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USP2 J&— 7 %92 & fL# ( deubiquitylating en—
zymes, DUB) i T 11 B4k -(11q23.3) V. 2
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Hr USP2a RMEACHLIN , O % USP2a B3y HE Y 0 il 551
PR BRI

1 #MR5ETZ*

1.1 5|t 5&mM DL USP2a cDNA JJfid , i
T H C AR a5 M B R 5+ 519, USP2a- F: 57~
GGAATTCATGAATTCTAAGAGTGCCCAGG3" ( & A
EcoR 1[I &) ,USP2a+ R: 5"-CCGCTCGAGCTA-
CATTCGGGAGGG3"( &4 Xho 1 YIS , 51 H
Y AR T AR TARRHOR IR 55 A B |5 1l

1.2 BRRBHYEEREHMENHE R 25
pl PCR SN AR R AEATH $; PCR S 4544 95 °C Hil
A5 5 min; 95 °C <30 5,55 °C .30 s,72 °C .30 5,25 4>
fEFR; 72 °C 8 mino =Y HEAT B UKAS TN T M1 H Y
FBt. PCR W A4 95 CHiZEH: 5 min; 95 °C 30
$.55 C 30 s.72 C 30 s,25 MFEFH; 72 C+ 8 mino
P HEAT L DRAG DN O (DU B 64 e Be o

1.3 pET28-USP2a-C Kz 54k  HUA o
&M TEA NIRRT LB bk, 37 €200
r/min R HFR. 52 KPP AREFRFH] 100 ml FH K
MR B LB B ARKE F= &b, R 30 C 180 r/min
ARZERESR; kil OD = 0.6 ~0. 8 Wy #EAT IPTG i3,
IPTG ¥/ 4 0. 8 mmol /L, %S 4 h J5 4 H W &
PR 4 B s AITORE , il i SDSPAGE Hy,
VKT RIS O . i I H R R AR 25 2 1 A
& IR B g T R P i

1.4 EHEAH USP2a-C EgFEMSH HH
SPEX Fluorolog=2 spectrofluorometer ( i & YUK N,
380 nmol/L; K& HIEIK K N, 440 nmol/L) i £
e, or M AR RS M. ARIEKRIR TR v =
(Vo x S/ [ST+K,) , XY Ub-AMC $EATH
JERRE , 3 0 E A1 e B BE ) B I ) 4 R R
(v) LA v XF R [S TP, IR i3 37 25 1 0 AR
1.5 LC-MS/MS 5 #i &8 USP2a-C Ky iE 1%
TEHURY) Ub-VT77( IKHE) 1 Di-Ub( 5 k) 43 50
USP2a-C #4752 v, 3143 HIHE 0.15.30.60.120 min
BPINAZ L0 ( K O+ £ =80 : 20 & 1)
LA S, S 45 HEAE Agilent 1200 HPLC FI Agilent
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WDownload ~ GenBank Graphics
Homo sapiens ubiquitin specific peptidase 2, mRNA (cDNA clone MGC:4176 IMAGE:3635143), complete cds
Sequence ID: BCO02854.1 Length: 2070 Number of Matches: 1
= See 1 more title(s)

Range 1: 947 to 1900 GenBank Graphics

Score Expect Identities Gaps Strand
1762 bits{2954) 0.0 954/954(100%) 0/954(0%) Plus/Plus
Query 47 GAATTCTAAGAS 106

) |||I||||I||||I||||||IIIllIIIIIIIIII\IIIIIIIIIIIIIIIIIIIIIIH
Sbict 947 TGAATTCTAAGAL 10086
Query 107 ATGAACTCAATTC CGGGAGTTGAGAGATTACTGCCTCCA 166

|||||||||||||||||||||||||||||||||||HI|||||||||I||||||||||H

Sbijet 1007 10686

Query 16T GAGGCTCTACATGCGGGACCTGCACCACGGUAGCAATGCACACACAGCCCTCGTGGAAGA 226
N ey
Sbict 1087 GAGGCTCTACATGCGGGACCTGCACCACGGCAGCAATGCACACACAGCCCTCGTGGAAGA 1126

Query 227 ATGGACTTCATCCCCCAATGATGTGGTGAGCCCATC 286
||||I|I||||||||||I||||IIIIIIII|||II\IIII|II||||l||||II||||I\

Sbiect 1127 CCCCCAATGATGTGGTGAGCCCAT 1186

Query 287  TGAGTTCAAGACCCAGATCCAGAGATATGCACCGCGCTTTGTTGGCTATAATCAGCAGGA 346
IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIII\IIIIIIIIIIIIIIIIIIIIIIH

