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[{#E] BB H#37 miR-100 FEF @b/ AR F125#R R miR-100 R HC X /IR i I R G K B IRZ I
&l Ella-Cre” ;miR-100"" /NERAN Ella-Cre* ;miR-100"" /N BEATEC %, 1 F 1 Ella-Cre” ; miR-100"" ( miR-
10077 ) /B, WASE miR-100 4 BB/, i3 PCR HER L K q-PCR H A % /N FUEE R AU T 501 miR-100 A
TE/N B REFT IR A R BR AR o A0S/ INERUAI A It B L ol 45 P 0 R RV, R P ol 4 A R S R R | R AT
Y32 1 200 B4R T8 WL SE 50 A3 B i B TR s e o /DN BRI R SR s, JF3R ST o-PCR i RNA 456 2 A e D0TE S 50
(RIP) B53E miR-100 5 Mospd2 Z AL F, B58  PCR Ml q-PCR Z55R KM, lUENHG 7 miR-100 &P Bk /N, 1M
AR E AR AR B B A 2 2 i 2 A VT LS IS5 SR HH , miR-100 JE PR Bl /)N BR AN 1 B 28 41 L 1] 434
2 AR/ BUR BE RN B R A0, T/B bk T2 £ A Lo R 4 X6 4 T BT R, I 5 miR-100 SR ek
Xof /N BB B e TR 200 AR A L 461 TS0 T B B A% A AR P5 T BB 1 IS5, q-PCR 45 3R B, miR-100 #ft
Jen] LR/ BB RS AN T Mospd2 193235, RIP S2E3R M miR-100 LA AGO2 I E AWML Mospd2 256 1E
—if, EMTEE Mospd2 W335, 18 AW BINESL T miR-100 2= P R 55 /0N FRAR TR | 2 B3 6 R B2 52 i /) B
HPE AE R Q0L & LG, B00E T miR-100 55 Mospd2 Z IR FR . ASBRSE A — 20 T iz i R A /DN Bk 1 42 v g 4
R dtie .
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[ Abstract]  Objective An miR-100 knockout mouse model was established to preliminarily explore the effect of
miR-100 gene deletion on the development of the mouse hematopoietic system. Methods By putting Ella-Cre™ ; miR-
100™" mice and Ella-Cre* ;miR-100""* mice were bred to produce Ella-Cre®; miR-100""( miR-100"") mice, that is, miR-
100 knockout mice. The genotype of mice was identified by PCR and q-PCR, and the knock-out efficiency of miR-100 gene
in mouse bone marrow and spleen was verified. Peripheral blood, bone marrow, and spleen were isolated, and single-cell
suspensions were prepared. The effect of gene deletion on the hematopoietic system of mice was analyzed by blood count,
flow cytometry, and methylcellulose colony formation experiments. The relationship between miR-100 and Mospd2 was
verified by q-PCR and RNA-binding protein immunoprecipitation (RIP). Results The PCR and q-PCR result showed

that miR-100-knockout mice were successfully constructed. The result of the blood count, flow cytometry, and
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methylcellulose blood cell colony formation experiments showed that the proportion of peripheral blood myeloid cells in miR-

100 gene-deficient mice increased, but mouse bone marrow and spleen myeloid cells, T/B lymphocyte, and the

proportional and absolute cell counts of lymphocytes and erythrocytes were unchanged, and deleting miR-100 had no effect

on the proportion or number of bone marrow hematopoietic stem progenitor cells or the ability of bone marrow mononuclear

cells to form colonies. The q-PCR result showed that miR-100 deletion promoted the expression of Mospd2 in mouse bone

marrow cells. RIP experiments showed that miR-100 binds to Mospd2 in the form of an AGO2 protein complex and thereby

regulates the expression of Mospd2. Conclusions A miR-100-knockout mouse model was successfully established in this

study, and the gene deletion affected the proportion of peripheral blood myeloid cells, which verified the relationship

between miR-100 and Mospd2. This study has provided further information on the role of this gene in the regulation of

