gmasal luen : maawmswdwihiveseu lwiluTudnueaum-ng Indaaludn
(FUNCTIONAL ANALYSIS OF RICE MONOLIGNOL B-GLUCOSIDASES)
9115651 : MaEnT1913d as.ud tnaia-mIud, 140 nih.

=~

Y
Tuiyruguenlmiiua-ngIndnasaoglunszna’lnalnlelalasaa nquin 1 3

9 o o 1 9 a a a 4 .
Wu’lﬁﬁ’lﬂﬂlﬂﬂﬁ’lﬂ'ﬁ]ﬂ’l\i n‘n‘lﬂaﬂﬂizuaumiﬁiwaﬂuu 1NNITUATICH phylogenetic VDI

ouladiua-ng Indmalud1n wud 0s4BGlul4 Os4BGlul6 1@z Os4BGlul8 Hawunsa

= o !

a d'd Y A (% L 1 a a d'
pzii Tunlanulndiesnveu lailunguinTudnueawa-ng Indaaduniiga 391iwng

a 1 rr’g).: o dy ! o a a a
ﬁumgm’m@u"lwm 3 mmﬁm%’mﬂumzmumaa%’waﬂuu cDNA GU'OQINI‘L!ﬁﬂ‘LlE]a

a 9y o w
L‘].Im-ﬂQIﬂcb'mﬁ ?Ju 0s4BGlul4 itag Os4BGlul8 Qﬂiﬂau Gljgﬁ]ﬁ’ﬁ]Uﬂg’lugﬂﬁﬂ\imaQaTﬂU!Uﬁ

4
%3 I A 1T A

a = 4 (Y J 9 a Z}, A A
11ndle Ina uazdaaeor lUlunaraiia pET32a  Minuunaaiagnaaaedumalil gn
° . . . 4 o a o . . . ] {
iU Escherichia coli o111/ 14 unsnaaou lasilasll thioredoxin 1oy His, tags Aoh
1810 N-terminal 1110991061111149 acid/base Y99 Os4BGlul4 gaununa1ensaozii Tungniiiu
& Aa dy o Y 4 ' o Y A 4 a
Fansaozil Tutioniilvieu ol 0s4BGIu14 lumunsainauldmieueu laiua-ng Tad
< [ g’/ @ a a 3| ) 2 a
waTaena il daiu msdaulasnsaegii Tungmiinlihilungnuunisgnihiudemaiin
1 < (] [ o 4
QuikChange site-directed mutagenesis 0614150071 1@ 1115003297ANTHIIUVD B0 U Ty
v & 2% a 7 o a A A
0s4BGlu14 lanaluou ladauauuaziou laingnaauilasnsaozii Tu naziilosniniidaym
2 o " 7 2 A qu a e
Tumslnau Os4BGlul6 F411MIFIUATIZHIUYDY Os4BGlul6 Ve 14 lunisnanou Ty
o 29 o @ ¢ A a ' o s ¢ o
21lugad tou'lad 0s4BGlule Ngnuaauazilasgoonuininmivaadvesdaagniimen
a £ an 1 J
W35 q N5A2875 immobilized metal affinity chromatography (IMAC) drueu lyil 0s4BGlu1s
4
ANaANANIN E. coli uazﬁmmaﬂiﬁjmqmﬁﬁﬂ anion exchange chromatography hydrophobic
o w 4
interaction chromatography (46& IMAC column #1UA1AL 1ou'lasl 0s4BGlul6 1ag Os4BGluls
] a J o -1 - ) o
aunsndosluTuanuoanglaleadumasn coniferin (A28 k_/K,, 21.6 mM's' 5
Os4BGlul6 waz 31.9 mM’'s' d1m5U Os4BGlul8) syringin (20 k_/K,,, 22.8 mM''s' d1451
0s4BGlul6 118z 24.0 mM’'s’ §1%5U Os4BGlul8) 1ag p-coumarol glucoside (A18k_/K,,, 6.2
mM's” §15U 0s4BGlul6 taz 1.4 mM's  d 15U 0s4BGlu18) ldeereiitsz@nsamunnan
FUAATNAIDU
TunmsasavmmsudasesnuesduluTuanueawa-ng Indaalud1a wua mRNA

{ J < 1
U943 Os4BGlul4 ﬁﬂ15ﬁiﬁﬂWUNTﬂﬁQQiuﬁﬁuﬂlﬂﬂmaﬂ T UALINTT 993U mRNA VDI



A ' Yy 9 o s =R o 7 o
0s4BGlul6 wuanigaludiuveslunndudndlaimn 4 daddamn 10 wulaailiv nag
<] ' 1 ] [
nldenuaadIuuen ez mRNA 494 Os4BGlul8  daulnagnuulugiausnyeents
A a ¥ o P =2 o oA o A 2 2
wigay Taawadlaiusndedilanyin 4 uazdagnwulundasuazilaonuaadiuuenan
Y 9 1 dy ] = o o a a a dy g
a1 Joyamaiilusuendinisvinuvesen lai Ty Tudnueaiuar-ng InFamnaIung
TusrsasyanTaaudereonkanaa msane1lfFuavesdns TuTudnuea TuTudnueany
14 { A 4 4 [ Y4 1 =Y
T 'lod vazarsiineavesludinlagldaios UPLC-MS tiiomianudunusseninadsunm
4 [ § a 1 = 1
ulminazdumainignrda Wy Usua sinapyl alcohol gnwuainvessinuazniuly
= o A sA L. A X 1 A 4
219 10 D340 U Tuvaziiginglnlyafe syringin wivaiulugieery 2-3 @eunalusin lu
9 9 1 = q./ . . . U 9 1
muly uazdolldos Wwu@eINy p-coumarol glucoside L& coniferin Tuaiuaesaond1n wumN
RIEFREEN p-coumarol glucoside WINNN syringin sinapic acid coniferin caffeic acid sinapyl
. . . 0w = Y1 P e y X
alcohol coniferyl alcohol U81& p-coumaric acid A1UAIAY iNa'g‘ﬂ"lmmu"lcmngﬂﬁiwwuiu
1 9 a SR A o -] 9 = =
szranmsasas luTuanueang Ialeagalianuduiusnumediunszuiunmssund