Sbiet 1187 TGAGTT ATATGCACCGCGCTTTGTTGGCTATAATCAGCAGGA 1246

Query 347  TGCTCAGGAGTTCCTTCGCTTTCTTCTGOATGOGCTCCATAACGAGCTGAACCGAGTCAC 406
CLEEETEET TR L LR R LT LR L Ll
Sbict 1247 TGCTCAGGAGTTCCTTCGCTTTCTTCTGGATGGGCTCCATAACGAGGTGAACCGAGTGAC 1306

Query 407  ACTGAGACCTAAGTCCAACCCTGAGAACCTCGATCATCTTCCTGATG. 488
IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIII\IIIIIIIIIIIIIIIIIIIIIIH

Shict 1307 ACTGAGACCTAAGTCCAACCCTGAGAACCTCGATCATCTTCCTGATGACG: 1366

Query 467  ACAGATGTGGAGAAAATATCTAGAACGGGAAGACAGTAGGATCGGGGATCTCTITGTTGG 526

) IIIIIIIIIIIIIIIIIIIIIIIlIIIIIIIIIII\IIIIIIIIIIIlIIIIIIIIIII\

Sbjct 1387 1428

Query 527 AGATTGTGGTTACTGTTCTACGGTCT 586
IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIHIIIIIIII\IIIIIIIIIIIIIIIIII

Shjct 1427 GCAGCTAARGAGCTCGCTGACGTGTACAGATTGTGGTTACTGTTCTACGGTCTTCG: 1486

Query S87  CTTCTGGGACCTCTCACTGCCCATTGCTAAGCGAGGTTATCCTGAGGTGACATTAATGGA 646
LV L LT LT LT LU T DL LT LT L

Sbjet 1487 CTICTGGGACCTCTCACTGCC TAAGCGAGGTTATCCTGAGGTGACATTAATGGA 1546

Query 647 TGCTTGATGGAGH TO6
IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIHIIIIIIII\IIIIIIIIIIIIIIIIII

Sbjet 1547 1606

Query TOT AGAAAACGG AAAGAAGTTCTCCATCCAGAGGTTCCH T66
IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIHIIIIIIII\IIIIIIIIIIIIIIIIII

Sbjet 16807 AGAAAACGG AAGTTCTCCATCCAGAGGTT 1666

Query T67  CTTGGTGCTCCATCTGAAGCGGTTCTCAGAATCCAGGATCCGAACCAGCAAGCTCACAAC 826
NI

Sbjet 1667 CTTGGTGCTCCATCTGAAGCGGTTCTCAGAATCCAGGATCCGAACCAGCAAGCTCACAAC 1726

Query 827  ATTTGTGAACTTCCCCCTAAGAGACCTGGACTTAAGAGAATTTGCCTCAGAAAACACCAA 536
(NI

Sbjet 1727 ATTTGTGAACTTCCCCCTAAGAGACCTGGACTTAAGAGAATTTGCCTCAGAAAACACCAA 1786

Query 83T  CCATGCTGTTTACAACCTGTACGCTGTGTCCAATCACTCCGGAACCACCATGGGTGGCCA 946
LELEEE LR e e b v i e h e ity

Sbjet 1787 CCATGCTGTTTACAACCTGTACGCTGTGTCCAATCACTCCGGAACCACCATGGGTGGCCA 1846

Guery 94T TTTCAACGA 1000
IIIIIIIIIIIIIIIIIIIIIIIIIIIIIIIHIIIIIIII\IIIIIIIIIIII

Sbjet 1847 1900

B3 USP2a-C IE[RJUF 4R BLAST Xt Lb 455
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Homao sapiens ubiquitin specific peptidase 2, mRNA (cDNA clone MGC: 4176 IMAGE:3635143), complete cds

