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Rk, BEE? AEFEY, LAV
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TOREAEFN TS B W %L TT U SAE R N 1455 DMIREE, 4l 485 MR IEMR,; 5 ARFE iR X B A g
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RN 6,79, %A A RIA ERE S T R TG N, ShakimE, RS EER 269%, HEZELA
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Abstract: The full-length of the cDNA sequence of Beijing fatty chicken ADSL gene was investigated by RT-PCR
and RACE in this study. The results demonstrated that the complete ADSL ¢cDNA revealed an open reading frame of 1455
nucleotides coding for 485 amino acid residues. The promoter of chicken ADSL ¢cDNA showed typical features of
house-keeping genes: no canonical TATA and CAAT boxes, 72.65% GC in 234bp near the start codon, and there was a
C-27T mutation, which caused the site CTCC mutating to the NRF-2 binding site CTTC. The complete open reading
frame of the ADSL gene was inserted into expression vector pGEX-4T-1 and the fusion expression vector pPGEX-ADSL
was constructed. The pGEX-ADSL was transformed into Escherichia coli BL21 (DE3), positive cloning screened,
induced and expresses by IPTG. The SDS-PAGE electrophoresis results showed that there were specific bands, about 83.5
kD and an isoelectric point of 6.79, which reached 26.9% of total cell proteins induced in Shrs, and was an insoluble
inclusion body. Under optimal conditions, ADSL was purified by Glutathione Sepharase 4B affinity chromatography, and
Western blotting analysis showed that the fused protein was ADSL. This research was a foundation for further research
into ADSL’s biological function and its application identification.
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BEAE NATTAEWE KT R ey LA A8 7 MM e iR
FRUE S, NATTXE B 8 PR UK P S SR kB iy
PRI UM D503 R4 e 3 2 A XU R 0T 50 2 3 I 0T
T ST T () P02 Bk ik o 1 AAT ORAE B0y . A1
S e HE R P M A5 UL DAL PR A o B FRIIE 9 & R AR
Wi: L. WIANHEWIR (intramuscular fat, IMF)
F1 (inosinic acid, IMP) & 520 L P AU (1) 3= 22 K]
% (Blackburn et al, 1998; Chen et al, 2000; Chen et al,
2002). Hrr, IMP & il 28 4 G SR IR R BE
ARG (ADSL) A HEALIE MR H BRI 46 5 F
I ME— XU TN BElfE(Castro et al, 2002; Van den
Bergh et al, 1993).

F M Jaeken & Van den Bergh(1984) & L5 —A>
ADSL @lFEfs NI, 24 048R 50 Z A5
Wit ) ADSL JE BRI ) s RAZ o« BT BA 24 i [ A Anf
om0 E MR R oC B BR # B ADSL

(adenylosuccinate lyase) B [RIBF5058 3= 28 70
JP, B SRS, TR AR kS A X
WK LR LR 7 12 IO 9T R ILHRE (Van den
Bergh et al, 1997; Vergis et al, 2001; Bulock et al,
2002).

BIEH IR S-4F5M (Glutathions S-transferase,
GST) Rl &KIE R4 pGEX-4T-1 & H i 2 A FH
Rl R BR L —, Z RGN GST RIS H
R A, P B R RS A4 Glutathion
Sepharase 4B #t /o6 F 24k J5 UIB% GST 13k 15 H (1)
HA, HATSAMR2 E A/ pGEX AR 13214 %L
FIs 4k (Smith et al, 1988). AHF 5% 7E A H
RT-PCR 5 RACE HARFRAF AL AT ADSL JE A 42
£ cDNA JpolfrdEal b, HHEEANE pGEX-4T-1
E i s A N U I W e T G N S
pGEX-ADSL, {EXWATH (BL21) 143 3 & 24 m]
WvERIL, #33IL) pGEX-ADSL nl¥ ik E
FED TR, JF0 LS5 AN Tl REREAT T 23 A
1 RS
11 # #

L1 et 30 HEe bt Ao i g b
AR B AL 5 m BB B ST FT RS IR ) .