hematopoiesis in mice.
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& ML 141 ( hematopoietic stem cell, HSC ) J& i
MRS AT, SV HSC 434k I 14 5 a5 e 7Y
AR RELZE BRI AR 200 L, K 0 77 A N A s 1) 2% R
DMANAE 38 i 40 M7 1V AR 9 i T
MRS A L 28I PR B 2 4F , HSC BA FRHNA ST
1. HSC B AR T H L B 28 I H I PR 2
RN TERFLEh P I R G, A A [ 1
A Y | 2 45 1 B A BRA FE  2
JLFIURL 20 ) | 2140 M IE O 40 MY . A% 40 ./ it /)
M T/B ik EL A, B 28 55 15 (natural killer, NK) 2
J A 2SR 40 L ( dendritic cells,DC) , HSC fE K&
MTAAELSG , 76 i 40 i 2 A Jr e #2 b HSC B 82k
X HIREHTRE ST, 4346k 2 75 BB A 40 M ( multipotent
progenitor cells, MPP) , 4k Z2 7 REAHL 41 ifd SR 5 12 20
I FTE RV T % e D T R A A0 — 2 [ A 4
( common lympoid progenitors, CLP ) Al [F] ## 2 tH 41
Jitd ( myeloid progenitor cell,CMP) . iX 2455 HE AL 41 fifg
L[] Az 3 1L 2R G2 R BT A B B E ) RO 40 M, 49
wm, CMP 7 A B O 4l Mg 4n e A gn i
( megakaryocyte-erythroid progenitor cell, MEP ) I i
41 B/ B W 40 B A 40 B ( granulocytic macrophage
progenitor, GMP) 5 J& , i #3122 5% 1] A9 %00 20 i
FEA AT AL A, D BE A IR ] A4 HERS AN BB £
R F IR AT ) DR R i R SRR S
TE HSC H IR BH A bny et e b, 23] 7 25
S T SCHERA AR 8 42, (R A I A MR o, e
@ %, DNA W3Rk, B9 3 0 7, Fe e 7,
IncRNA , miRNA , Bl FIBF 5 & A s,

Hrb /) RNA (miRNAs) J2 /M RNA 43 F,
HAEZERIT siRNA, T ZAA7E T EZAEY T (K
19~25 bp) , miRNA 7] DL it 2 Fhad 42 08 5 A4 P
WA EES e T A A TR AR

SRS R 280 miRNA GRS T4 5 &8 A R
PEFI ) BFSE kB, £ Fh miRNA 75 3 1. T 40 i
(HSC) 5 %3k, A0 4F miR125a-5p , miR-125b-5p .
miR-155 , miR-130a, miR-196b . miR-99a . miR-126-
3p.miR-181c, miR-193b, miR-542-5p HI let7e, HSC
s SE Y microRNA X< B3 I 4 HH A 2 AN [R] 5
FEHNY L miR-125a 3455 /N B 10T 200 i 0 4E 40
LY B . EE R AT RS HSC AArERE R A0
P i T 40 e Y R TR BT A2 B miR-99 1 1, il
TR 3 0t 40 A3 A N 4 20 B 25T, miR-99 W]
PLZERE HSC A #E 6 PE ™ miR-130a 1] DL
I HSC [ T HH AL 2

miR-100 — EZFRA TR W 53 1) — > 2L
FH, BATH B AT T — /N RS R (A
TE5 Prpn 1 175" T 578 1) /1N B4 R A 80 ) | 3R AT
KRIZN A miR-100 F)FEk W& TR, Rk, A
S 3 B TF T X miR-100 (9 — R AIBF5E, SCikt
TR, miR-100 1 Ay Ja Jk P AN 300 9 6 DX 7 g i v
LHEBEMER, AN, miR-100 1926 538 5 £ i 5
AR UG A&, miR-100 7] LIAE i AN 960E 1 f5 A
Wby W R T R SR RR S BAT, ok & B
miR-100 7EALRY /N G I R4 P e .