Sequence ID: 854

See 1 more

1 Length: 2070 Number of Matches: 1

Range 1: 1060 to 1995 GenBank Graphics

Score Expect Identities Gaps Strand
1729 bits(936) 0.0 936/936(100%) 0/936(0%) Plus/Minus
Query B6S TGGCCAGTTCGT AGAAG! 1z4
|\|\||||||||||||||||\|\I\|\IIIIIIIIIIIIIHI\I\I\IHIIIIIIIII
Sbjct 1995 GTTCGT AGAAGAGCAGG 1936
Query 125 GTGCCATTCTCCTG 154
|\IHIIIIIIIIIIIIIII\|\H|HIIIIIIIIIIIII\I\I\IHHIIIIIIIII
Sbjct 1935 GTGCCATTCTCCTG 18768
Query 185 GGACTGCGACAGT AGGCTGTATAGTGGCCACCCATGGTGGTICCGGAGTGATTGS 244
. |\|\||||||||||||||||\|\I\|\||||||||||||||\I\I\I\I\Illlllllll
Sbjet 1875 CCCTGGACTGCGACAGT AGGLTGTATAGTGGCCACCCATGGTGGTTICCGGAGTGATTGG 1516
Query 245 304
I\I\IIIIIIIIIIIIIIII\I\I\I\IIIIIIIIIIIIIHI\I\I\IHIIIIIIIII
Sbjct 181S TGGTTGGTGTTTTCTGAGGCAAATTCTCTTAAGT 1756
Query 305 CCAGGTCTCTTAGGGGGAAGTTCACAAATGTTGTGAGCTTGCTGGTTCGGATCCTGGATT 364
. |\|\||||||||||||||||\|\I\|\IlIIIIIIIIIIIHI\I\I\IHIIIIIIIII
Sbjet 1755 CCAGGTCTCTTAGG TTGTGAGCTT CGGATCCTGGATT 1896
Query 365 AACCGCTTCAGATGS: 424
|\I\IIIIIIIIIIIIIIII\|\I\|\IIIIIIIIIIIIII\I\I\I\IHIIIIIIIII
Sbict 1895 CTGAGAACCGCTTCAGATGGAGCACCAAGATCTITGGGAACCTCTGGATGGAGAACT 1838
Query 425 TTATACACCGTTTTCTGCCTCGGCAGCGACAGCATGTTGGCTTTICATCTCCATCAAGCA 454
|\|\|I||||||||||||I|\|\I\|\||||||||||||||\HI\I\IHlIIIIIIII
Sbjct 1635 ACCGTTTTCTGCCT! CTCCATCAAGCA 1576
Query 485 TTGGTGAAGAGT CATTAATGTC. S44
I\|\IIIIIIIIIIIIIIII\I\I\I\IIIIIIIIIIIIII\I\I \ \ |||||||||
Sbjet 1575 CATCCTCTTTGGTGAAGAGCCTCATGCAGTCCATTAATGTCACCTCAGGATAACCTCGET 1516
Query 545 TGGGCAGTGAGAGGTCCCAG, AGAACAGTAACCACAAT 604
. |\|\||||||||||||||||\|\I\|\Illlllllllllllll\l\I\I\Illlllllll
Sbjct 151S GTGAGAGGTCLC Al 1456
Query B80S ATCCCCGATCCTACTGTCTT 664
I\l\IIIIIIIIIHI\IIIIIIIIII\I\|||||||||HHI\IIIIIIIIIHI\I\
Sbict 1455 ACACGTCAGCGAGCTCTTTAGCT:! AACARAGAGATCCCCGATCCTACTGTCTT 1396
Query 665 CCCGTTCTAGATATTTTCTCCACATCT AGGAAGATGATC 724
I\I\IIIIIIIIII\I\IIIIIIIIII\I\IIIIIIIIIHI\I\IIIIIIIIII\I\I\
Sbjet 1395 CCCGTTCTAGATATTTTCTCCACATCTGTCGGCCTTTCTCGTCATCAGGAAGATGATCGA 1336
Query TZS GGTTCTCAGGGTTGGACTTAGGTCTCAGTGTCACTCGGTTCACCTCGTTATGGAGCCCAT T84
IHHlIIIIIIIH|\||||||||||\I\||||||||||\I\I\Illlllllll\l\l\
Shjet 1335 TCTCAGGGTTGG: CGTTATGGAGCCCAT 1276
Query 785 CTGCTGATTAT A 844
I\I\IIIIIIIIII\I\IIIIIIIIII\I\|||||||||HHI\IIIIIIIIIHI\I\
Sbjet 1275 GAAGGAACTCCTGAGC ATCCTGCTGATTAT AGCC AAC AAAGT 1216
Query 845 ATCTCTGGAT TGGGCT CATTGGGGGATGAAG 904
I\I\IIIIIIIIII\I\IIIIIIIIII\I\III!IIIIII\I\I\IIIIIIIIII\I\I\
Sbjet 1215 TATCTCTGGATCTGGG! TGGGGGA 1156
Query S90S TCCATATGGTCTGAATTAGTTTITGC. GTGTGTGCATTGC B9
IHHlIIIIIIIH|\|||||||||HI\||||||||||\HI\IIlIIIIIIHI\I\
Sbjct 1155 TCCATATGGTCTGAATT, 1096
Query 965 GGT! CTGGA
|\I\IIIIIIIIII\I\IIIIIIIIII\I\IIIIII
Sbjet 1095 CGTGGTGCAGGTCCCGCATGTAGAGCCTCTGGAGGC 1080