1.12 ki 5%k pGEX-4T-1 3444 Amersham
Pharmacia Biotech 22 7]/ i, pGEM-T Easy Vector

) H Promega 2~ w), KWt DHSa. KiEfE F 1w
BL21(DE3) A A5 % R AT o

1.1.3  EZR5 RNA $#H Trizol X7 &6 H
Invitrogen /A 7 ; QIAquick Gel Extraction kit #E/[H]
WA G4 H Qiagen AH], cDNA A il &
cDNA PCR SR 7 £ LA Taq ™ PCR " H4is
#&E. 5’ -Full RACE #7/#1. LA PCR™ in vitro
BRI 45 B TaKaRa EAY TR A
pGEM-T Easy Vector. M-MLV [ #% 5% i ) H
Promega A 7 ; EcoR 1. Xho I UL N T4 DNA
R 5 NEB A .

12 RWHE

1.2.1 & RNA [dh#e  BUBEEIL g0, .
M S B s BEILS RILEEA R 4128 100mg,
$2 1 Invitrogen 23 7] RNA $EHX Trizol 1A &A% i
WIFREAE SO S RNA, F AN 6 v &
RNA FH AR P S IR B At e FRLVKORT RNA 1 it b4 T
R 53# o

1.2.2 Jbntiie ADSL LK cDNA 42741 1915
3" . 5RACE 3’ RuifvalE: FHER =519
ADSL 31 (5" -CAG ATT GGC TCM AGT GCG-

3" ) Ml cDNA & il Al &ons k514 RA (57
-CTG GCG TAC CGC GAC ACC-3" )%} cDNA PCR
SCEEHHAT S — IRy 4%, FH ADSL 32 (5’ -GCC
ACA GAG AAC ATC ATC AT-3' ) HI RA 51¥1%
A8 PCR (semi-nested PCR), HH{TH ik 1
ADSL FE[F cDNA JFAII 3" diigs 57 AR v«
1Eid 514 ADSL 51 (5" -CAC AAG CAG CAG CGT
TTC C-3' ), ADSL 52 (5’ -CTG GCG TAC CGC
GACACC-3' ) 55’ -Full RACE X554 S1,
S2 s PCR #3935/ iy s A v
B 4514 ADSL Z1(5' -CTG GTG TCG CGG
TAC GCC-3" ), ADSL Z2(5' -ATG ATG ATG TTC
TCT GTG GC-3' ) ¥ e ¥4,

1.2.3 St 5 Abatixg ADSL JE R Rl B B
3k e BT AL xS ADSL AR A K
cDNA @42 b, R4 ADSL 53741l
PGEX-4T-1 Z i FEAL s R0t T W e 1k 5 |
YR Wb 5 ADSL JE R s (. BT
K tES ¥ : ADSLF1 (5’ -GAATTC ATG GCG
ACC CCC TGC GCC GAG GA-3'), ADSLRI (5’
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-CTC GAG TTA AAG TGT CAG CTC AAT TTT C-
3" ), FEILRUMNY ADSL HER G0 T ATG i
[, AT EcoR I MgYIN7 £i GAATTC, 3'di5 | 7L
JRA 2R TAA JSIIMA T Xho 1 BN A1
CTCGAG.

124 ADSL X[ 57 MFE X KT 2L
SN IERIZH DNA, I BRI A D18 Hind TID6
HEAT 7850 Mab), MR9E LA PCR™ invitro ¢ i 1
S8 U DR (DU D) DNA 4% Hind 11423k,

UG ADSL JERT) 57 ke 514 ADSL
D1 (5’ -GTA GCG GGC CAG CGG GTC CT-3' ),
ADSL D2 (5" -GCC AGC GGG TCC TCC TCG-
3" ) AkF &Rk T P)(Primer C1, Primer C2)3EAT
ADSL R 57 M 3845 X 741 1) 5550 PCR 473 .

1.2.5  Jbntihg ADSL BRI U R RIAI R
A RT-PCR J5i%, Rk stixS ADSL K 7EAN )
AR AL R COREAT S P 7Y | D 7 VN N N

filfis B M BEAURD B LAEZL 2310 8 RNA, ek
i cDNA %%, /4 RT-PCR [, FH54
GAPDH F1: (5’ -ACC ACA GTC CAT GCC ATC
AC-3" ) I GAPDH R1:(5' -TCC ACC ACC CTG
TTG CTG TA-3' ) ¥"# GAPDH {f 4 RT-PCR N2
W VI 55 FE S ASARR B FEAR AR AR S P AT