SCHR S, 7R 2PESE R IS, miR-100 38 5
HUM) RBSP3 W5 G1/S Wk A S BAaE A, M BH
WAL, I H 45 1 AL 40 A EE , miR-100
e T4 P R R, B8 miR-100 7]
fiEfE HSC A B b A EEMREER, T2
FATHE R miR-100 7] BE P& ¥ HSC 4 LL B A 431k
FA 158 348 F CRISPR-Cas9 % P4 258 45 AR Fn i
HEF R 45 Cre/LoxP"™ BTN M & T miR-100 4
B il /0N USR5 30 e 37 40 it A ek LA T i
J S BEAN AR TR A 43T, K2 B miR-100 A5
/INERAME I8 22 40 M ) 5 L
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1 #efnrE

1.1 SR

A S ffi ] SPF 9% Ella-Cre™ 5 miR-100"" Al
Ella-Cre* ;miR-100""" C57BL/6 ki 2 /N, WA 7 5T
KRR SR 5E H o0 [ SCXK (75 ) 2018-0008 1, 14
N 6~8 JEAIKY IRE R 20~26 ¢, MEMES T K Byl
PE BB B R o Al B o B S 36 B b [ SYXK
(E)2020-001 7, 2K H 12 h 2B ARG BEEH , [ ik
IKBEE . ST R Bl ) S 30 24 28 42 B BE B R 27 Bl
PIEIZE 5122 (TACUC) HEHE ( LLSC20170259 ) , A< 552
3™k A 3R
L2 FERAHNSMUHE

BTG BRI K (A620014, [ A4 TR ) ; TAE
(50x) (ST716, Beyotime Biotechnology ) , DNA ladder
marker( 100 bp) (MD109, Jb 50 RAR A=A BHL ) 5 /MR
FUE DNA $2HUR ] & (MD109, B #5845 PR ) 32X Taq
MasterMix ( Dye ) ( CW0682M, J A 4 ) ; Hairpin-
it™ microRNA&U6 snRNA Normalization RT-PCR
Quantitation Kit(E01008, [ ¥ I il 5 H AR A A )
WG SR & (K1622, 38 Bk K ) ; CD3-PE ( anti-
mouse , 100205 ) . B220-FITC ( anti-mouse, 103205 )
Gr-1-PE ( anti-mouse, 108407 ) . CD11b-FITC ( anti-
mouse , 101205) Ter119-FITC ( anti-mouse, 116205) |
CD71-APC ( anti-mouse, 113819 ) . Lin-FITC ( anti-
mouse, 133301 ) | c-kit-APC/Cyanine7 ( anti-mouse,
135135) . Sca-1-PB ( anti-mouse, 108119 ) , CD48-
PerCP/Cyanine5. 5 ( anti-mouse, 103421 ) | CD150-PE
(anti-mouse, 115903) | Lin-PE ( anti-mouse , 133303) |
CD16/32-FITC ( anti-mouse, 156613 ), CD34-
AlexaFluor647 ( anti-mouse, 128605 )., CD127-PE/
cyanine5 ( anti-mouse, 121123) ¥4 B Biolegend ; H
B2 4 Z (b 5 R 3K S, MB070) 5 Gibeo™ IMDM
(L610KJ ) ( #& BR & f /R B} $&, 12440053 ) ;
Recombinant Mouse GM-CSF ( Novoprotein, CK02 ) ;
Argonaute 2 ( C34C6 ) Rabbit mAb ( CST, 2897 );
Protein A/G Agarose Beads ( 4} Xl 4= %, L-1008/L-
1008A) ; NP-40 2 fift i (3 = X, PO013F) ; it 1gG
(3 = K, A7016 ) ; & 85 % £ X HT ( Hyclone,
SV30010) ; i 24F 1l 7 ( Hyclone, SH30401 ), 3% i@
PCR ¥ 344 (5[5 Biometra) ; 2 52 X &% (L1 1 H
Solb2x 7)) 5 SEF 9 E B PCR 97444 (£ [E Bio-
Rad) ; Countstar H 3l 2 i+ 504 (i 2545 4 Y k)