B 5 USP2a-C REilF 4R BLAST XL 45 R

2.2 USP2a-C IR 5 4 K0y IEM Y E4
JEkE pET28-USP2a-C i 47 % 35 5 4li b, SDS-PAGE
VKR R, HIFlRh A KEMENEN, 551
i 41 ku, 5HAK/NEIE L GEH] USP2a-C L] %%
EHMERHITRIN. e RBFME, KR
glifk, USP2a-C #E [, ik /= P4 Ni-NTA H: 2 Hr 4l
L H R IR, 58] 4k iy USP2aC
K6 .

Al 4 M ku

2

3

180
115

HAT RAF AR TR 1, DLIA] 8.

B5 6 7

8 9 10 11 M {m

aliflJ5 SDSPAGE Hiyk &l A HEH—

i, UL USP2a-C 25 [ 2lifb B B2 AR vy fHH LC-
MS/MS 43 Hi&lifk i) USP2a-C 28 19 4 213 Fn 4> F i o
TR R R 0, K8 RN A
41 361. 8 ku 5SS (H (41 362. 1 ku) — 3, iF B fF
aifb 152012 USP2a-C HIWEH, WK 7.

2.3 USP2a-C EEWEEFI AZESHT  RIKKIT
FEv=(V,.x[S)/ [S]+K,) ,15%] USP2a-C 4}
fi#t Ub-AMC [d R MR V| =6.579 40 x 10"
mol/( L *s) , KECHEL K, =1.085 68 x 10 7% mol /L,
AR EK,, =2.74 x10 7" 1/s fEALRUR K, /K, =
2.53x10° mol/( L = s) o fESZ4lAL Y USP2a-C &

(C)1994-2023 China Academic Journal Electronic Publishing House. All rights reserved.
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Bl 6 &4 USP2a-C EHE)E
A: B2 USP2a-C R 115 3 %A Bl M: Marker( ku) ; 1: 25 [ %

BEG 2: SRRV 30 MR R 24 S 1Y T WG 40 S RS 1 TONE: B: T
4 USP2a-C & (1 4lifb HL Ik Bl; 5 ~ 8: PRk o Hi i 9: Ni-NTA k¥ 10
~11: 4ifb)5 09 H B E A

2.4 LC-MS/MS 4 #f USP2a-C EHEEH EAE
RV RIEETE M 2 BIEEL T XZ % Di-Ub( Ub™* -
Ub"™) iz Z AT A9 UbV fE Nk . Hp Di-
Ub A~ Z 3 2 [A] 2 1 5 19 5 IR 45 44 IS4 Ub-
Vi Ub N IERR R V77 22 0] S RS AR 2 %
M9 AT, SO 2R N A 57 RO 46
Y Di-Ub B 43 T 45. 83% ,UbN" Bl 43 T

15 min
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A B
§
1.7¢
Tt P1 1.6}
1.5¢
6 |I 1.4}
. P 1.3}F
sy | oRE(:
X 1 #® 10}
B4 | = 0'of
&, \ = 0.8}
= 3 e
= \ o 0.7F |
\ 0.6}
2 | \ st
0.4}
1} . 0.3}F
J 0.2F w
e e ot AL L
0.0 bt b b L & 4 L I
45 50 55 6";* %?mg;? 7.5 80 85 90 T o050 750 800 850 900 9501000 1050 1 100 1 150 1200
Joti 7 EE(m/z)
E7 LC-MS/MS Z#i#iiLk) USP2a-C E B ER
A ERCRAH ST R B: BTtk A E
A 2-CDt -AM
70 000~ Usp2-CD to Ub C A B
60000 — 93 nmol/L a
186 nmol/L
50000 279 nmol/L
372 nmol/L
— 465 nmol/L S i
ﬂ 40 000 558 nmollL. UsP2a . 15min.d USP2a 15mind
3£ 30 000 & e !
= — 744 nmol/L. d \j\
837 nmol/L
20000 — 930 nmollL |
10000 1023 nmol/L UsP2a  30min.d
—— 2046 nmol/L { i | UsP2a 30min.d
1 L 1 L 1 1 J 21 ‘Ia |‘.
0 = = A
0 100 200 300 400 500 600 700 L = [
i [E1(s) _J |
UsP2a  60min.d UsP2a  60min.d
B -
4e-10F usP2a  120min.d UsP2a  120min.d
df,
1
lH‘l
" 2.2¢10 [V
= 2el0F J ‘
= 1.8¢10 =
Leel0 35 4 45 5 5 6 65 7 75 8 85 9
2e-10F 12610 B8] (min) B8] (min)
e lelOf
|
ot E9 USP2a-C 4> Di-Ub #1 Ub-V" fyiE 4 #7 E
00 2;(, 4;(, 5;5 3;(,1;71237 a: Di-Ub; b: UbX8¢; ¢: Ub-wt + Ub-D”"; d: Ub=wt; e: UbNV"’; f: Ub—
1/[Substrate] V77 80,
1 1 1 1 1 1 1 1 1 1 1

