

The mode is the value that occurs most frequently. Even non-
numerical data, for example, the immunohistochemistry staining scores or
pathological scores. These scores can have a mode. There, considering the

full set of 8 samples, the most frequency presence was 2, so that is the

mode. In the present study, i munoh; : hemistry staining scores and
pathological scores in each anii h

and Table 5, respectively

,‘
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