#) ; Nanodrop FEER KRB ; CytoFLEX 43 #7 Jiit
ALY (£ E Beckman Coulte) ,
1.3 EEHE
1.3.1 F4% miR-100 3£ K 4 B i/ B

Ella-Cre™ ;miR-100"" /NE L miR-100 K] 7 3t
I AR J5 19 B9 Loxp 7 &5, Loxp 37 55 B AF 7 IF
NEIZIE R B9 fE . Ella-Cre® ;miR-100"* /N2
2 B3R Cre W TR, 7T DIME Rz 400 41
ZURELIR 78 2 bR 1) T B, Y4 Cre BAEFERT, B ]
PIAR 5 WA I8 J5 18] B4 Loxp 3 5, , 4 Loxp 7 5, 22 [H]
BT FN IR FFF FLER, R BPHE Loxp PR3 (1) 6l 4% 17
AT iR AR — Loxp 1A,

B 5e¥ Ella-Cre™ ; miR-100"" Mgt /N BN Ella-
Cre* ;miR-100"" MEME /NG 58, 15 2] F1 AU, 8
b /N B PR B 3 5 e BOIE LB Ry Ela-Cre” 5 miR-
10077 (R N MEVE Ella-Cre™ ; miR-100"" /N §LE A &
1o B R BRI, BT AR BUME Y Ella-Cre™ ; miR-100""
INERORBEC ), BTG F1AR/NEL (R AR Ella-
Cre* ;miR-100"") Mt I & 58, i 2 76 H 7 45 2
( Ella-Cre* ; miR-100"" /N ., Ella-Cre” ; miR-100""*
INEAT ElTa-Cre* ; miR-100"" /NRR)
1.3.2 /pEEREEKZ DNA 3

) N2 A B 1.5 mL 89 EP 4 A 100
wL Buffer MP il 4 wL Foregene Protease Plus( A T
WAL, AT IR ATEC § 100 pL Buffer MP 14 pl
Foregene Protease Plus M PR ) , JiE I 45 IR
A1 RIEHZUE AR R EL, 65°C )BT 30 min
J5HF95°C 4@ 5 min, 5000 r/min &[> 4 min, I
£ FIEW (F DNA) B EP &, #E473%18 PCR
P,
1.3.3  /DRUER A %

FEARAF 0 FUR DNA 547/ B P AL 22, miR-
100 F1(5° -TCTGGGCTCTCAGCAAGTAAATGTC-3" )
1 miR-100 R1 (5’ -ACTGAAGGGGATAAGGTTGCCT
CTC-3" )31 %€ 5° - LoxP i & (WT: 358 bp,
floxp: 423 bp ), miR-100 F2 ( 5’ -GGATGCCTTT
TAGAGTGGTAGACAC-3’) Ml miR-100 R2 (5°-
CTGTCA GCCAGTCTTCACTTTCTG-3" ) 5|#) % & 3°
- LoxP i/ & (WT: 312 bp, floxp: 379 bp) , miR-100
F1 Al miR-100 R2 514 %5 Null £ £ ( WT = 1453
bp, floxp = 1585 bp, Null = 467 bp), Cre-up (5’ -
GCCTGCATTA CCGGTCGATGC-3 ) Hl Cre-low (5’ -
CAGGGTGTTATAAGCAATCCC-3") 5| ¥ % % Ella
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- Cre fi5.(481 bp) ., PCR S K % :2xPCR Mix
10 wL,BiE 519 (F/R) 45 0.5 pl,DNA 4 uL, JCH#
ddH,0 5 pL, PCR 2 ## )% : Ella-Cre F2J%: (1)
95% .5 min; (2)95°C .30 s; (3)63%C .35 s; (4)
72%C 35 5;(5) 72%C .5 min; (6) 16C hold, (2) ~
(4) ¥ 30 K, Loxp #&)¥: (1)95°C .5 min; (2)
959 30 53 (3)62%C 30 s;(4)72°C 30 5;(5)72°C .5
min; (6)4°C TR7F, (2) ~ (4) 76 30 W, Null
JF:(1)95%C .5 min; (2)95% .30 s; (3)63°C .30 s;
(4)72°C .60 5;(5)72%C .5 min; (6)4C 1#7F. (2)
~ (4B 30 ¥k, KA FIH) PCR =W 1. 5% 135
FHEEE IS HL UK T U 437, 24 57 Loxp Al 3 Loxp
PSP AR H AR, 5 WT f13° WT # T 4c
M Null 41 467 bp, Ella-cre 2545 7E 481 bp, M3
78K miR-100 4= /N ( Ella-Cre* ; miR-100"") | 24
5" Loxp Fll 37 Loxp fii M4 A th ok H Wy 45747 ,5°
WT Z547 78 358 bp,3” WT 44778 312 bp, Null £54%
TE 467 bp , WT 4571 1453 bp, Ella-cre &35 1E 481 bp,
W75 K miR-100 EEl%:— K /N ( Ella-Cre* ; miR-
1007y,
1.3.4  q-PCR B ks BB BE R B miR-100 A9 # bR

