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Abstract

AIM: To construct a yeast two-hybrid cDNA
library from a FAT10-overexpressing human he-
patic carcinoma cell line Hep3B.

METHODS: Total RNA was prepared from
Hep3B cells and used to purify poly (A) mRNA.
Double-stranded cDNA was synthesized from
the purified mRNA, ligated to EcoR I adaptor,
digested with EcoR 1/Xho I enzymes, and then

cloned into the pGADT?7 vector. The recombi-
nant vector was transformed into E. coli DH10B
to obtain a primary cDNA library. The primary
library was amplified and used to determine the
size of cDNA inserts through enzyme digestion.

RESULTS: The primary cDNA library con-
tained 1.03 x 10° independent clones. The titer of
the cDNA library was estimated to be 2.50 x 10°
cfu/mL, and that of the amplified library was
3.60 x 10° cfu/mL. The size of the inserts varied
from 0. 5 to 3.5 kb, with an average value of
about 2.0 kb.

CONCLUSION: A yeast two-hybrid cDNA library
has been successfully generated from FAT10-over-
expressing Hep3B cells and can be used for future
screening of proteins interacting with FAT10.

Key Words: Human hepatic carcinoma Hep3B cells;
Yeast two-hybrid cDNA library; FAT10
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Hep3B & B #F 3 4% A cDNA X%

Fik: MWATEmIeHep3B ¥ 2 BLERNA, 4
#HmRNA. A R % FEEM-MLV 5 Oligo(dT)
Anchor Primer4-51* Strand cDNA, A E.colf DNA
Polymerase 5 E.coli DNA Ligase¥fRNA%: & #
ADNA%%, & m2" Strand cDNA. H34cDNA
5FcoR 1 Adaptoriz 4%, 2K Jg MlEcoR 1 [Xho 1

BEATEE ). 4% A Spin ColumnikA4244cDNAL
pGADT7E k% 4, #AUNE coli DHIOB, 3%,
R I . R UG 3T BEAT YR S AL L T
%, B 5w EF AN R BRI,

LER: R ERNAKM ) Ho-F %, RNA
%F %, A 5F K& #400-5000 bp; R
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BRI ECDNA, ¥ e T K, R ik 3
103X 10° 21, R4 X 42.50X10° cf/L,
T 3G )5 0 R E #3.60X 107 cfu/L. 3NN B
KA #70.5-3.5 kb, T34 K 25 #2.0 kb.
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JHIEFATIONER R G E R T T2 45

8218 A\FFE4MfHep3B; BB WZ3EcDNAY
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Ji R JHT- 4 0 9 (hepatocellular carcinoma, HCC)
T AL NSRRI MR, kA Sk
N2\ ZRENS SR, 2R/
2R RGN AR B AR ) AN B LR,
KB FRIZ /282 % RGURe R 5
By K5 DA A R DR (9 08 S, AR iR 1
KA RESREPEEEEEN. Kz RILK
HE 2 2 RO di Rk, 15015 5 0 & 5l
HEZ M RThRe, wan g . T, 40k
W DNAB. L DyRem) 58 ol 3 20/ 2 50
M7=, WHERTFE. FAT10/E 02K 2 5K 5,
Bl 2 A e S5 0k g v A I, T ARA
Shy A5 3 TR R i v e A i AR Y, AH R AARAE
PLHI AT 2. AW M J# 282 BRFAT107
PN A Ak Hep3 B BF XA A c DN ASL
U TSEFAT 10AH HAF HI 4 1 S FAT 105E LA (1 454
MIReBE T H B,

1 #BR0SE

1.1 A4 940 Pk He p3BIW [ Hh Rt L it i
R, KT DH10B A A SE 5 ff A7 i /I
& AHycloner” ih; DMEME; F7IE K Gibeor™ i;
TaKaRa MiniBEST Plasmid Purification Kit. One
Shot LA PCR™ Mix. RNAiso™ Plus. ¢DNA Li-
brary Construction Kit. Oligotex "-dT30<Super>
mRNA Purification Kit. A-EcoT14 I Markerl &
pHY Marker#4) A TaKaRa 2y & 7= .