FH ADSL #5521 514) ADSL F1/ADSL R1 %FHf ik
1794, Kl ADSL 7E & NHE R 3Rk

1.2.6  Jbiiiiig ADSL JE R R IAH A H3k
3] ADSL FEF4gahd[X PCR =Rl 2lifh 5%
$% pGEM-T Easy ik, #4152 & KAt % DHSa,
W5 ABERT PCR yA0fE 4 T pGEM-T-ADSL, 3T
A E . 4tk pGEM-T-ADSL =40 444, # 1]
EcoR 1 55 Xho I XU, MK EE 298 1400bp H 1)
DNA F Bt [ H EcoR 15 Xho I f#1)) pGEX-4T-1
Bk, FRHT BB RRL AR B . KR H ) DNA &
) AN AL FE ) pGEX-4T-1 3, fa il & Rk %k
& pGEX-ADSL, #4524 KAt % BL21(DE3),
PCR Jiie 4 1, WP % e\ DNA Jr Bt SR ]
JE 5 S AB N T 1]

1.2.7  FEAILGUMAY ADSL ) %3% & SDS-PAGE 73
BT B pGEX-ADSL T AL TR BL21 B R4 Rl
TEHETEHEZRN LB WA 7RI T, 37CHR%
FEFRBG CH 11 10047 K597 42 ODgoe=0.5—0.8
I IPTG LWL 0.1, 1mmol/L, i3RI [H]
394 104 2 3. 4 F15h, 23Cs% OD fH. Bl

AR R, LIS APTEE I 1xSDS _LREZE R,
b B0 5 34T 12% SDS-PAGE LKA I 6 34175 100
STEARIET R,

1.2.8 FHAILFTIMAS GST-ADSL @& & A r4ife
¥ 1L B A A R 4 TPTG(0.1 mmol/L)
73 3—5h, BOERE, HUKE PBS &V #
A, B0 b, A 3R, SR, B)n 4°C
T, 12000r/min 2.0 10min, Y8 BiE®R, BI4n]
TR AR A, B RIS 100pl I ZEARL 1xSDS
R PPHIRAT, /K 10 min, AT SDS-PAGE
HLK M. #f 7% GSH Sepharase 4B Hih &
30min. ¥ILIRAEY#E 2 )ZH T, PBS (pH7.3)
Ve 5 F] Elution buffer 20°C ¥R VLN, $R1G401k
) GST-ADSL il &8 .

1.2.9 Western blotting frill &8 H B 20 uL X
W (CFEAERIE YD SaifbiiGEE T 12%0
SDS-PAGE Hiyk, HLKJ5 Rt 1 SR A A It i Bt e
#:H% % PVDF B, K= 2h, A GST Bt
£ 111000 J—HUHH, 4C, 2he FFIMAZIUH
W (HRP AR AP 1gG 1 2 4000, 37°C, 1h,
DAB & {1 )5 15 Marker 347 FU X 46 52 44k =) o
12,10 AWEE 4 KA DNAstar ] Clustal
W R P T 2 B IR 41 2 F L 0. F MEGA3
PR AZAT IR T 58 B0 2 741, WHES
HME AP HEA R T XS R4 Chip:
//au.expasy.org/tools/protparam.html) #1785 [ 24k
FEPETIIN . 2R 0 45 FI A PHDsec 2 /7 1E4T
Tl (Rost, 1996), —Z i1 Swiss-Model & )5t
MR R S5 % 1A Promod 11 #1 3D PSSM F&FE 34T
Tl (Kelley et al, 2000).