0

27 4e-7 6e-7 8e-7 le-6 12e6 ldef 16e6 1.8e-6 266 2206
[Substrate]
parameter Value Std Error
Vo 6.57940e-010 2.05622¢-011
K, 1.08568e-006 6.10686e-008

B8 USP2a-C {7k Ub-AMC UL SEHINE
A: USP2a-C ALK AR5 BE TR BE A Ub-AMC 45 AMC B0 Wi (B
BE S 5] (922 PR P B AN [l BEAS B 1Y) Ub-AMC Js 0 40 38 B2 o i ) ik

BERR AR K

(C)1994-2023 China Academic Journal Electronic Publishing House. All rights reserved.

55.35% , 60 min A, JEE4 UbV" ()43 fift 2R B 35 5|
96.35% ,Ub-V"" [{) 43 fif %Al E 15 5] 90% A= 47,120
min [N 521 347 EL ARG AS 2 IS 4, 2 g 45 R .
PEAT LAGIE B 46 Ak 9 USP2a-C 78 1 2 A 52 1 1 2K Bt
GR R RS, B8 A S0 AR Tk 43 fire S5 TR i AR ok
i7/E

2.5 USP2a-C 4> Di-Ub #n UbV" BgiE 141 5it
oM ARG ST, R USP2aC 43

http://www.cnki.net
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fige Di-Ub 1 Ub-V" AR [ P R4 14 7 HE AR )
GEit sl R R 25 R R GE IR R L BT R IA 4l
Ly USP2a-C 4 1~ DE & R 4 H A6 PR IR 3. DL
K10,

100000 000

80000 000

2 60000 000
RE)

B 40 000 0001
20000 000
{1 ] \ i : ] = )
0 20 40 60 80 100 210
B ] (min)
10 USP2a-C D EERYNIELENEE
3 itig

KIHFTF R A% 2638 2 4 HA F0E 1) 2 ARG
PRSP0 AR SR R B KA R R RS DL
USP2a ¢DNA J#itk, FH PCR B:7if% T USP2a C K
S HEAL S MR D F BE, B DA A T A 3 K RO
pET28-USP2a-C, 3315 T 7] 5 P F 35 #Y USP2a-C
B N THINZE R USP2a C A u Fr B 1 W 1%
P ABFFE e T DUB 8IS Ub-AMC K0 i 14
T S5 SR A 8 A A TR S A S L O B
TEPERAE , EIEICE 3 h S T MK RS Z .
MR ARG Sh J7 2 5B, P52 T USP2a-C 2K 1 Y i 30
TSR IRH B Km 1L 28 Keat DL KA
3% Keat/Km) 5308k 4386 —5K.

FE FE T KA T 30k 2 DL iR 1
T T A T A S R
TR LAY, 5 P iod 8 0 £ LA T 5% s R — 5 114
WO AR R TR R P AR D R TR A s 1
A B 1, P75 AT A Bk A T, ACHT
5k TSR A AMEF A 1Y USP2a-C TR [, 515
SFGRBISIEIEAT T A, 83 20.25.30.37.42 C
HE—FRINRER L, BR7E30 CAMU T, 5S4 h
] 7o A R ATV PR A I 1

F TR 25k 1Y USP2a-C 7 11 02K e A iR &
I RE S 75 5848 AT S8 8 1 T W S [ 1 B £
JEEY) Di-Ub 1 Ub-V7 47505 . A THERA & 286N
T AN BE S AN S B B P L8 T e
S5 B4 W A I P 22 ) SDS-PAGE £
Jri™ . SDS-PAGE #6 il Jr v 3 3 2 4 2 i 1A &

