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Construction of eukaryotic expression vector of SPAG4L
tagged with Myc and His
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Abstract: The aim of this study is to establish stable transfected cell lines which could produce SPAG4L protein labeled
with Myc and His tags in vitro. The open reading frame (ORF) of human SPAG4L was amplified by PCR and the fragments
were cloned into eukaryotic expression vector pcDNA3.1/myc-His(-)A. The recombined plasmids of pcDNA3.1/
myc-His(-)A/SPAG4L were verified by sequencing and digestion with enzymes. Then, the recombined plasmids were
introduced into HeLa cells and screened by G418. Western blotting was performed to detect the expression of SPAG4L and
its tags in stable transfected cell lines. SPAG4L and its tags were expressed in the stable cell lines transfected with
pcDNA3.1/myc-His(-)A/SPAGA4L, but not in the control group. Further study showed that SPAG4L colocalized with the

endoplasmic reticulum(ER) marker PDI by immunofluorescence. The stable transfected cell lines established in this study

will provide a powerful tool for further studies such as co-immunoprecipitation and pull-down.

Keywords: SPAG4L, tag, transfection, eukaryotic expression, protein function
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) 6 ki Nhe T A Kpn T WY, 1510k H Y
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VEBHETERE , I iA SPAGAL J: A 51 #)3E4T PCR
i,k BT Bk Ak 0y BH PR S RE AR 48 3
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bp M 1 2 3 4 5 6 7
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4 52 BE

Fig. 1 Positive clones of pcDNA3.1/myc-His(-)A/
SPAGA4L were identified by PCR. M: 1 kb ladder; 1-5:
positive clones; 6: positive control; 7: H,O.
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pcDNA3.1/myc-His(-)A

SPAG4L

2 B4 E pcDNA3.1/myc-His(-)A/SPAGAL &
28 R L

Fig. 2 Identification of recombinant plasmid

pcDNA3.1/myc-His(-)A/SPAG4L by enzyme digestion.

M: 1 kb ladder; 1: pcDNA3.1/myc-His(-)A/SPAG4L
plasmid.

SPAGAL #EAT XU Y, 25 RW], Frifi AW
SPAGAL KE K J7 41 A KA mU RS FIS I 548
Vi 5 40 ik pcDNA3.1/myc-His(-)A/SPAG4L
F R

2.3 Western blotting #7545 LM R
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REEF, W Western blotting £ AR KM £ 2
B R SPAGAL K HARZEMFRIL, 45
R, TErES Y pcDNA3.1/myc-His(-)A/
SPAGAL M4l &, 74 Myc 1 His FrZEhY
SPAGAL 4 BB 1E#fi %3k , 8 11 K/MTE 43 kDa
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SPAG4L, Myc., His #ifk, $#JHTE 43 kDa /47
Ab A ) H /Y 2571, 10 N 2 GAPDH 5 17 5% e
pcDNA3.1/myc-His(-)A/SPAGAL £ #1723 [ i ki
HIHFRIK(E 3).

24 GRIEBEBRAKMER
KT WL SPAGAL faER Y4l R h
SPAG4L N HAFRZEAERRE, NMHARIIA
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1 2
anti-SPAG4L
anti-Myc [ Draca——
anti-His
ant-GAPDH “

3 Western blotting 4% #7 i Mk =  SPAGAL
REREEQRRIE

Fig. 3
detected in stable transfected cell lines. The protein
samples were obtained from HeLa cell lines stably
transfected with pcDNA3.1/myc-His(-)A (Lane 1) and
pcDNA3.1/myc-His(-)A/SPAG4L (Lane 2).

Expression of SPAG4L and its tags was

SPAGAL i1 Myc FFERE(INEORTIR) Hrisxt
o 28 e b SPAGAL [ 4t L 2 iF4 T S B o e il .
gER M, bt N SPAGAL —HiZust)E, H
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b A % R LT L B 658 65 5 s Mye B
SLREBUARAE N —Brib AT e 958, F Cy3
Fric Il 2EH0/N B IgGHFL) FEFFHI, AT 44 i
HZE I L Bl BRAT 55 5 (B 4) . kT
L, SPAGAL Je HAR% M M 7E e e % YL A il & v
RE W% IE #2635, BRI 3 22  Ai 7 40 i A2 J % 3L
JE