2 & R
2.1 JEFHMI8 ADSL £14K cDNA By 5e & K& F515)
E

AHFFOE L A AL EHRS 5 ASMAE cDNA 4
B, FEANAMARF AV E LN E 2 IR, AFEAIET
iR 7= e 2 %5, 37 -RACE ¥ ADSL 3£ [A]
cDNA J7HI¥ 3" %[44 406bp; 5' -RACE 75+
514%) ADSL 51, ADSL 52 5 5’ -Full RACE £
51981, S2 i i PCR Y 4L 57w #4124 125bp,
FH: 5514 ADSL 51, ADSL 52 4 3 h(a) 541 4
1112bpo ARHEMFAFH I =560 P41, Piaid ek
h 1558bp (1) ADSL %: [ cDNA J¥ 41 ($£38 GenBank
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4’5 EU049886) . A1 Blastn HAFHEA T [A] Y 1 5 A (1) AATAAA & bfES (B 1D,
R, 45 {E GenBank/EMBL/DDBJ/PDB #(#i5/% 22 5" MEIFIEX S
5% i (Wong et al, 1995). AZ(Marie et al, 1999)#!1 {fiF ADSL FE[MY 57wty (4F 5 1 A1 £
RAMEA 82, 78 Fl 80% H—&ME. FIFH NCBI  #23k5149 4 H 1035bp (1) ADSL &[] 57 3 i
Y5 DNAstar #AEAL) ORF BHAT A SR H]  #IX P41, dlid TRANSFAC sk N1 8l e 5
5,1 B 1455 Jy 52 4L SEHE, nfih 485 N FER, Neural Networks Promoter Prediction T, b5t
HIMEE A0 T (MW) 2108 54.5kD, 58 4% ADSL JE 57 ) 34 X FL A — L i) (1 i 42
H06.79, BHAT 27bp 1) 5" AERHPENX (untranslated — Joff, #lUl: Oct-1, Ap-2, GC-box, NF-AT, Spl
region,UTR) M1 55bp 13" UTR, 7E3" UTR BHE M NRF-2 &5, (HIFEA W] W TATA F1 CAAT HEH!
Poly A B 14 AL, HIUKRZEEZAYILE I, W HARAL TR 4% 6% 1 <“ATG™ i 234bp [
1 CTCTCCCCCTTCCGCCGCGCCGCCGTC
13 TGGGCTTCALC
A A
103 TTCAGCGAGAGGAAGAAGTTCGGCACCTGGCGCCGCCTCTGGC TCTACCTCGCCCAGGCCGAGAAGTCACTTGGGCTTCCCATCACAGAT
F SEREKEKPFGTWERTERLW¥WL YL AQ A4 EKSLGLZPTITT?D
193 GAGCAGATAAAGGAGATCGAAGCAAATCTGGACAACATTGACTTCAAGATGGCAGCGGAAGALGAGAAGAAGCTGCGCCATGATGTGATG
E QI KEMNEALANVL.D NIDFI EKMALAETETEIEKT KLTZ RHTDTYVHN
| 283 GCACACGTTCACACCTTTGCCCACTGCTGTCCCAAAGCTGCAGCCATCATTCACCTTGGAGC AACTTCTTGTTACGTAGGGGATAACACG
A HV HTT FAHTCTCEPIEKUSALAAITIHLGA AT STCYVVGDNT
373 GATCTGATTGTCCTCCGAGATGGGTTTAACTTGC TGCTGCCCAAGCTCGC AAGGGTGATCAGCCGGCTCCCCGACTTTGC TGAGACACAC
D LIVLZRDGFIMNVLIULTLZPIETLAWERVYVYTIZSRILADTFALAETH
463 GCTGACCTGCCTACCTTGGGCTICACTCACTACCAACCTGC ACAACTCACCACTGTGGGGAAACGCTGCTGCTIGTGGATCCAGGACTTG
A DLPTLGFTHTYQPAQLTTV VGE EKRT CTCLWTIGQTDTL
553 TGCATGGACCTGC AGAACCTGGAGCGAGCTCGGGACGACCTGCGTC TTCGGGCTCTCAAAGGC ACCACTGGCACTC AGGCCAGCTTCTTG
C Mm P L @ NLEZRWAWERDDLI ERLUZ RGYETGTTUGTUGQQATSTFIL
643 CAGCTCTTTGAGGGAGACCATAGTAAAGTTGAAGAGCTGGACAGATTAGTGACTGCAAAGGC AGGATTTAAGCGATCTTACATGGTCACG
Q L FEGDHTSI KV YVYEETLDIRLUYTAEKW ALUAGTFIE EKTERZSTYHNTVYT
733 GGCCAGACCTATAGTCGC AAGGTGGATATTGAAGTCCTGTCTGTACTGGCCAGTCTGGGGGCATCTGTTCACAAGATTTGTACTGACATT
G Q@ TYSRKRIEKVYVYDTIEV VLS SVLASLGASY YHEKTITCTTDTI
823 CGTCTCTTGGCC AACCTGAAGGAGATAGAAGAGCCTTTTGAGAAAGACCAGATTGGCTCAAGTGC TATGCCTTACAAGAGGAATCCAATG
ELL ANLIEKETIETEPFEI EKTDOQTIGS S5 AMNMPTYETRUNEPHN
913 CGCTCAGAGCGGTGCTGCAGCCTCECTCGGCACTTGATGACTCTGETCCTGGATCCCCTCCALACAGCTTCTGTGCAGTGGTTTGAGCGE
R S ERCCSLARUHLMNTLVYLUDPLQTASVYV Q@ WFETR
1003 ACGTTGGATGACAGTGCTAACAGGCGTGTGTGCCTGGC TGAGGCTTTTCTCACGGCTGATATCATCCTGAGTACACTGCAGAACATCTCC
TL DD S ANRIRTYVCLAEAFLTADTITILSTLQDNTIS
1093 GAGGGACTCGTAGTATATCCAAAGGTGATTGACAGGAGGATCCGGCAGGAGCTGCCGTTCATGGCCACAGAGAATATCATCATGGCGATG
EGL VYV YPEKVYV¥IDI RKETIIR®QETLUPTFMWNATEINTITIM®NAMMN
1183 GTGAAAGCAGGGGGC AATCAGCAGGACTGCCATGAGAAGATCCGTGTICTCTCCCAGC AAGCGGCTGCTCTIGTGAAACAGGAMGGGGGT
VK&GGNQQDCHEKIR\?LSQ_Q&A&VVKQEGG
1273 GATAATGACTTCATTGCCCGTGTCCGTGCTGATCCTTATTTCAGCCCCATCCATGAACACCTTGACAGCCTTTIGGATCCTICCTCCTTC
D NDFI ARV YRADZPTYVFSVPIHEU HLT DS STLTVLUDZPSSTF
1363 ACTGGGCGTGCTCCTCAGCAGGTGGC AMAGTTCTTGAAGGAGGAGGCTCGACCAGCGCTGATTCCATGCCAAAGCATGATGGGTGGGALA
TGRAPQ@QV & KFLEKEEUALRPALTIPTCGGSMMNGT GHEK
1453 ATTGAGCTGACACTTTAAGAATATTCAGCAAAGGCCTCTGGGTACAGGAAAATAATALAAGCCTTATTGAACCAAARALALAALAARLL
I ELTL %
Bl 1 dbstihixg ADSL JEP 43K cDNA F8115 3 Bl i 2 LR 741
Fig. 1 Nucleotide sequence and predicted protein product of the full-length ADSL ¢cDNA for the Beijing fatty chicken

