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Figure 3. Ex vivo differentiation of activated B cells to PBs and PC-like cells is increased in the
absence of RIF1. (A) Top: Representative flow cytometry plots measuring percentage of plasmablasts
(CD138+) in splenocyte cultures of the indicated genotypes 96 h after activation with LI. Bottom:
Summary graph for five independent experiments (n = eight mice per genotype), with % of CD138+
cells within each experiment normalized to the average of control mice (Cd19¢*), which was set to
100%. (B) Schematic representation of the iGB (induced germinal center (GC) phenotype B) cell
culture system for the ex vivo differentiation of splenic naive B cells to GC- and plasma cell-like cells.
CD40L: CD40 ligand; d: day; Sp: splenic; CSR+: class switched cells; PC: plasma cell. (C-D) Left:
Representative flow cytometry plots measuring CSR to IgG1 (C) and percentage of plasmablasts
(CD138+) (D) in splenocytes cultures of the indicated genotypes at day 4 (C) and 8 (D), respectively, of
the iGB cell culture system shown in panel B. Right: Summary graphs for five independent experiments
(n = eight mice per genotype). Significance in panels A, C and D was calculated with the Mann—Whit-
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Figure 4. Ablation of RIF1 enhances plasma cell formation after immunization. (A) Schematic
representation of the NP-CGG immunization protocol and gating strategy employed for the phenotypic
analysis of the plasma cell compartment. d: day; NP-CGG: 4-hydroxy-3-nitrophenylacetyl hapten conjugated
to Chicken Gamma Globulin; Sp: spleen; BM: bone marrow; ASC: antibody secreting cell; PC: plasma cell.
(B) Top: Representative flow cytometry plots measuring percentage of plasma cells in spleens and bone
marrows of mice of the indicated genotypes at day 14 after immunization. Bottom: Graphs summarizing the
percentage of plasma cells in spleens (left) and bone marrows (right) for >= four mice per genotype and time
point. Significance in panel B was calculated with the Mann-Whitney U test, and error bars represent SD.
ns: not significant; * = p < 0.05.

% AA4.1*MHCI - Sp

% AA4.1* MHCII- -



https://doi.org/10.1101/2023.07.18.549543
http://creativecommons.org/licenses/by/4.0/

Rahjouei & Kabrani _Fig. 5

A B C

W7I'( @% Rif1F’:/:” Distal BLIMP1 RIF1
(mock) T (RIF1™) Intergenic
Promoter 7220 10096

Py
Ilf f 72 h Down-
: stream
(<=300)

ChiIP-Seq E
Xon 5 & 3' UTR 1300
48 h 72 h 96 h
80 : : H
] Down i Up ] i ] ; .
| : o
10 i i 2
5 o)
75 e
= s . :
g L 4 3
®© 25 B 54 P
> B T e e e
o 0 @ “'\fﬂg "J’
KA ]
= Iy
2 10 8
| @
' 75 &
@
5 o : e &
P i | % B )
25 % A g
,,,,,,,,,,,,,,,,,, .\‘ SRR . WRSE S— PR, AS_D,
0 A\ “g\" %' ?
-2 -1 0 1 2 2 4 0 1 2 2 - 0 1 2

Log2 (Fold Change)

Figure 5. RIF1 counteracts the premature repression of BLIMP1 target genes. (A) Schematic
representation of the ChlP-Seq analysis in mature B cells isolated from spleens of Rif1™ mice and
stimulated ex vivo with LI. (B) Genomic distribution of RIF1-occupied annotated regions. (C) Venn
diagram depicting the overlap between RIF1- and BLIMP1-bound genomic regions in activated B cells.
(D) Volcano plots displaying BLIMP1-activated (in orange, top) and -repressed (in green, bottom) target
genes among the transcripts (in grey both up- and down-regulated) identified in the Cd79°** versus
Rif1¥FCd19¢* transcriptome analysis shown in Fig. 2. The horizontal dotted line in the plots denotes
the adjusted p-value of 0.05.
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