HAZAMITANKITNINNINTIINIA 1M TUNITavea1s TuTuanuoad MSunIzUIUNITAS 14

Aa A Y Y = @ 1
’dﬂ‘Ll‘L!ﬂ\iﬂ\‘]ﬁ@\ii]ﬂ'liﬂﬂﬁﬂﬂﬂuﬁﬂulﬂ

A A o

a =) = =
A1VIBIVAUAY YNV UNANE

)

= = A I
Unmsfne 2557 aiﬂuﬂ%ﬂﬂ”lil”liﬂ‘i/]lﬁﬂiﬂ




SUPAPORN BAIYA : FUNCTIONAL ANALYSIS OF RICE
MONOLIGNOL BETA-GLUCOSIDASES. THESIS ADVISOR :

PROF. JAMES R. KETUDAT-CAIRNS, Ph.D. 140 PP.

GLYCOSIDE HYDROLASE/CHARACTERIZATION/RICE/MONOLIGNOL

B-GLUCOSIDASE/MONOLIGNOL COMPOUNDS

In higher plants, B-glucosidases belonging to glycoside hydrolase family 1
(GH1) have been implicated in several fundamental processes, including lignification.
Phylogenetic analysis of rice (Oryza sativa L.) GH1 B-glucosidases indicated that
Os4BGlul4, Os4BGlul6, and Os4BGlul8 are closely related to known monolignol -
glucosidases, leading to the hypothesis that they may release monolignols from their
inactive glucosides. The cDNAs for Os4BGlul4 and Os4BGIlul8 genes were cloned,
sequenced, and ligated into pET32a, and the resulting recombinant plasmids were
used to express fusion proteins with N-terminal thioredoxin and Hisg tags in
Escherichia coli. Because the conserved acid/base glutamate position of Os4BGlul4
is replaced with glutamine residue 191, the cDNA of Os4BGlul4 was mutated to
glutamate at this position to produce Os4BGlul4 Q191E. However, no activity could
be detected for proteins expressed from pET32a/0s4BGlul4  and
pET32a/0s4BGIlul4Q191E. Due to difficulty in cloning a functional cDNA for E.
coli expression, an optimized Os4BGlul6 cDNA was synthesized for expression of
the protein in Pichia pastoris. The secreted Os4BGlul6 fusion protein was purified
from induced P. pastoris culture media by immobilized metal affinity
chromatography (IMAC) to yield a single prominent protein band on SDS-PAGE
analysis and strong p-glucosidase activity. In contrast, active Os4BGIlul8 -

glucosidase fusion protein with N-terminal thioredoxin and Hisg tags was successfully



expressed and extracted from E. coli cells, and was purified by anion exchange
chromatography, hydrophobic interaction chromatography and IMAC. Os4BGlul6
and Os4BGlul8 hydrolyzed the monolignol glucosides coniferin (Kea/Knm, 21.6
mM s for Os4BGlul6 and 31.9 mM s for Os4BGlul8), syringin (Kea/Km, 22.8
mM s for Os4BGlul6 and 24.0 mMs! for Os4BGlu18), and p-coumarol
glucoside (Kea/Km, 6.2 MM *s* for Os4BGlu16 and 1.4 mM s for Os4BGlu18)
with much higher catalytic efficiencies than other substrates.

By quantitative RT-PCR, highest Os4BGlul4 mRNA levels were detected in
seed, panicle and pollen. Os4BGIlul6 was detected at highest levels in leaf from 4 to
10 weeks, endosperm and lemma, while Os4BGIlul8 mRNA was most abundant in
vegetative tissues from 1 week to 4 weeks old and in pollen and lemma. These data
suggest a role for monolignol B-glucosidases in both vegetative and reproductive rice
tissues. The relative amounts of monolignols, their glycosides and related compounds
in rice tissues were analyzed by UPLC-MS to relate the enzyme expression levels to
levels of putative substrates and products. Sinapyl alcohol was detected in root and
leaf sheath from 10-40 days, whereas its glucoside, syringin, was dramatically
increased in 2-3 month-old roots, leaf, leaf sheath, and stem, as were the levels of p-
coumarol glucoside and coniferin. In rice flower extracts, p-coumarol glucoside was
highest, followed by syringin, sinapic acid, coniferin, caffeic acid, sinapyl alcohol,
coniferyl alcohol, and p-coumaric acid, respectively. Thus, the enzymes appear to be
present during the build-up of monolignol glucosides, although the exact biological
context for the release of the monolignols from these compounds remains to be

determined.
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