N RBUG JERTHT T LU I 26 NIRRT BAERR L, PISEISRAAAL S =AM S AR, MR BB SR =R S5 DR RIZebrE

RTIREIERD T, FeR b E S AATAAA T R RIZEAR

The 26 amino acids increased at the N-terminal of the protein sequence are shown in shaded boxes. Alternative initial codons M1 and M2 are shown

in triangles. The three highly conserved regions within the fumarase superfamily are double underlined. The asterisk indicates the termination codon,

and the polyadenylation signal is underlined.
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JERCHAS ADSL R vl . ik Je LA 5 DIRE AT 357

XIE A 72.65%01 GC & &, X5 8 AR R
FEAH—2 (] 2), X5 Wong et al(1995)F1 Marie et
al(2002)%F Kl AR ADSL 2K 8 8l X F
FEEE R AR

PEFAL RS 57 M BRAEIX 27 St kR
C—T ZAF, 74T B o 70 i Jb 5 iy A A o
(N=5), BEA 1o ZFBFIFAKA LTI T
-2 (NRF-2) Z5447 £ CTCC 58748 4 NRF-2 454
P75 CTTCo AEFIE RS AE-19 527 {8 L HA
VRN FE IR P I 2 3 8 4 DR — P ANV A 1) NRF-2

SELAT S, AENIAH [ A7 B B 2 WA NRF-2 [A1
gEEAT s, dEITIMS . GenBank LA g NZSEFAEAY
SRR ADSL JE[R 57 i IX LU L] 4. Marie et
al(2002)55 Wit i BRI, AW AIE S (3R
2 X 1A NRF-2 [KF7E 1 #5 ADSL JE K Zh R85 1
BAEZEM . M HIX M NRF-2 B 751 ADSL
FEDRI P AS NRF-2 RIF7 B AR ], it ABRATTIA K 35
(113X AN NRF-2 A7 n e 70 i 45 ADSL 2 R D fig
JiTi R AEEEAE