PRI IR 2H /N B ( ElTa-Cre® 3 miR-100"") Fll i
4 2H /N B ( Ella-Cre™ ; miR-100""") - F11 J13L 20 i 1)
RNA, #5588 ¢DNA, #4T q-PCR B, 3% Sk
% }.5xMMLV RT Buffer 4 pL, dNTP 0.75 pL,
miRNA&U6 snRNA RT primer mix 1. 2 pL RNasin
0.25 pL, MMLV Reverse Transcriptase 0.2 wL, &K
WA (1~3 pg) , 4R RNA A9k 3 1153 22
FIMEEA R 85 0. 1% DEPC ZK#M 2 % 20 ul,
WL SRR M :42°C .60 min 70°C .5 min 4°C {477,
q-PCR JZ Wi & & 24 : 2 X Real-time PCR Master Mix
(SYBR) 10 pL,miRNA/U6 snRNA specific Primer set
(10 pmol/L)0. 4 wL,Taq DNA polymerase(5 U/pL)
0.2 wL, miR-100 RT product 2 pL, i J5 H 0. 1%
DEPC 7K M & % 20 pL, q-PCR #F M (1)95%C .3
min; (2)95°C .12 s; (3) 629C .40 s; (4)4C 1377,
(2) ~ (3)PEH 40 TR, SR 2 ~88C 3k 0 o 56 #h 4 it
1754,
1.3.5 /RSN I I 240 i 4k

I 6~ 8 JE LA /IN B, B )5 i A BTEEE v (K
WE3~4 35 ) , T 20 M TSGR T I 20 B R0 AT
1.3.6  /INUAMELI. B 3 94 i i =X o pr

HiR A N N 11 A = e R PSS i = i

TP B0 TR 1 100 WL 2T 20, H A S g
CLAHM 38 5 3 A AR A3 A /0N BRI Y 5
ZYNAL T/ B IR EL A ) B, 2 AT /0 UM P A S 2R
A T/ B I E 41 M FTZT 40 M Y B ) Kz 28 %) 4 Bl T
B, /INECEBE D RS R AN T/B R AN AT
S K 3 1t T #EL 4 6 ) B4R D L f81) R 4 Xk 4 o
B, MEHEER 1 P hTA A G i e, b
HLAG
1.3.7 /R BRI B I 4 250

B 100 L B 32 25 B ] 4 100 1 B R DAL A B 24
LB, T A 900 wL f PBS (WRFTIRS)) . HUih
20 pL B TSR b, EALKIN (RS 10
fER R IR A LS R EX10) |
1.3.8  HI L4k 2 i 4 i 5 75 T8 L S 56

