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T, HsRTBMERVNIONSEREZHERT BN ZRFT TS LHIC, rMIF1,
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o CNIFHABOMFIZETRBEOHMBE—HL Iz, RIZ, MHisRTHRkzAWNT,
FERARUTERKBLET 7 A ZTABREYIIF/ULTIIARE>7OY NET2/2&23,
MIFIERBL ER NV EH, 0kDaREDESHE L THRiiEhiz, LAL,
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Macrophage migration inhibitory factor (MIF), which is one of the most primitive cytokines, is
involved in various chronic diseases in humans, but the detailed mechanism is unknown. One of
the main reasons is that evolutionarily conserved MIF receptors have not been identified. In the
larva of Patiria pectinifera, which is an important model organism for understanding the evolution of
the immune system, it has been clarified that two MIFs (ApMIF1 and ApMIF2) regulate the
recruitment of the mesenchyme cells by differentially acting as chemotactic inhibitory factor and
chemotactic factor, respectively. In this study, to isolate evolutionally conserved MIF receptor(s),
we cross-linked the His-tagged fusion proteins (rMIF1 and rMIF2) with the receptor(s) on the
surface of the dissociated larval cells using a cleavable cross-linker, and then performed affinity
chromatography against the His-tag.
First, it was revealed that both rMIF1 and rMIF2 formed dimers and trimers when the cross-linker
was added to each of them. This result is consistent with previous reports in mammalian MIFs.
Western blotting using the anti-His tag antibody was performed on the affinity purified product that
was electrophoresed under non-reducing conditions, detecting a membrane protein cross-linked
with rMIF1 as a complex of about 90 kDa. However, no protein cross-linked with rMIF2 was
detected.
It is necessary to determine the sequence of the protein cross-linked with rMIF1 and investigate
the cross-linking conditions of rMIF2 with the membrane protein in detail.
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A study of receptor(s) for the macrophage migration inhibitory factors in starfish larva.

1. HIREBRFROBE

BRULRBHGY A M DO—DThHbToA77—oHEFERR L EF (Macrophage migration Inhlbltory Factor; MIF)I&., EFD R L %L

BHREBICEST 2D, FHE AN X LETBATHS, TOFTERELT, EEMIZEESN MIF 2EFEARESN TLVELIE
NETFONS, REZRDELDERICEBLETILEYTHE AT ELT O ETIE., 2 D MIF(ApMIFT BT ApMIF2) A8, £h
FhlEEHELERF]. IFEEERFIELTERMICERTLIEIZEY ., EYPORESSOEICRU-EBYAEOB FTEMBDY S
IL—FZFIFIL TOBIENBELMIZINT NS, FCTARETIE., ETEE T CUIMATREAEEZZAHN T, His 20 &40 /%9
B (MIF1 EfzIE MIF2) EA X ERTHEDBRBEMEREDZEAREEEL. His 2V (21T D7 I4=T49AIN ST74—FRHN
THRIAL-EEILDZRAOEEEZB LT,

i?;* His 30 BB AV NI S ERET R T AN ERETTEH=01Z, rMIF1, rMIF2 IZENFNEIBRIEARNLI=ECA, I, 22
K. ZERZHRTHENBALNELEST=, CNITHEIED MIF (ZE T35 BEDHMRBE—FLT -, RIZ. 1 His 2T iAZBT, 3E
Lx*#TEm,ﬂéJJLf—774_7-4**§<f*¢%l SHLTHIRETAYRE{ToT=ECA MIF1 ERIBLIZIER /NI B A, 90 kDa 2
EDHEESRELTREIN =, LAL. (MIF2 ERIEBL-2 VB X B LRGN ST,

SRILMF1 EERBLIEAVNVBEDBRIREEBIET LELIT MF2 DRV NNVBEDEBEGFFHMRICRFATILELD
5,

2. MIRRRAEEOBE FER)

Macrophage migration inhibitory factor (MIF), which is one of the most primitive cytokines, is involved in various chronic diseases in
humans, but the detailed mechanism is unknown. One of the main reasons is that evolutionarily conserved MIF receptors have not
been identified. In the larva of Patiria pectinifera, which is an important model organism for understanding the evolution of the immune
system, it has been clarified that two MIFs (ApMIF1 and ApMIF2) regulate the recruitment of the mesenchyme cells by differentially
acting as chemotactic inhibitory factor and chemotactic factor, respectively. In this study, to isolate evolutionally conserved MIF
receptor(s), we cross—linked the His—tagged fusion proteins (rMIF1 and rMIF2) with the receptor(s) on the surface of the dissociated
larval cells using a cleavable cross—linker, and then performed affinity chromatography against the His—tag.

First, it was revealed that both rMIF1 and rMIF2 formed dimers and trimers when the cross—linker was added to each of them. This
result is consistent with previous reports in mammalian MIFs. Western blotting using the anti—His tag antibody was performed on the
affinity purified product that was electrophoresed under non—reducing conditions, detecting a membrane protein cross—linked with
rMIF1 as a complex of about 90 kDa. However, no protein cross—linked with rMIF2 was detected.

It is necessary to determine the sequence of the protein cross—linked with rMIF1 and investigate the cross—linking conditions of
rMIF2 with the membrane protein in detail.
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