PDI B—F EBAAAETHIEMEE, KN
55 kDa (W Z IR, FLUIBRIEAE P W i o
P B S TR B, A 8 T 2E IR A AR
Pis e E . A5, AT PDI /5
N G AR A B S SPAGAL 1 Fa g Bk Y

£ =
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SPAGAL M4 it 2 H -1 7 e e I e 3 5256, 4551 5T .
KI, FRic hEany SPAGAL & RefE FibRiC

Ry PDI SR H e, ] SPAGAL [k 1 3 W

FERREZR IR, T HIRTEN M RIL, ZEE RS K7 & A e — AN R i AU R A
HTHAAS B 98 1Y SPAGAL 25 11 W0 41 it 5 o7 ¥ kP, SUN & 11(SUN1 ., SUN2 ., SUN3 ., SPAG4
4R —# (K 5). PDI E— P ZMEEEA, M SPAGAL) Z—XKHEMMWEZEEN, S

SPAGAL 755 PDI Ml BAE R, A 1% T3 — 4 5Ty g 1317181

) DAP]
K DAPI

4 Gl R A MIE EEE S pcDNA3. 1/myc-His(-)A/SPAGAL #ifith SPAGAL F1 myc BEARIE
Fig. 4 Expression of SPAG4L and myc-tag was detected in stable transfected cell lines by immunofluorescence

(200%).

5 FEEF pcDNA3.1/myc-His(-)A/SPAGAL HI4fffish SPAGAL 5 AFREMER PDI &L EAL
Fig. 5 SPAG4L colocalized with ER marker PDI by immunofluorescence in cells stably transfected with
pcDNA3.1/myc-His(-)A/SPAGA4L (400x%).
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ENL, MBS, MR HIAT .
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H1 SUN domain X} FA SN REIR R £ K EH %,

SPAGAL J&FRAT W5 /N 1 S T T Y
G BT g R W, SPAG4AL 5 SPAG4
SRIAJE SUN I KK, HE2ENARF—1HE
L ENTESETR T4 45% [R5 . Chalmel
F 25U 7 A rp 2 DR Fe kAR AL B 58 K B
Spag4l J A& — Il E o MR AR R IR . TR
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Gk, AP e Al TN S
ARGANNE, X SpagdL #4712t E i PCR
Wi, S5 B, MO RS B 240 i By BL 3B
KT AN BE SpagdL ik T, 1R KL
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72 T R O 1/ QR < J - 1
( “Diffusion-Retention” model) FEig!®, MFH
W L2 HT, SPAGAL 2K [ 452015 N AZ BB 11 5l 4%
JoT 2 VAR AR A RE DR UETEAX T | 048 0 o

TERT AT, FRATER BN XS SPAGAL
1) C RumiAT TR, EEZG EAA
AEFFWF5E SPAGAL 1) N I MjRg. AW15 85
Mra 2w, SPAGAL C 3sl i Muit, N 34 )
W, SEIE N S e A B R IX, A s,
AT AR A A% R IR H A X SPAGAL 4>
KT IRAZ RIS, 45 RER) . Wik, A
230 SPAGAL JitE] CMV Ja s Tk 7%
ik, [EF, #HBErRANEAEAWA Myc
His BUbR%E , LRI F IR 820 23 5% . AR
TATE B T H KKK pcDNA3.1/myc-
His(-)A, WM H T pcDNA3.1/myc-His(-)A/
SPAGAL HLIZZRIK R, il i ARAMNE YL 20, i
WEARTF AR S QL A R, X LA i R B 48 B )
FiKA7 Myc. His brZEH SPAGAL K EH ., X
FELFRATT —26 0T KL ad 6 x His #r2E X SPAG4L
G & A T4tk , @it pull-down SEIGHE Y i
& SPAGAL M HAEMEH . AL, Myc #rZEid
ATV T e 2T vE se g, ihsY SPAGAL
FARE AR A5 St 7 A hpy TH.

Mz, AT E T A His. Myc XU
1 pcDNA3.1/myc-His(-)A/SPAG4L HAZ% ik
Fikn, IR TR E Yy pcDNA3.1/myc-
His(-)A/SPAGAL M40l & , IR AWFFE SPAGAL
HE 1 B P e S AR ELAE A 1 2490 T SRl
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