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ABSTRACT

BADH?2 is a protein found in rice, jasmine and non-fragrance rice. In non-fragrance, BADH2 protein
is produced in a function enzyme while jasmine rice, a part of the protein is not translated and the enzyme
cannot function. Therefore, in this study, the difference of BADH2 protein in the two rice species was used
as a protein marker in order to determine the contamination of rice in jasmine rice with Western blot and
ELISA technique. Protein from rice (KDML 105) and non-fragrant rice (Pathum Thani 1) were extracted
and complete BADH2 protein was detected by Western blot technique using Anti-BADH2 antibody as a
detector. The results showed that complete BADH2 protein was detected only in non-fragrance rice and
wasn’t in jasmine rice. Detection of BADH?2 protein with ELISA techniques using Anti-BADH?2 antibody
as a sensor, the absorption values at 405 nm are different at range of 0.625 to 1.25 microgram of total
protein extracted from both jasmine rice and non-fragrance. These results indicated that protein BADH2

have a highly efficiency to be developed to identify protein and separate rice species.

Keywords : Jasminerice BADH2 Antibody ELISA Western blot Protein marker
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2.1.6.3 N3AATISVIHA (Analysis)
(Y o i ' kY a ada o Y y I ad
ANV INTTUNUNUINNLU T UAIGUDUAUDANUAITUIUNWIZLLAD mﬂuuwﬂmﬁmi
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3.3.1 P3ana 1U5AYU (Protein extraction)
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4 & g 4 a A §
ml uazuaaadiov 1 TUsAumuaazaiwesnyn NntutumIsailuma 30 w9 10,000 xg 7 4
oc Hudiuasazatenlaasluroon microcentrifuge tube 1.5 ml uaziaanududullsdude7s
Bradford
a o a Y amd R
3.3.2 MIUATIEN 115AUATT gel electrophoresis
One-dimensional polyacrylamide gel electrophoresis (SDS—PAGE)HIJ 15% separating gel U

4% stacking gel meru TsAunanald 0.1 g 1 loading dye uagiili Tvaaaslu SDS-PAGE uazuen

]
4 a

T15%u&28 Mini-Protein III Cell (Bio-Rad, U.S.A) wnseiadfinanuuieunslfgaaisgavesdy
wa TaodiuayTysAuNATIIU (Prestain Protein marker)(Promega, U.S.A) iuiouvualysaudeds
wazsiueafi lddunileludonddan Coomassie brillant blue R-250 solution tazdndauiili/Sins1zd
#2075 Western blot

3.3.3 MINATIEH 11/5AUBE1T N2 A8TD Western blot

vasnlUsAugnuenyuiadie  SDS-PAGE  TilsAnazgamieTenluds  nitrocellulose

membrane (GE healthcare bioscience, USA) ﬁﬂtﬂﬂgﬁi%’ﬁ’lﬂiﬂuﬂzﬂizﬂﬂvﬁ‘?ﬂ Tris-base48 mM ,
glycine buffer 30 mM (8% 20%menthanol 1111111 11)ghuToudbis 04 semidry biot Tael#nsziely
130 mA Suna 1 slusnaiushaesmsuin 3l blocking  solution(BIO-RAD, USA)lu
gangiveadiunm 2927w Giai]1ﬂﬁummm5uﬁ'ﬂizﬂauﬁ’aﬂiﬂiﬁngﬂﬁn'l'i’ﬁ'mmuau@%ﬂgu
Afi(rabbit Anti-BADH2 antibody) 71138979 1:100 @28 blocking solution figaingiteufiuiat 193Tu
NN TUAY wasing buffer(Tris-HCI 10 mM , NaCl 150 mM pH 7.4 ) awnsandans 5
W Yuunusuly alkaline phosphatase conjugated mouse anti-rabbit IgG (1:500 Tu blocking buffer)
funm 1 Falusfigungites wuwususzgnéd1ednasadae wasing butfer amade afaz 5 i
asaeutouTUsau BADHZﬁ}’JEI detection buffer pH 9.5 (30 LI NBT/BCIP solution Lia¢ 5 ml U3 100
mMTris-base, 100 mM NaCl 50 mM MgCL-6H20) §l112a81 5 117 ﬁ’NfiLﬁ@ﬁgﬂﬂﬁﬁ?m

334 MilAnzimanusumnzveuouAvene 1158y BADH242675 ELISA

[} 9 ]
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Y o 1 ) y & Y v w
L‘U?J‘iluﬂ']ﬁ‘]aﬂﬁlu 96-well rrucroplate ijilﬁz 100 ul NOUNNY ﬂﬂlﬂuniﬂ 3 GIf'JIlN NUUANAY

£l U

v H ]
200 LA washing buffer 5 WM 3139 (AN blocking buffer 200 LI uqumﬁquﬁmzﬂunm 1 52109
0NUAUAY 100U Rabbit anti-BADH, antibody (39919 1:100 11 blocking buffer 1iufigamgiroudiy

v v v
a1 1 $2lu9 MeonaINUUAIAIL 200 LI washing buffer 5 WA  3A59 @y 100 W alkaline

phosphatase conjugated mouse anti-rabbit IgG (1:500 Tu blocking buffer) vudluna 1 Flued
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gaungiifedns19eou1UsAuAIy Alkalinephosphatase detection kit for ELISA (BIO-RAD) 1iya
Y

1301820 1N NaOH 11 l1liansganfuuasiinaueiniiv 405 nm
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4.3 anudnzvesneufveanellsiv BADH2 ludivennzauaz i1 livennzade3s
Western blot
delfueuiveaael Inddunngidaiiddunsassiilududuniwe i lifindu
ouds 151518 mInaaeuLeuRUoAnEe 1sAu BADH2 naludiveuuzduazdnn liveuwsd
81655 Western blot ST 1gilumdadinn donaainnasanadali 18 1Usduiimuamisy 5
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Protein Ladder

1 kDa
| o |- ~170 |
i e o8 _ “‘1” b

S o s W R

| - - ~15 -
—~ ~10 8 : -
Sl LR 1=
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