1.2 7k

1.2.1 tmfesddr: K410 M B T DMEME 7R (5
100 mL/LARZF1f3), 7637 C. 50 mL/L CO,%
PER TR
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1.2.2 ¥RNAFRIE %52 % MRNAiso ™ Plusf
YEF WL AT, $RINRNA £81.2%55 Ta B 5t
JBE LK

1.2.3 mRNAFRE: #HOligotex ™-dT30<Super
>mRNA Purification Kit#/EF Wi B kAT
#RNA. bind buffer & Oligotex"'-dT30<Super>
WA, ARJE70 “C N3 min, ZHEKE 10 min, &
L. FB B R INA350 pL Wash Buffer, #0li-
gotex M-dT30<Super>78 /3 &%, FIIAFISpin
Column Setff{JColumn Cup', &5 il Awash
buffer#i &k, TR EL, 55 H50 uL 70 C AT
DEPC H,07¢ /3 &% Oligotex ™'-dT30<Super>, £
Oy, FE 25 EImRNA.

1.2.4 cDNAG AL LEH#: RATmRNAWKE
i EmRNARHR &, #%TaKaRaffJcDNA Library
Construction Kitfff F FMFEAT. FIF S s i
M-MLV 5 Oligo(dT) Anchor Primer?; 1% Strand
cDNA(1" Strand ¢cDNAG B ff 1 5-methyl
dCTP); E.coli RNase HfffmRNA-1* Strand cDNA
AP IRNATE iNick, B HE.coli DNA
PolymerasefllE.coli DNA Ligase¥fRNAHE & #t
DNA%E, 482" Strand cDNA. T4 DNA Poly-
merasefF WEEcDNA R b PIF L S EcoR |
Adaptori&E ¥z, Xho 1 M§); Spin Columnl 2344 fE
cDNAJ55EcoR 1 [Xho 1 WiV FipGADT7# 1A
147 1% % (Directional Cloning). Oligo(dT)Anchor
Primer: 5'-(GA)I0ACTAGTCTCGAG(T)18V-
3'(V: A or C or G); EcoR I Adaptor)¥-%1): 5'-OH-
AATTCGGCACGAGG-3', 3'-GCCGTGCTC-
Cp-5'.

1.2.5 LR 2552 B IEG E D HIFRRE10° S
10°6%, FRAWE B, B pL AWUINEI50 pLi¥
LB ARG IR 3, W4T, HU50 pL5100 uLI¥B
W, P HNERAT T 100 mg/LE K5 # %R WLBF
B b, S EBH20 min, 37 CHFRR. HHTE
TR, W SRR L, A KR cfu/mL = AW
BB PR TS EIX 10° X 10°, cfu/mL = (BWCEHR B
BT VR BPYR AR X 10° X 10° X 10 R 48 3¢ 1%
W RE, A ST SO 1S P AR . RS S
FERE10 pLEHINEI15 mL LB AR FR3EH,
WA, 48 50 WL IR A T 100N HAR150
mm 75100 mg/L2 N5 % 3 FILBFA b, Z R
1 h, 37 CTHEFE18-20 h. WAL BV INEI500 mL
LBH MRS, a0 %8 10450 mL B0
BRSO, K JslhA SCEL T 10 00041
1 000 000F e, Ak A 3= B fa 4P, e 41
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X RE T2E
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bp 4870
4870 ) o6
2016 185 i3§9
1360 8s 6
1397 658
658 :ig
489 o
267 80

B 1 ERETEMRNAFIRNAGE. A: mRNA; B: RNA.

SCEERRGRE, FLRRETHEE, Tk 5 A SO B
T AR ).

1.2.6 I BEPCRYEE: FHHLPRIE T 1673
SCREREATY 8, FREUTURAE B, LA IE
X: 5-GGAGTACCCATACGACGTACC-3', [z X:
5-TATCTACGATTCATCTGCAGC-3'#47PCRY”
14, FE30MIEIR. H1.0% [R5 IR W B e v A .

2 BR

2.1 ERNAEmRNAFRRE e SRNAZ AT
F vk o246 W S (AT 28S 5188, Ui ERNA
PR LT, B /D> H Ay 5832, RNA A, = 0.120,
HIKRPE 5096 g/L, Angy = 0.063, Ayg/Arg = 1.9,
RWIITHERNAZESE & FLUK S5 R Wos il h 73 &
mRNA, FIXF43F 4 400-5 000 bp, FF4#H:
JEEER ().

2.2 cDNAG AT E R 4R B NXEECDNA,
5 uL PCRy“WdkAT BEEHE Ik 40 #r, 454£0.3-5
kb R IRECIR &y, TR LA AU e
FFEmRNAFRT W ) 5ealy, B BLERR G, iRl
JO [ B ngR T, & DN A, 746 £ PR
EOR(E2).

2.3 XERELER LR EIES.03X10° 70 FF,
JEL4f SC PR JE 492,50 X 10° cfu/mL, 3195 1) 3¢
JEHE 43.60 X 10° cfu/mL. $lA T BN
240.5-3.5 kb, “FIJKEL) 42.0 kb(1#]3).