T 4 W8 07 S5 PR R SRR AT I I, 452 2 7 58 1
J& AN iR R EAT SDS-PAGE HLk 38 1 HL VK
S ARTR TR L AT T T I S Ak . {HL SDS-
PAGE R 74, i H. H g W% 2 B 2 45 v Jis 4y 7
W) IR A B B 27 A 28 S L R R v B o 2 R ok
FRLL R P AT RE P A W o ARBIFSE R LC-MS/MS
Jr ik ARG S W 52 57 9 AR 0 107 ELRE XS
JS 7 3ok R A 8 0 B A TR T R A I
WRE . il 1 X LC-MS/MS £ () USP2a-C F# fif: P4
T AR R4 RS 0 11 5 o7 T AR A T R SR L5 B 43
WiJG R, — % 2% B GF578 L. Yim ikt
¥y USP2a-C 2 11 2 It 42 R 2K 11 il L A5 52 46 O i %
P

FARBFFE ™ ] USP2a 5 Z R R 9 &
R RAAEEE, AR USP2a & —Fi i
BhERR S . R IBRSE USP2a B35 1 T g LA J% Ji
e S X TR ARSI 5 3 S 0t R A AR
Pite T2 % USP2a B 4 AL AL I LA B 76 40 i o
(3% M BIL I I R 2k — 2 (R RF 5 o

B2 ARBFFEPUAE T USP2a 1Al 1k 263K 9149
AT T USP2a IGHERS B, M A S FSE USP2a it fk
HLAHI LA B TT % USP2a il 7ol 4 4L 1 2 SR, Xof i
SR 1L T R 25 (9 FF % LA 5% 3L

[1] Priolo C,Tang D, Brahamandan M, et al. The isopeptidase USP2a
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Prokaryotic expression and purification of USP2a and activity analysis
Zhang Wanfang,Sun Yinwei, Wang Menghui, et al
( School of Life Science and Technology , Xinxiang University , Xinxiang 453003)

Abstract Objective In order to study the mechanism of USP2a in tumor genesis and development, the primers
were designed to PCR the C terminal catalytic domain of USP2a. Methods  The PCR products were cloned into
plasmid pET28a( +) . The fusion protein USP2a-C was induced and expressed in E. coli BL.21 and purified by Ni—
NTA affinity chromatogram. The kinetic parameters of USP2a-C were detected by fluorescence, the activity of pepti—
dase and isopeptidase were analyzed by LC-MS/MS. Results The soluble fusion protein USP2a-C were successful—
ly expressed and purified. The kinetic parameters of USP2a-C hydrolyzed Ub-AMC with a Kcat/Km of 2. 53 x 10°
mol/( L *s) . LC-MS/MS results indicated that USP2a-C could hydrolyze Di-Ub and Ub-V"" in effectively. Con-
clusion The C terminal catalytic domain of USP2a has the total catalytic activity of deubiquitinating enzymes.

Key words ubiquitin-specific protease 2; activity analysis; LC-MS/MS
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A preliminary study on the regulatory effect of breast cancer

associated fibroblasts on MCF7 cells

Li Zhen,Tu Daoyuan,Zhen Linlin, et al
( Dept of Breast and Thyroid Surgery, Huaian First People’ s Hospital Affiliated to NJMU, Huai’ an  223300)

Abstract Objective To study the regulatory effect of breast cancer associated fibroblasts ( CAFs) on MCF7
cells,and the role of tumor microenvironment in the development of breast cancer. Methods CAFs were isolated
by collagenase 1 digestion and cultured. DCFHDA method was used for the detection of reactive oxygen species
( ROS) . Chick embryo chorioallantoic membrane assay was used to detect angiogenesis. Results Co-culture of
MCF7 cells and CAFs promoted proliferation of tumor cells and CAFs, and promoted the production of ROS. Addi-
tion of peroxidase into co—culture system inhibited the production of ROS. Besides, co-culture of MCF7 cells and
CAFs significantly promoted angiogenesis in breast cancer cells; the over expression of peroxidase in CAFs signifi—
cantly inhibited this process. Conclusion CAFs have regulatory effect on the expression of ROS in MCF7 cells,
and can promote the angiogenesis in tumor cells.

Key words breast cancer associated fibroblasts; breast cancer MCF7 cells; reactive oxygen species; angiogenesis