To TR T D0 0N BRI A% 4 A (SR 2
FRLBIRT) | IE0s 4h B e 76 B4 2x10°/mL, BE F7K
F A4 0. 88 mL, HIELF4EZ 1. 4 mL, GM-CSF
(L BE 50 we/L) , AR 40 40 Bf ¥k 52 X 88 000 A~ 41
fit, H IMDM %32 340 E F] 4 mL, FTEAMR SIS A
FRFRML BRI 1 mL, 395 A, dE 5 3 L ( Y JEAF
HERFHEPIRT LU 1 mL FEGTER W, InFE i o] DL jiess
R INFE B i B AEARFLIE ) o b T Bl ik fL N
R HAFLIMA 2 mL JCH PBS, ¥ NfLACE T
37°C 5% CO, 1 AR EREFE 5~7 d, WM T
THALETE T (> 50 N 1 ANETE) .
1.3.9 q-PCR it/ BB BEAI L Mospd2 HYZE15

P2 IO 1B 20 /N B ( ElTa-Cre* 5 miR-100"") F1 i
K 2H/INBL ( Ella-Cre* s miR-100"") B 861 RNA , 1 5%
SEN ¢DNA,#1T q-PCR [N, ¥ SRR Z 0  AiAl
RNA,1~3 pg(R4EHLH RNA A T RAARD)
Oligo(dT) 1 pL, HJ5 1 0. 1% DEPC /K%M 2 £ 12

x1 Fykdas

Table 1 Flow antibody combinations

P TS
Name Combination
BE R AN Myeloid cells CD11b*Gr-1*
T HkE A T lymphocytes CcD3*
B kLA B lymphocytes B220*
LI Erythrocytes CD71" Ter119*
40 LSK Lin~Scal* c-Kit"

KI5 1M 40 LT-HSC
JE I I T 40 ST-HSC
LI HE 4N MPP
R AN CMP
LR -E R AN GMP
LI R MLZ AL AN MEP
L[]k 4 AH 40 i CLp

Lin~Scal*¢-Kit* CD48~CD150*
Lin~Scal " ¢-Kit*CD48~CD150~
Lin~Scal *¢e-Kit" CD48* CD150~
Lin™ c-kit*Sca-1"CD16/32” CD34"
Lin"c-kit*Sca-1"CD16/32* CD34"
Lin~ c-kit*Sca-1"CD16/327CD34"~
Lin~c-kit"™ Sca-1"" CD127*
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pL,4000 r/min B.0> 5 min J5HA 65°C 4 @A 5
min, 5 min J&  WERESRTEVK B2 kRO, BES
A 5% Reaction Buffer 4 L ,RiboLock RNase-inhibitor
1 L, 10 mmol/L ANTP Mix 2 pL, RevertAid M-MuLV
RT 1 pL, 3553285 4 :429C 60 min;70°C .5 min;
4°C hold, Mospd2 F(5° -GAGGTTTAACCGTCTCAGC
TC-3") ,Mospd2 R(5’ =GTGACATCTTAGCCTGTGCT
C-3"), Gapdh F(5° AGGTCGGTGTGAACGGATTTG-
3’), Gapdh R (5°-TGTAGACCATGTAGTTGAGG
TCA-3" ), q-PCR WK Z K :2xSYBR" Green Pro
Taq HS Premix 10 wL, Primer F/R (10 pwmol/L)0.5
L, CDNA 2 uL, RNase free water 7 pL, q-PCR #£
JF:(1)95%C .5 min; (2)95C .30 s; (3)60%C .30 s;
(4)4°C /17, (2) ~(3)FEFF 40 K, HI 278 34y
P
1.3.10 RNA 545 8 A R UUTE K iE miR-100 5
Mospd2 ZIEJE/‘J%/%

gy 8/ BB RE 40 M, PBS ¥R 1 i, 4C
2000 r/min B> 5 min, F % ,1 mL PBS &L
VE, 4547 3 . 1gG 4 . AGO2 4 input 4, 4°C 2000
r/min &> 5 min ,ﬁ_l_{%a ,input ZH0 1 mL TRIzol IR
TTRA], B A -80C UKARRAF . HARIA T mL
U R - BRG] =1+ 100) , T4 R