2.3 A E47hiE ADSL S EBRF kXt 54

cap
—1035 AGCTTCCTTT GCTCAGCTCT CACCGTCGCT CTGCTTCTCC CCTCCTTCTC CCGCGTGCAG TAACAGAGCA

—-965

-895

—825

=755

-685

=615

—545

—473

—405

=335

—265

—-195

-125

—53

BZF1 BZF1
GAGGTAGGGC CGGGGGGACG TGTGGGGGGG ACGGATGGCT CAGGGTCGGC CACCCAGGGC CGGGCCGCTC

AP-2
CACCCGCACG CCCCCAGGCA CCACACTTCC TTCCCAAGGG TTCTCCATGG ACACAGAAAC TCGGCACTTT

AGCAGGTGCT CTCGTACGGC TGGCTGCCCC CCCCTTCTCC TCCTTTCCTA TATTTTTATT TTACCTTTAG

Sox-5
TATAGTGGTA CTTAALATCA CTGGTTCACT TAAAALAALL ALAAGAALAL AAAMCCALCA ACAATALAAT

GTTTALACTC TACTAATGTA CAAATAAGCT GAAATGTTGC ATTTTATGTG TATTTITIGCC ATAGCAGGTA

HF-AT
CTGTATTTCT CATGCTGGAT TTAGAALAAL ALAAGAAAAL AMAGAAALAA GALAAAAALSL AGGAAAAALL

SREY Oct-1
AAGCAAALGC AAMAGCAMAC AALMAGGGTG GTGTTTTATT GGAGTGTGAC AAGTTAAGAG TAATGAGGAA

GAGA
ATACGTCGTC GTCATTTCAT TGAAACTGAG AGATGGTGTA ATGCATATAT ACGTTTICTG AAGGTTTTIT

GATA-3
TIGGGCTTTT AAACAGCTTT TTTTTIGTTG TTGTTTCGTT TCTATTTTIT TTTTTTTTIT GAAAGATATG

cap STATx
EI'IGTATI‘AT GTGCALCTCA GTTGCTTACA TTATAACTAC ALAATATTIT TGGGTTCCTG GAAAAAAAAL

HF-AT cap
AAGAAARLAL AAGGAAAAALL AAAAAGALAL AGACTAATAA ATGTGTTTGG CTGCTAAGCA TTTCACCCTC

EAERLY-SEQ1
TGCCTGCCCG CGCCTTTTCT TTGCTCCCCG CGCTGCGGCC TCCGCCCGAC AGGGGGCGCC GTCTCCCTCT

Spl, GC box GATA-1
CCCCTCCCAC CCGCCCCGGG CACAGCGTTG GGGGCGGGGC CTCGTGGCGA GGCGGAGCTC CCGCCCTTTA

TCCCCCCGCT GCCGGCGGCG CGCGGCCCTT CTCCCCCTTC CGCCGCGCCG CCGTCATG
LW

Bl 2 Jbstihxs ADSL SN 5741 2 3l 7 P Te

HEF-2

Fig. 2 Sequence of the 5'flanking region of the Beijing fatty chicken ADSL gene and prediction of promoters
IR T ATG MRARRIR, BRI T HATS S, #i Rk Rn SR AL, WAL T 5 & 6L i IR R RIRARTE . M

4B NRF-2 456 s -19 5-28,

Bases are numbered by reference to the ATP codon, which is in bold. The arrow indicates the start point of the initiation of transcription. Potential

binding sites for nuclear factors are double underlined. The tandem NRF-2 binding sites are based in -19 and -28.
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BJ-ADSL

CGCGCGGCCICETCITCCCCCTTCCGCCGCGCCGCCGTCATG

GenBank—ADSL. CG CGEC GGCCICHETC|ITCCCCET YCCGCCGECGCLECGLCETCATSG

Human ¥T-ADSL AGGTTTCCG|ICATC|ICGCTCTTCCCTGGCGTCCAGTCCACCCTG
Human NUT-ADSLAGGTTTCCGICCTCICCGCTCTTCCCTGGTCCAGTCCACCCTG

3 JbsiY. GenBank LA AEFAETM, 5887 ADSL JEK 57 4 X731 LA
Fig. 3 Comparisions of the ADSL 5’flanking region between Beijing fatty chlcken, GenBank, wild and mutation

type of human beings
KA YA, 19 5-28 085 NRF-2 7450 s 43 G HIHE 5 T RIZebr th -

The mutation site was shown in shaded boxes.NRF-2 binding sites in -19 and -28 are framed and underlined respectively.
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Fig. 4 Comparison of the ADSL amino acid sequences from five species
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Comparisons of translated adenylosuccinate lyase peptide sequence between Beijing fatty chicken (Gallus gallus), human (Homo sapiens),

murine(Mus musculus), Bacillus subtilis and Schistosoma mansoni. These 26 amino acid residues of N-terminus are lined out by frame,M1 and M2

are the initiative codes.

