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Identification of Rab40b and Rab40c interacting proteins in dendritic cells
Zhang Liqun, Li Yuanyuan, Wan Ying ( Biomedical Analysis Center, Department of Scientific Research Affairs, Third
Military Medical University, Chongging, 400038, China)

[ Abstract ]| Objective To identify Rab40b and Rab40c interacting proteins in dendritic cells with
improved tandem affinity purification strategy. Method Vectors expressing eXact-6 x His-EYFP-Rab40b or
eXact-6 x His-EYFP-Rab40c were constructed by molecular cloning techniques. Stable dendritic cell lines
(DC2. 4) expressing eXact-6 x His-EYFP-Rab40b protein and eXact-6 x His-EYFP-Rab40c protein were
constructed by high-titer lentiviral transduction. Tandem affinity purification strategy was improved to use
eXact-6 x His tag to perform tandem purification and qTOF liquid mass spectrometry. Rab40b and Rab40c
interacting proteins were screened by unbiased comparative metrics-based algorithm ( CompPASS) and gene
ontology enrichment analysis. The interacting proteins were identified by eXact pull-down and co-
immunoprecipitation. Results Stable dendritic cell lines (DC2.4) expressing eXact-6 x His-Rab40b protein
and eXact-6 x His-Rab40c protein were constructed respectively. Twenty-six high-confidence Rab40b
interacting proteins and 16 high-confidence Rab40c interacting proteins were identified by improved tandem
affinity purification. Rab40b and Rab40c interacted with ElonginB, ElonginC and Cullin5. Conclusion The
tandem affinity purification strategy is improved successfully. ElonginB, ElonginC and Cullin5 are interacting
proteins of Rab40b and Rab40c.
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%1 Rab40b 1 Rab40 c W RISHEEERAEL

WEIT S5 E
WOEE R = RIIE g e
(WD Score) ( DN-Score)
Rab40b FBX4 F-box protein 4 22179 395
Rab40b ELOB transcription elongation factor B(SIII) , polypeptide 2 ; ElonginB 8205 146
Rab40b RB40C Rab40c, member RAS oncogene family 6114 109
Rab40b DPOGI polymerase ( DNA directed) , gamma 2867 51
Rab40b CRYAB crystallin, alpha B 2296 40
Rab40b K0913 RIKEN ¢DNA 2310021P13 gene 2160 38
Rab40b SPAG5 sperm associated antigen 5 2093 37
Rab40b Z7EF1 zine finger, ZZ-type with EF hand domain 1 1446 25
Rab40b SYAC alanyl-tRNA synthetase 1327 23
Rab40b ELOC transcription elongation factor B (SIII) , polypeptide 1 ;ElonginC 1082 19
Rab40b KCNBI1 potassium voltage gated channel, Shab-related subfamily, member 1 1060 18
Rab40b FGD5 FYVE, RhoGEF and PH domain containing 5 918 16
Rab40c ABCBS8 ATP-binding cassette, sub-family B (MDR/TAP) , member 8 17786 317
Rab40c BICDI bicaudal D homolog 1 ( Drosophila) 13910 248
Rab40c RPAB2 polymerase (RNA) II ( DNA directed) polypeptide F 11864 211
Rab40c ELOB transcription elongation factor B (SIIT) , polypeptide 2 ; ElonginB 7200 128
Rab40c OSR2 odd-skipped related 2 1371 24
Rab40c DPYL5 dihydropyrimidinase-like 5 928 16
Rab40c CULS cullin 5 810 14
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RS E1-E2-E3 B0 @it L iz R
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BITEH N Ryl C AR i 532 2R IR W) 45 4 45 FH M BR 45 R
F1, B4 SOCS &5 #4384 1 ] LB il ElonginB/C-
Cullin5-SOCS 1Z R ALEZME AW . ZRURL
AR Wnt Gl B-catenin J& 12 R ALY,
7 IREERE G 2B 1 the Frizzled (Fz) 2442 21 Wnt 18
FEARAZAA . MIHE Dishevelled ( Dsh) £ 12 28 it Wnt i
A2t Wt 38 % A 36 [RGB IR T BT
BriiE— 277 KA HE RV R AR 1 e AR rh A
JHF Dishevelled (Dsh) #1112 L& EREE S
&= Wnt 38 %5 5 7% S 0 B 2 E B, JEIRE
Rab40 7] ) 55 ElonginB/C Al Cullin5 J¥ {77 % 1L.i% #
ity 52 5 i AtV P E 62 T8 1 %) Dsh 2 1 1 R 28
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Cullin5-ElonginB-ElonginC 2 EAL B3 R RS H
AW, N IX Ak iz R Ak B3 3% e 2 e JF B
Rab40b/c A fEZ: 5 Wnt {5 538 #

AT 3 B RS A IR R RN A4l BT R A/
RESRAA M Rab40b/c (9 4H HAE FI 4 1 o, #1528 5 Bk
T IC M DL 1) LB B A 7% CompPASS AT AL E 4T 47,
PAFRE m A EAHEAE A . Bl e e
KU IE Rab40b/c 5 ElonginB/C | CullinS ) AH H 1§
Mo ARSEERIR Rabd0b/c il 3 I8 iz R Ak i He i 5
VS5 MM NNz AR, (HXF T Rab40b/c 41
M2 5Z KR EES S Wt il e HALE S
i % A ) R AR I AR B B IR O RS A, Ut
Rab40b/ ¢ il 1t 2 512 F Ak ik 4 5 e % 5 4R 4 g 2E 4
U RE R BIL I 5 1 — 2D AFSE .
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