UK 24 40 min, [BIETES), 4°C 12 000 r/min £5.0>
20 min, B [V 28 EP 4, MRS 2.5 pe
YUk 4C $EIR %, F 1 mL RIP 28 o ¥ Uk %
ProteinA/G beads, 1% 2 i, 4°C 2000 r/min &> 5
min, 100 pL RIP % 2% vh W & &, & F A

A 9 Ella-Cre*s miR-100"* ® & Ella-Cre’s miR-100""
m (¢ M 1 2 3 4 5

423 bp
358 bp

379Dy
312bp

1585 bp
1453 bp

467 bp

481 bp Ella-cre

ProteinA/G beads 50 pL,4CH#: K 2 h, 2 h J5,4C
1500 r/min &0 5 min, 2 L, H 1 mL RIP 28 #hif
VeV beads 2 i, 2% B3, 1 1 mL TRlzol, £ HX
RNA , Real-time PCR $3{iE Mospd2 mRNA ik 7KF-,
1.4 Sit=EFHiE

AP rE SLR I E A 3 WU L, T g R

SRR RIS (s ), R ¢ RS 30 0 AT 20 W) 22 5 03
M1, GraphPad Prism 8 AF#EAT 8011 2% 0 ¥1, P<
0. 05 i}, Fm 2R HA G AE X

2 #R

2.1 XRMRERBENHE

2.1.1  MiR-100 2= B G5k /) Bl Ak R AL 4

B ERATE Ella-Cre™ ; miR-100"" HfE 1 /1N B AN
Ella-Cre* ;miR-100"" M PE /N R A 7, 5 2] F1 AR/
B, 8 A /N R PR RS o SRR IRl Ella-Cre”
miR-100"" /INER (1.2 5 /INERL) , F1 A/ Bl 3k R 78

AR ILE 1A,

Bt Jo Fe A 1B JE R B Sk Ella-Cre® ; miR-100"" F1
RN B G 5E , e 2 AT B AR AL Ella-
Cre” ;miR-100"" /NEL (3.4 .7 S/NEL) , LR AL %5

ZE RN 1B,
2.1.2  IG3F miR-100 4= B g/ B 3L el Y

(1)5’ Loxp .3’ Loxp .Null Fl Ella-cre 13 55 % %
?izﬂ]LL -3l PCR %€ /Nl 5 Loxp il 37
Loxp V72 75 ¢ U B, 3 1 300 0 368 12 H Kk 49 7
SR miR-100 ¢ 42 R BR , W93 A th o H AY 2%l
R R 5E A FE R miR- 100 , ) AT LY 3 H E‘J%ﬂ?

® & Ella-Cre's miR-100""
5 6 7 8 9 10

B 2 Ella-Cre*s miR-100"*

m C M 1 2 3 4

423 bp

358 bp 5’Loxp

379 bp

312 bp 3’Loxp

1585 bp
1453 bp

467 bp Null

E CM 1 2 3 4 5 6 7 8 9 10

481 bp Ella-cre

M :DNA 5> F AR UE ;m: Ella-Cre” ;miR-lO()ﬂ/ﬂ /NEL;C:C5TBL/6 /NRGE : Ella-Cre* ;miR-IOOJFH/j\L\‘&L?LO
B 1 F1AF2 A R B M 45 2R
Note. M, DNA molecular weight marker. m, Ella-Cre” ;miR-100"" mice. C, CS7BL/6 mice. E, Ella-Cre’ ;miR-100""" mice.

Figure 1 Genotyping results of F1 and F2 generation mice
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Figure 8 Analysis of the proportion and absolute count of myeloid cells, T/B lymphocytes and red blood cells in bone marrow

and spleen of mice Ella-Cre* ;miR-100"" and Ella-Cre” ; miR-100""
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Figure 9 Effect of MiR-100 deletion on hematopoietic stem progenitor cells in mice
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Figure 10 Effect of inactivation of miR-100 on colony-forming ability of bone marrow mononuclear cells in mice
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Figure 11 MiR-100 interacts with Mospd2
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