3L

HCC/ 23R E Ty 5t b W H A H e %
PERIRT 2 —. WETTR, VBN Z LR, LR
TR CE LR, PR R AR R I LN Y
PO 5 e L DA R R TR L R E 4 . T2 32K
25 RGN A L R B AR ) — AN 2R AR,
KEMIFRRVIZ Z/KZ R RGeS
S0 PR e DR IR 3R 08 S, FLAE TR (1)

bp bp
4870 4 870
2016 » 016
} 189 1360
926 1 59¢
489 658
267 489

267
80

B 2 GREVREECDNAEIRE. 1: SRHIGECDNA; 2: %
Fr BB EHIBECDNA.

bp
4870
2016

1360
H
6

P

80

B 3 BARRENERER.

R R kA R AL

WA R B X HZ R FT R B, EA% 40
Tl ) AR B ) A A R R A
BRI REARIE B 1, AT AR R S 1
BUIER, X—REABRHR A RZ ZRKIE, LT
By AP 2KIZ F Y (ubiquitin-like modi-
fiers, UBLs)5iZ 2 X 1845 H (ubiquitin-domain
proteins, UDPs). FAT10J& Tz #AH G E I
K&E%, ZH5EMERN AR RE, QfE S
S BN A R, HippsEZEE ST
FAT10/EHI ML R B[R]z 32 —FF, il brid
JECHT T R R S TRUOM, 5 B i, AR SOAN ] T
ZHRNERER. GRS FATI0R S A Y]
BRAASEAER I 4 B A (MAD2) RS & 4, 2
MIRIEX 5 5, RBLFATI10/5 5 ik 2 S8
MAD2Ifig 2 2406, MIMAD2& (5 si e 5 4
o3 ZLITORFF R A (1 S 3, At ¥ ) RS2 2
I 5] g AR AR R T, X IR 2 iR
AT B ERRAE . LeeSMIEFRE . o DL A
50 () i b R BLFAT 100 8 (1 R 18 3 v
I 25 F IR A28, $8 HHFAT10 0] R 70 i 55
S R R R R A A T CanaanZ:PiE
REXTFAT10E PRI /N U583, FAT101)
B2 1 R R TV 2 Sk . Zhang 251 it
N e 40 L R AR AT 0 R B, E B A2 B p53(wild
type p53, wtp53)El 2k (1) Hep3BAH it HFAT 1011 &
(R IA B TS witp53Hep G2 5K B3-141 i
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HIYFATI05 IR IA T, M7EHep3B4H L S A
SN MEwtpS3 Jh 2 S EFAT105: s R IA )RS
B FIEE R, k2, RERNAT I EwtpS3
(F26I5 &, W2 sRFATIOM J3 30 7 3% It Al i
[R5, NIk, FAT10LE 7 45 B i 2 1 b
AE 51 TV 2 0508 BIARCR X . A T
FEFAT10MVE R a2, R H BRI AT B, A
FATI10ZE 1A “iF4H 7, LA 40 bk Hep3B
FIcDNASCEEAE R “H54)7 , ik HFAT104E
i % 25 11 5 [FFAT104E F (R 2 1.

AHIEFIE 1oL AL) 42 i 40 U Mk Hep3 BI¥IcDN A
SCFE, KR U M RE X A4 AL i i 4 L L .
Aszg i, HIRNAiso™ Plusid#]50ligotex™-
dT30<Super>HEEki2 7 75 7 B BB RN AR
mRNA, 25k L PKIUE SE AT REU mR N AAH X 4
TR TG, o REAR. O R XU
cDNAZ HLIK /T 0 /R T A B FIc DN A& A4
(), XK P cDNASCEST R T RAF At
—ANMUF DN ASCE T REFRHE R A J5UaG SCIF
(AT H>5%X10-5X10"; i ANFIcDNAF Bt
=300 bp, *F-#4>1000 bp. It4h, H4fiClare-Carbon
AR, BT BL99.0% ) ) L3k 3] —{1% o J
SR, TSR A SO A D AL R 1.7 X 107 g
He. AHETOR G 41 MUk He p3 B c DN A2
PRIEFN1.03 X 10° 50 [, JRh S FE 492.50 X
10° cfu/mL, 434 Ji5 (¥ SC R 03.60X 107 cfu/
mL. #i A F BN A1 0h0.5-3.5 kb, ST L
2.0 kb, 5EATIE ) T A FEESK.
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