bR 5 A2 (Homo sapiens). /Ml(Mus A&, KEUFESEL LLRTWIST XS ADSL 2 L1
musculus). AT (Bacillussubtilis). 2 KK 512 26 NEIER, Wi TA T L xS 4K ADSL
# (Schistosoma mansoni) ADSL #HT% #5471 L %E’a cDNA JFFIF 545 BAFSE, 7659 ADSL &[]
SEATaE BE W, bt ADSL FER 5 A [ Uity £E 32 22O K D 4 5 0 1~ (M2) i TR AT 3 4b
K. MR RV 2 HBHEA RSP RPN, */[\f@ RS- (M1)o fEF AR XSFh ADSL JE [K W
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Fig. 5 Differential expression of the Beijing fatty chicken ADSL gene in 8 tissues

A: bRty ADSL 7 8 R 40 [t 22 7%k, A2 GAPDH 1& 8 FHLZ N B~ M/E XS ¥, M & DNA marker DL2000; B: ADSL J&[A7E

8 M =R RKIAEAILLE . 12 O, 20 BF, 3: B, 4: fili, 5: !

» 6: i, 7 BRAL, 8. JML.

A: Expression of ADSL in a panel of tissues from Beijing fatty chicken, GAPDH was used as an internal standard to adjust the template

concentration for the 8 tissues.lane, M: marker DL2000; B: Comparative levels of expression of ADSL in 8 tissues. 1: Heart; 2: Liver; 3: Spleen; 4:

Lung; 5: Kidney; 6: Brain; 7: Leg muscle; 8: Chest muscle.
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Fig. 6 SDS-PAGE analysis of recombinant pGEX-ADSL
fusion proteins expressed in the Escherichia coli
BL21(DE3)

M G FURAFRARIG: 124 BL21 BBEREM Y 2, 3 0 RES:
A IPTG #5415 pGEX-4T-1 WKL W; 4, 5, 6, 7, 8 7K
pGEX-ADSL1(54.5kDa)i5i# 1. 2. 3. 4 F1 Sh LK.

Lane M, protein molecular weight marker; Lanes 1 are the total proteins of
BL21; Lanes 2 and 3, total proteins of BL21 containing pGEX-4T-1 without
IPTG induction and induction; Lanes 4-8, total proteins of BL21 containing
ADSL on 1, 2, 3, 4 and 5h after induction with IPTG.

8 Western blot %5 pGEX-ADSL B @& HEHA
fik
Fig. 8 Western blot analysis of the expression of recombinant
fusion protein pGEX-ADSL in BL21

1 A4tk pGEX-ADSL i £58 [1 Western Blot #4555 2 43 GST X #E
1 Western Blot il 45 2 o

1 lysates from recombinant fusion protein pGEX-ADSL; 2 lysates from
GST positive control.

GST, 453 5 SDS-PAGE LKk 45 5% (K 8).,
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R4 A i 2% R e 2 I B 1 s 854l S 1e3e,
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X% ADSL () =R &AL 9), SRR LTS
A% ADSL FLAARTEPE AT 25 AU S RS IE R A 50 5 o

K 7 pEGX-4T-ADSL @il & 8 A R T 0
Fig. 7 Soluble analysis of pPEGX-4T-ADSL fusion protein
M AE B TR, 1 AARFET pEGX-4T-ADSL i 8 1Rk ™
W, 2 WiESARIL 2h 5 B, 3 O BSARIL 2h JRUTE, 4 WiBSRIL S
h )5 b3, 5 B RIE Sh ST

M,protein molecular weight marker; 1,

expression product of
pEGX-4T-ADSL by non-induced cell; 2, Expression product supernatant of
pEGX-4T-ADSL induced 2 h; 3,
pEGX-4T-ADSL induced 2 h; 4, expression product supernatant of
pEGX-4T-ADSL induced 5 h; 5,
pEGX-4T-ADSL induced 5h.
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Fig. 9 Ribbon diagram of the model structure of monomer
of Beijing fatty chicken ADSL
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Domain I, II, and III are located respectively, at the bottom left, middle and
top right of this drawing. The three conserved regions are drawn in different

colors.
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